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Abstract

There is tremendous interest in integrating CT imaging with chemotherapy; however, reported
iodine-based nanosystems such as nanogels and nano-emulsions display typically reduced contrast
coefficient, low drug loading and stability, and poor targetability. Here, cRGD-functionalized
disulfide-crosslinked iodine-rich polymersomes (cRGD-XIPs) were designed as a novel, robust and smart
theranostic agent and investigated for targeted CT imaging and chemotherapy of malignant tumors.

Methods: cRGD-XIPs were prepared from co-self-assembly of poly(ethylene glycol)-b-poly(dithiolane
trimethylene carbonate-co-iodinated trimethylene carbonate) (PEG-P(DTC-IC)) and
cRGD-PEG-P(DTC-IC) block copolymers. In vitro and in vivo CT contrast effect of cRGD-XIPs was
studied using avB3-overexpressing B16 melanoma as a tumor model in comparison with clinical agent
iohexol. The therapeutic efficacy of doxorubicin-loaded cRGD-XIPs (cRGD-XIPs-Dox) to B16 melanoma
was investigated and compared with X|Ps-Dox (non-targeted), cRGD-IPs-Dox (non-crosslinked) and
free Dox.

Results: cRGD-XIPs were formed with 55.5 wt.% iodine and ca. 90 nm in diameter. cRGD-XIPs-Dox
with a Dox loading of 15.3 wt.% bared superior colloidal stability and reduction-responsive drug release.
Notably, blank cRGD-XIPs showed a maximum-tolerated dose (MTD) > 400 mg iodine equiv./kg while
cRGD-XIPs-Dox had an MTD > 150 mg Dox equiv./kg, ca. 15-fold improvement over free Dox.
cRGD-XIPs revealed superior CT contrast effect and achieved 46.5- and 24.0-fold better enhancement of
CT imaging of BI6 melanoma than iohexol at 4 h following intratumoral and intravenous injection,
respectively. cRGD-XIPs-Dox displayed an elimination half-life of 6.5 h and an elevated accumulation of
6.68% ID/g in the tumors. Furthermore, cRGD-XIPs-Dox was significantly more effective than XIPs-Dox
and cRGD-XPs-Dox in inhibiting growth of B16 melanoma model.

Conclusion: This proof-of-concept study demonstrates that cRGD-XIPs are a robust, non-toxic and
smart polymeric theranostic agent that can not only significantly enhance CT imaging of tumors but also
mediate efficient tumor-targeted chemotherapy. XIPs offer a unique and safe platform for theranostic
polymersomes that pre-select patients using CT imaging prior to targeted chemotherapy with the same
system.
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1. Introduction

Theranostics that integrates diagnostics and
therapy into a single system provides an emerging
treatment modality for diseases like cancers [1-7].
X-ray computed tomography (CT) is a frequently
applied clinical diagnostic tool [8-12]. To enhance CT
imaging of soft tissues like tumors in patients,
iodine-containing compounds such as iohexol,
iodixanol and iopromide are typically used [13-15]. In
the past years, great interest has put on the
development of novel nano-CT contrast agents that
are able to overcome the problems of small molecular
contrast agents, such as fast elimination, high doses
needed, low tumor selectivity, potential renal toxicity,
and possible iodine hypersensitivity [16-18], to
achieve dual and multi-modal imaging [19-21], and to
combine CT with various therapies [22]. For example,
inorganic nanoparticles based on gold [23, 24], copper
chalcogenides [25], transition-metal dichalcogenides
[26], rare earth [27], and iodinated organic
nanosystems including liposomes [28], nanogels [29],
nanoemulsions [30], nanoparticles [31], and dendritic
polymers [32] have been investigated for
simultaneous tumor CT imaging and therapy. These
nanotheranostic systems demonstrate not only
enhanced imaging but also potent anti-tumor efficacy.
However, despite their excellent X-ray attenuation
coefficient, the clinical translation of inorganic
nanoparticles is limited by their safety and high cost
concerns. While iodinated nanosystems typically
possess inadequate CT contrast coefficients, mainly
due to low iodine contents. In addition to complicated
synthesis process, high viscosity of iodinated
dendritic polymers stands as a critical shortcoming
against their utilization. In our previous work,
nanopolymersomes containing high iodine based on
poly(ethylene glycol)-b-poly(iodinate trimethylene
carbonate) (PEG-b-PIC) exhibited significant CT
imaging enhancement of the blood pool and
malignant tumors in contrast with iohexol [33].
Moreover, low in vivo stability and slow drug release
inside tumor cells are additional problems for
nano-CT contrast agents to be applied for therapeutic
purposes. We and others verified that disulfide
crosslinked nanoparticles show superb in vivo stability
and accelerated intracellular drug release [34-36].

Here, cyclic RGD directed, disulfide crosslinked
iodine-rich  polymersomes (cRGD-XIPs) were
designed based on biodegradable poly(ethylene
glycol)-b-poly(dithiolane trimethylene carbonate-co-
iodinated  trimethylene carbonate) copolymer
(PEG-P(DTC-IC)) and cRGD-PEG-P(DTC-IC) for
targeted CT imaging of an ayfs-integrin positive B16
melanoma model (Fig. 1). We further examined the
anti-tumor efficacy of doxorubicin-loaded cRGD-XIPs

(cRGD-XIPs-Dox) in mice bearing B16 melanoma.
cRGD has been extensively explored as an active
targeting ligand to a,Ps integrin over-expressing
cancer cells including B16 cells [37-41]. It should be
noted that even for the same type of tumor, different
patients might have vastly different responses to
targeted therapies, owing to the differences in tumor
physical, pathological and biological properties. The
screening of patients is thus of critical importance to
targeted nanomedicines [42-44]. This study aimed to
develop theranostic polymersomes that pre-select
patients using CT imaging prior to targeted
chemotherapy with the same system. Interestingly,
these novel theranostic polymersomes exhibited small
size (90 nm), high iodine content of 55.5 wt.%,
iso-osmolality, high Dox loading content (15.3 wt.%),
superior colloidal stability, and fast intracellular drug
release. cRGD-XIPs could greatly improve the in vivo
CT imaging via intratumoral or intravenous injection
compared with iohexol. Moreover, cRGD-XIPs-Dox
was far more potent in retarding the growth of B16
tumor than  non-targeted  XIPs-Dox  and
non-crosslinked cRGD-IPs-Dox controls.

2. Materials and methods

2.1 Synthesis of PEG-P(DTC-IC) and cRGD-
PEG-P(DTC-IC) block copolymers

Briefly, under a nitrogen atmosphere, MeO-
PEG-OH (M, 5.0 kg/mol, 0.1 g, 20 pmol), DTC (0.1 g,
0.52 mmol), IC (1.0 g, 2.62 mmol) and DCM (5.0 mL)
was charged into a schlenk bottle and stirred to
dissolve using a magnetic stirrer. To the solution, zinc
bis[bis(trimethylsilyl)amide] (29 mg, 75 pmol) was
quickly added. The ring opening polymerization
(ROP) proceeded at 40 °C for 48 h before termination,
and the resulting copolymer was precipitated in cold
diethyl ether, filtrated and dried in vacuo for 24 h.
Yield: 84.2%. Similarly, NHS-PEG-P(DTC-IC) was
synthesized using NHS-PEG (M, = 6.5 kg/mol) as an
initiator. Yield: 82.1%. Then, cyclic cRGDfK (16 mg,
2.62 mmol) was conjugated to NHS-PEG-P(DTC-IC)
(0.5 g, 1.31 mmol) yielding cRGD-PEG-P(DTC-IC)
similarly as reported [40]. Yield: 85.6%. The degree of
cRGD conjugation was 92% as determined by micro
BCA protein assays. Briefly, 10 uL. DMF solution of
cRGD-PEG-P(DTC-IC) (10 mg/mL) was diluted to 0.1
mg/mL in water. A 20 pL aliquot was added into a
96-well plate and mixed with 100 pL of working
reagent of micro BCA (Reagent A and B = 50/1). The
plate was mixed well and kept at 37 °C for 60 min and
measured the absorbance at 570 nm using a
microplate reader. The absorbance of Mal-PEG-
P(DTC-IC) solution prepared similarly was
subtracted. The cRGD conjugation was calculated
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from the standard curve of cRGD peptide of known
concentrations.

2.2 Preparation of cRGD-XIPs and
cRGD-XIPs-Dox

Typically, 900 puL of phosphate buffer (PB, 10
mM, pH 7.4) was added dropwise to 100 pL DMF
solution (10.0 mg/mL) of PEG-P(DTC-IC) and
cRGD-PEG-P(DTC-IC) (4/1, w/w) under stirring.
After 20 min, the mixture was dialyzed against PB for
12 h (Spectra/Pore, MWCO 7000), placed in a
shaking-bed at 37 °C for 24 h yielding self-crosslinked
polymersomes cRGD-XIPs. The colloidal stability at
low concentration (50 mg/L) and in the presence of
10% serum or 10 mM GSH was investigated using
DLS.

cRGD-XIPs-Dox was fabricated by loading Dox
into preformed cRGD-XIPs via a pH-gradient method.
Briefly, 2.7 mL citrate buffer (10 mM, pH 4.0) was
dropwise adding into 0.3 mL DMF solution of
PEG-P(DTC-IC) and cRGD-PEG-P(DTC-IC) (10
mg/mL). After stirring for 15 min, the pH was
adjusted to 8.0 with disodium hydrogen phosphate (4
M). Then, 60, 120, or 180 pL Dox-HCI solution (5
mg/mL), corresponding theoretical DLC of 9.7, 16.7,
or 23.1 wt.%, respectively) was added and stirred at 37
°C for 5 h in dark. cRGD-IPs-Dox was obtained via
dialysis procedure similar as above. Dox loading
content (DLC) and loading efficiency (DLE) was
quantified using fluorescence (Agilent Cary Eclipse)

W

X-Ray W

measurement (ex. 480 nm and em. 560 nm) [40, 45]
using the following formula:

DLC (wt.%) = weight of loaded drug/total weight of
polymer and loaded drug) x 100

DLE (%) = (weight of loaded drug/weight of drug in
feed) x 100

2.3 In vivo pharmacokinetics and
biodistribution

The mice were handled wunder protocols
approved by Soochow University Laboratory Animal
Center and the Animal Care and Use Committee of
Soochow University. c¢RGD-XIPs-Dox, XIPs-Dox,
cRGD-IPs-Dox and free Dox (10 mg Dox/kg) in PBS
were injected into C57BL/6 mice (18-20 g) via the tail
veins (n = 3), and ca. ~50 pL blood was taken from the
eye socket of the mice at prescribed time post
injection. The blood samples upon withdrawing were
mixed with 100 puL Triton X-100 solution (1%) with
brief sonication. 500 uL DMF (containing 20 mM DTT)
was introduced to extract Dox. The samples were
stored at -20 °C overnight, centrifuged, and Dox in the
supernatant was determined by fluorometry based on
a calibration curve of Dox solution of known
concentrations  (supporting information). Dox
expressed as percent injected dose per gram (%ID/g)
was plotted as a function of time. The half-lives of two
phases (ti/2, and ti2) and area under the curve
(AUC) were derived using Origin 8.
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Figure 1. lllustration of the fabrication and properties of cRGD-functionalized disulfide-crosslinked iodine-rich polymersomes (cRGD-XIPs) and Dox-loaded cRGD-XIPs

(cRGD-XIPs-Dox) (A), and cRGD-XIPs as robust nano-CT contrast agents for enhanced CT imaging of tumor and cRGD-XIPs-Dox as smart nanomedicines for targeted

chemotherapy (B).

http://lwww.thno.org



Theranostics 2019, Vol. 9, Issue 26

8064

For biodistribution studies in female C57BL/6
mice (18-20 g), 50 puL of B16 cells (1 x 10°) were
subcutaneously injected in the right hind flank. When
the tumors grew to ca. 200 mm? after around 10 days,
cRGD-XIPs-Dox, XIPs-Dox and free Dox (10 mg
Dox/kg, 200 pL) was intravenously (iv) injected via
tail veins (n = 3). After 4 h, the tumors and major
organs were excised, washed, weighed, and
homogenized in 500 pL Triton X-100 (1%).
Subsequently, 1 mL DMF (containing 20 mM DTT)
was added to extract Dox, and the samples were
treated as above based on calibration curves of Dox of
known concentrations in different tissue individually
(supporting information).

2.4 Maximum-tolerated dose (MTD)
determination

The healthy C57BL/6 mice were randomly
divided into 6 groups (n = 3) and a single dose of
cRGD-XIPs (300 or 400 mg 1 equiv./kg),
cRGD-XIPs-Dox (100 or 150 Dox/kg), or free Dox (5 or
10 mg Dox/kg) were iv injected. Body weight,
behavior and survival of mice were examined for 10
days. MTD was defined as the dose that causes
neither mouse death due to the toxicity, nor >15% of
body weight loss, nor other remarkable changes in the
general appearance within 10 days.

2.5 CT imaging of mice with intratumoral (it)
and intravenous (iv) injection of cRGD-XIPs

B16 tumor-bearing C57BL/6 mice were used as a
avf3zintegrin over-expressing tumor model to evaluate
the targeted CT contrast enhancement of tumors in
vivo. The mice were randomly divided into two
groups (n = 3), and treated with cRGD-XIPs and
iohexol at 350 mg I equiv./kg (50 pL) via it injection.
Before and 5 min, 1 h and 4 h after it injection, the CT
scan was carried out using a GE discovery CT750 HD
(GE Healthcare, WI) setting parameters as follows:
beam collimation = 64 x0.625 mm; table speed = 27
mm per rotation; beam pitch = 1.25; gantry rotation
time =1.0s.

The tumor bearing mice were also iv injected
with cRGD-XIPs, XIPs or iohexol (350 mg I equiv./kg)
in 200 pL PB. The CT images were obtained before
and 40 min, 2 h, 4 h and 6 h post iv injection as
described above.

2.6 In vivo antitumor efficacy of
cRGD-XIPs-Dox

The female B16 tumor-bearing mice (tumor
volume: 50-100 mm?) were randomly divided into six
groups (n = 5): cRGD-XIPs-Dox (5 or 10 mg Dox/kg),
XIPs-Dox (10 mg Dox/kg), cRGD-IPs-Dox (10 mg
Dox/kg), free Dox (5 or 10 mg Dox/kg), and PBS. The

formulations were iv injected every 2 days. The first
day of the injection was labeled as day 0. The tumor
size was measured every two days and the volume
was calculated according to the formula V = 0.5 x L
xW2, wherein L and W are the tumor dimension at the
longest and widest point, respectively. Mice were
weighed and normalized to the initial weights. On
day 10, the tumors were excised, weighed and
photographed. Heart, liver, spleen, lung and kidney
were sliced and prepared for H&E and then observed
with a digital microscope (Leica QWin, Germany).
The tumor inhibition rate (TIR) was calculated:

TIR (%) = (1- tumor weight of treatment group/
tumor weight of PBS group) x100.

2.7 Statistics

All data are presented as the mean * standard
deviation (SD). One-way analysis of variance
(ANOVA) was used to determine significance among
groups, after which post-hoc tests with the Bonferroni
correction were used for comparison between
individual groups. Statistical significance was
established at *p < 0.05, **p < 0.01 and ***p < 0.001.

3. Results and discussion

3.1 Fabrication of cRGD-XIPs and
cRGD-XIPs-Dox

cRGD-XIPs  were co-self-assembled  from
PEG-P(DTC-IC) and cRGD-PEG-P(DTC-IC). The ROP
of IC and DTC monomers using MeO-PEG-OH (M, =
5.0 kg/mol) as a macro-initiator afforded PEG-
P(DTC-IC) (Fig. S1), similar to our previous report
[33]. 'TH NMR analyses (Fig. S2) revealed that the
P(DTC-IC) block had an M, of 52.9 kg/mol and
DTC/IC weight ratio of 8.7/91.3 (Table S1). GPC
measurement revealed that the molecular weight
distribution of PEG-P(DTC-IC) was unimodal
(Mw/Mn = 1.31), and M, was 63.2 kg/mol, close to
that determined by TH NMR (57.9 kg/mol) and the
theoretical value (60.0 kg/mol) (Table S1), endorsing
controlled synthesis of PEG-P(DTC-IC). Likewise,
NHS-PEG-P(DTC-IC) was obtained with similar
P(DTC-IC) block molecular weight (M, = 53.9
kg/mol) and composition (DTC/IC = 8.7/91.3, w/w)
by copolymerization of DTC and IC initiated by
NHS-PEG-OH (M. = 6.5 kg/mol) (Fig. S3). The
conjugation of cRGDfK to NHS-PEG-P(DTC-IC) by
carbodiimide chemistry yielded cRGD-PEG-P(DTC-
IC). Micro BCA protein assay results showed a cRGD
functionality of 92% (Fig. S4). Notably, the molecular
weight of PEG in cRGD-PEG-P(DTC-IC) was longer
than that in PEG-P(DTC-IC) (6.5 vs. 5.0 kg/mol) to
achieve better exposure of cRGD for optimal
targeting. Differential scanning calorimetry (DSC)
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measurements confirmed the amorphous structure of
PEG-P(DTC-IC) and cRGD-PEG-P(DTC-IC) with
glass transition temperatures (T;) of -25.3 and -21.5 °C,
respectively (Table S1), indicating that they are
rubbery and flexible at body temperature.

The co-self-assembly of PEG-P(DTC-IC) and
cRGD-PEG-P(DTC-IC) (w/w, 8/2) in water yielded
cRGD-XIPs of ca. 90 nm in diameter and a size
distribution (PDI) of 0.10 (Fig. 2A) via a solvent
exchange method. The addition of PB into a DMF
solution of amphiphilic block copolymers increased
the interfacial tension between P(DTC-IC) segment
and water, rendering P(DTC-IC) segment insoluble
thus triggering copolymer self-assembly into
polymersomes. A cRGD density of 20% in
polymersomes was investigated as nanoparticles of
this density displayed the best targetability [36, 38].
TEM micrograph verified a spherical hollow structure
(Fig. 2B). UV-Vis measurements displayed that the
characteristic absorbance of dithiolane ring at 320 nm
disappeared after polymersome work-up procedure
(Fig. S5), revealing the spontaneous dithiolanes
crosslinking in the polymersome membrane. As a
result, no critical aggregation concentration (CAC)
could be detected. Interestingly, cRGD-XIPs
displayed excellent colloidal stability during
two-month storage at room temperature and against
dilution or in the presence of 10% serum for 48 h (Fig.
S6), due to the spontaneous disulfide-crosslinking of
the membrane as reported for other DTC-containing
polymersomes [35, 40]. Accordingly, cRGD-XIPs
could undergo fast destabilization in 10 mM GSH as
determined by both DLS and TEM measurements
(Fig. S7), owing to disulfide cleavage and
de-crosslinking. Notably, cRGD-XIPs exhibited an
iso-osmotic pressure of 280 mmol kg! at iodine
contents ranging from 20 to 80 mg I/mL (Fig. 2C),
while the osmolality of iohexol increased with
concentration, reaching 366 mmol kg'at 80 mg I/mL.
XIPs self-assembled from PEG-P(DTC-IC) only
displayed almost the same biophysical properties and
were used as a non-targeted control.

Doxorubicin hydrochloride (Dox) could be
efficiently loaded into cRGD-XIPs and XIPs via
pH-gradient method, in which the pH values of inner
and outer of the polymersomes were 4.0 and 8.0,
respectively. The drug loading content (DLC)
increased with increasing theoretical DLC and
cRGD-XIPs-Dox achieved a high DLC of 15.3 wt.%.
cRGD-XIPs-Dox enlarged from 80, 84, to 92 nm with
increasing DLC from 6.6, 12.0, to 15.3 wt.% (Table 1).
Notably, all cRGD-XIPs-Dox presented a low PDI
(0.06-0.10) and close to neutral surface charge.
XIPs-Dox had nearly identical size distribution, drug
loading, and zeta potential to cRGD-XIPs-Dox (Table

1), indicating little influence of cRGD peptide on
polymersomal Dox. Fig. 2D shows that at a
polymersome concentration of 50 mg/L, Dox release
from XIPs-Dox and cRGD-XIPs-Dox was less than
16% in 24 h. Importantly, under an intracellular
mimicking condition (10 mM GSH), cRGD-XIPs-Dox
dumped more than 80% Dox within 24 h (Fig. 2D). In
contrast, within 12 h over 40% Dox leaked out of the
non-crosslinked  counterparts,  IPs-Dox  and
cRGD-IPs-Dox, which were based on PEG-PIC and
cRGD-PEG-PIC/PEG-PIC, respectively (Fig. S8). The
results demonstrate the important role of disulfide
crosslinking in preventing drug leakage at
physiological condition and in triggering fast drug
release intracellularly.

Table 1. Characterizations of cRGD-XIPs-Dox and XIPs-Dox

Polymersomes TLCa DLCd DLEb Sizec  PDIc Zeta potential

(Wt.%) (wt%) (%)  (nm) (mV)e

CRGD-XIPs-Dox 9.1 6.6 712 80 010  +03
167 120 683 84 006  +16
231 153 603 92 010  +09

XIPs-Dox 91 66 704 82 009  +12
167 118 669 87 011  +05
21 152 598 89 007  +08

aTheoretical drug loading content.  Determined using UV spectrometer. ©
Determined with a Zetasizer Nano ZS equipped with a DLS and an electrophoresis
cell in PB at 1 mg/mL.

3.2. In vitro cytotoxicity and targetability of
cRGD-XIPs-Dox

cRGD is widely used as a targeting motif toward
a.Ps integrin over-expressing tumor cells including
B16 melanoma cells [46, 47]. Here, we evaluated the
cytotoxicity of blank cRGD-XIPs and cRGD-XIPs-Dox
in B16 cell model using MTT assays. Fig. 2E shows
that XIPs and cRGD-XIPs had no toxicity at
concentrations < 2.0 mg/ml, as reported for
non-crosslinked polymersomes [33], confirming their
excellent biocompatibility. In comparison,
cRGD-XIPs-Dox showed high potency to B16 cells
with an ICs (half-maximal inhibitory concentration)
of 2.33 pg Dox/mL, which was comparable to free
Dox and 3.3-fold lower than XIPs-Dox (Fig. 2F).

Flow cytometric analyses displayed that
cRGD-XIPs-Dox reveal ca. 5.0-fold higher cellular
uptake by B16 cells than XIPs-Dox following 4 h
incubation  (Fig. @ 2G). Interestingly,  both
cRGD-XIPs-Dox and XIPs-Dox had low cellular
uptake by L929 fibroblasts, further verifying their
specific targetability (Fig. S9). CLSM images showed
that Dox fluorescence in the nuclei of cells treated
with cRGD-XIPs-Dox accumulated gradually from 0.5
h to 2 h and mostly in the nuclei at 4 h, which was
considerably more intensive than those of XIPs-Dox
treated cells and free cRGD pretreated B16 cells (Fig.
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Figure 2. Characterizations of cRGD-XIPs and cRGD-XIPs-Dox. Size distribution (A), TEM image (B), and osmolality as a function of concentration (iohexol as control) (C) of
cRGD-XIPs. (D) In vitro Dox release study of cRGD-XIPs-Dox and XIPs-Dox in PB with or without 10 mM GSH at 37 °C. Polymersomes concentration was 50 mg/L. (E)
Cytotoxicity of empty XIPs and cRGD-XIPs to B16 cells following 48 h incubation. (F) Antitumor activity of cRGD-XIPs-Dox to B16 cells. The cells following 4 h incubation with
Dox formulations were further cultured for 44 h. Flow cytometric analyses (G) and CLSM observation (H) of B16 cells following 4 h incubation with cRGD-XIPs-Dox (Dox:
10.0 pg/mL). The images from left to right are cell nuclei stained by DAPI (blue), Dox (red), cytoskeleton stained by phalloidin-FITC (green), and the merged images. Scale bars:

20 pm. XIPs-Dox and free Dox were used as controls in F, G, H.

2H & Fig. S10). The above results corroborate that
cRGD-XIPs-Dox can be efficiently internalized by B16
cells via receptor-mediated endocytosis mechanism
[48, 49], and Dox releases quickly intracellularly.

3.3. Pharmacokinetics, biodistribution and
safety in vivo

The pharmacokinetics studies demonstrated that
the blood circulation followed a typical
two-compartment model: a rapid decline in
distribution phase and long period elimination phase,

and the circulation of Dox was significantly extended
by loading into cRGD-XIPs and XIPs as calculated
from the calibration curve of Dox of known
concentrations in the presence of blood (Table S2).
cRGD-XIPs-Dox and XIPs-Dox showed an elimination
half-life (ti/24) of about 6.5 h, which was ca. 50- and
1.8-fold longer than free Dox (0.13 h) and
cRGD-IPs-Dox (non-crosslinked control, 3.61 h),
respectively (Fig. 3A). Notably, commercial contrast
agent iohexol has a short t1/2,3 of 24.6 min [50, 51]. The
AUC (area under the curve) of cRGD-XIPs-Dox was
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97.76 h-ug/mL, which was 1.8- and 26.4-time bigger
than that of cRGD-IPs-Dox and free Dox, respectively.

The quantitative biodistribution of Dox in
cRGD-XIPs-Dox treated mice 4 h following iv injection
was determined from calibration curves of Dox in the
presence of individual tissue (Table S2), and
demonstrated that Dox accumulation in the tumors
was 6.68% of injected dose per gram of tissue (%
ID/g). The accumulation was ca. 2.4- and 11.0-fold
higher than that of XIPs-Dox (2.81% ID/g) and free
Dox (0.61% ID/g), respectively (Fig. 3B). Table S3
shows clearly that cRGD-XIPs-Dox had higher
tumor-to-normal tissue (T/N) ratios in all major
organs than free Dox and XIPs-Dox. Notably,
cRGD-XIPs-Dox treated mice showed T/N ratios of
Dox in the heart was ca. 30 times higher than free Dox
treated ones, signifying the possibly significant
reduction of cardiotoxicity, which is a dose-limiting
side effect for Dox [52, 53].
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To explore their theranostic window, we
assessed the safety of blank cRGD-XIPs and
cRGD-XIPs-Dox in C57BL/6 tumor-free mice.
Remarkably, a single dose of cRGD-XIPs at 300 and
400 mg I equiv./kg, or cRGD-XIPs-Dox at 100 and 150
mg Dox/kg did not provoke obvious loss in body
weight or change of behavior of the mice within the
experiment period of 10 days (Fig. 3C). In contrast,
dramatic body weight loss was caused by free Dox at
10 mg/kg, indicating over 15-fold better toleration of
cRGD-XIPs-Dox than free Dox. Safety profile is one of
the critical requirements for clinical translation of
theranostic agents [54, 55]. This high MTD of
cRGD-XIPs-Dox was ascribed to the excellent
biocompatibility = of the materials, reduced
non-specific uptake by normal organs resulting from
cRGD active targeting effect, and high stability
preventing Dox leakage and damage of the normal
tissues from the crosslinked polymersomal structure.
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Figure 3. In vivo pharmacokinetics, biodistribution and toleration studies of cRGD-XIPs-Dox in mice (n = 3). (A) Pharmacokinetics of cRGD-XIPs-Dox in healthy C57BL/6 mice
(10 mg Dox/kg). XIPs-Dox (non-targeted), cRGD-IPs-Dox (non-crosslinked) and free Dox were used as controls. (B) Biodistribution of free Dox and Dox delivered by
cRGD-XIPs or XIPs in C57BL/6 mice bearing B16 tumor 4 h post iv injection. (C) Toleration studies of tumor-free C57BL/6 mice towards cRGD-XIPs, cRGD-XIPs-Dox and free

Dox. *p< 0.05 and **p < 0.01 (one-way Anova and Tukey multiple comparisons tests).
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Figure 4. CT images (A) and X-ray attenuation (B) of iohexol and cRGD-XIPs solutions as a function of iodine concentrations. (C) 3D reconstruction CT images of tumors in
mice before and | h after it administration of cRGD-XIPs or iohexol. 3D reconstruction CT images (D) and enhanced CT attenuation (AHU) (E) of the tumors before and at 5
min, 1 h or 4 h after it injection of cRGD-XIPs or iohexol. 3D reconstruction CT images (F) and AHU (G) of the tumors before and at different time post iv injection of
cRGD-XIPs, XIPs or iohexol. The red dotted circles in B, D and F indicate the tumor areas. The iodine dose was set at 350 mg | equiv./kg for C-G.

3.4. CT imaging performance of cRGD-XIPs in
vivo

Despite its wide use in the clinics, CT imaging of
soft tissues like tumors is challenging. To improve the
CT imaging contrast, nano-contrast agents containing
elements of high atomic numbers (e.g. iodine, gold)
have been explored [56, 57]. Here, we investigated
cRGD-XIPs for CT imaging of subcutaneous B16

melanoma as a model tumor. Melanoma is a very
aggressive type of skin cancer and has high risk of
lymphatic metastasis [58, 59]. Fig. 4A displays that
cRGD-XIPs presented good CT contrast. The
calculated CT attenuation as a function of iodine
concentrations (measured in Hounsfield units (HU)
revealed that cRGD-XIPs had even better attenuation
coefficient than iohexol (Fig. 4B).

For in vivo CT imaging, 50 pL of cRGD-XIPs or
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iohexol (350 mg I equiv./kg) was intratumorally (it)
administrated into C57BL/6 mice bearing B16 tumors,
and then scanned by CT. At 1 h after injection, CT
images of cRGD-XIPs treated mice showed strong
tumor contrast, and the CT attenuation increased
from 35.4 + 4.8 HU before injection to 221.9 + 8.7 HU
(Fig. 4C). The CT images acquired at different time
intervals following it injection further showed that
strong CT signals were observed in the tumors from 5
min to 4 h post it injection of cRGD-XIPs (Fig. 4D). In
comparison, from 1 h post it injection of iohexol, no
CT contrast could be discerned. Fig. 4E displays that
the tumors of cRGD-XIPs group had about 10.5- and
46.5-fold higher AHU than iohexol group at 1 and 4 h
post-injection, respectively. It is noted that very sharp
CT signals could be detected in the bladder of iohexol
group, which accorded well with the fast renal
clearance of small molecular contrast agents [60, 61].
The results of it injection illustrate the clear benefit of
utilizing stable cRGD-XIPs over iohexol for prolonged
retention in the region of interest for CT imaging.

We further studied the CT imaging of B16
tumors in mice following intravenous (iv) injection of
cRGD-XIPs, XIPs and iohexol (350 mg I equiv./kg).
Fig. 4F shows that cRGD-XIPs afforded the best CT
images of the tumors in 3D reconstruction mode or
axial mode. The quantification of CT attenuation
revealed that AHU in the tumors of cRGD-XIPs group
increased from 40 min to 4 h (Fig. 4G). Notably,
cRGD-XIPs gave 2.7- and 24.0-fold higher contrast
than XIPs and iohexol at 4 h, respectively. It is
interesting to note that cRGD-XIPs did not show a
high CT signal in liver (Fig. 4F & Fig. S11), in contrast
to cRGD-XIPs-Dox that revealed a high liver
accumulation besides a high tumor accumulation
(Fig. 3B). The difference between biodistribution and
CT imaging results most probably comes from liver
saturation effect, i.e. liver uptake of cRGD-XIPs was
saturated above certain level. CT imaging was
performed at over 7.7-fold higher cRGD-XIPs dosage
than for biodistribution studies. The high tumor
contrast and low liver contrast of cRGD-XIPs renders
CT imaging a particularly interesting tool for
validating their tumor-targetability.

3.5. The anti-tumor activity of cRGD-XIPs-Dox
in mice bearing B16 tumor

With validated targetability of cRGD-XIPs to
avfs-integrin over-expressing B16 melanoma by CT
imaging, the in wvivo antitumor activity of
cRGD-XIPs-Dox to B16 tumor was then studied and
compared with XIPs-Dox (non-targeted),
cRGD-IPs-Dox (non-crosslinked) and free Dox
formulation. B16 tumor was highly aggressive and
grew from 52 mm? to 2197.0 mm? in 10 days (PBS

group, Fig. 5A). Notably, cRGD-XIPs-Dox at 10 mg
Dox/kg displayed the best tumor inhibition, being
significantly more effective than XIPs-Dox and
cRGD-IPs-Dox controls at the same dosage, certifying
the pivotal roles of both cRGD targeting and disulfide
crosslinking. In consideration of its dose-limiting
effect, free Dox was given at 5 mg/kg. The results
showed that free Dox was less potent in tumor
inhibiting than cRGD-XIPs-Dox at 5 mg Dox/kg. The
photographs of tumors collected on day 10 were
consistent with tumor volumes (Fig. 5B). Moreover,
cRGD-XIPs-Dox, XIPs-Dox and cRGD-IPs-Dox treated
mice showed little body weight loss (Fig. 5C), in
collaborating with the high MTD of these
polymersomal formulations. Fig. 5D reveals a
remarkable tumor inhibition rate (TIR) of 87.8% for
cRGD-XIPs-Dox at 10 mg Dox/kg, and this was
significantly higher than other groups. H&E staining
showed that cRGD-XIPs-Dox did not induce
significant damage to major organs (Fig. S12). Free
Dox, however, induced obvious damage of liver,
kidney and heart. Hence, despite of slightly better
tumor suppression ability of cRGD-XIPs-Dox at 5
mg/kg than free Dox, further increase of the dose to
10 mg/kg produced excellent tumor inhibition with
little adverse effects. cRGD-XIPs-Dox can thus be used
as a safe and efficient therapeutic agent showing not
only improved safety but also active targetability and
better therapeutic efficacy toward B16 tumor in mice.

Conclusion

We  have  demonstrated that cRGD-
functionalized, disulfide-crosslinked, biodegradable
iodine-rich polymersomes (cRGD-XIPs) bare small
size, low toxicity and superior CT imaging of a.fs
integrin overexpressed tumors to clinical agent
iohexol in wivo. Importantly, cRGD-XIPs can
efficiently load Dox. Dox-loaded cRGD-XIPs
(cRGD-XIPs-Dox) possess several appealing features
like high stability, reduction-triggered drug release,
prolonged circulation time and active targetability to
B16 melanoma, resulting in elevated tumor
accumulation and significantly more effective
suppression of B16 melanoma than XIPs-Dox
(non-targeted), cRGD-IPs-Dox (non-crosslinked) and
free Dox controls. This proof-of-concept study reveals
that cRGD-XIPs are a robust, non-toxic and smart
polymer theranostic agent that can not only
significantly enhance CT imaging of a.fs; integrin
overexpressing tumors but also mediate efficient
tumor-targeted chemotherapy. XIPs offer a unique
and safe platform for theranostic polymersomes that
pre-select patients using CT imaging prior to targeted
chemotherapy with the same system.
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Figure 5. In vivo evaluation of the therapeutic efficacy of cRGD-XIPs-Dox using B16 tumor-bearing mice. XIPs-Dox, cRGD-IPs-Dox, free Dox and PBS were used as controls.
The drugs were administrated on day 0, 2, 4, 6 and 8 (5 or 10 mg Dox/kg). (A) Tumor volume changes. (B) Photographs of tumors collected on day 10. (C) Body weight changes.
(D) Tumor inhibition rates on day 10. Data are presented as mean * SD (n = 5). *p< 0.05, **p < 0.01, and ***p < 0.001 (one-way Anova and Tukey multiple comparisons tests).

Abbreviations

cRGD: cyclic RGD; CT: computed tomography;
PEG-P(DTC-IC): poly(ethylene glycol)-b-poly
(dithiolane  trimethylene  carbonate-co-iodinated
carbonate);  cRGD-PEG-P(DTC-IC):  cRGD-poly
76(ethylene glycol)-b-poly(dithiolane trimethylene
carbonate-co-iodinated carbonate); PEG-PIC:
poly(ethylene glycol)-b-poly(iodinated carbonate);

DLS: dynamic light scanning; Dox: doxorubicin
hydrochloride; DSC: differential scanning
calorimetry; TEM: transmission electron microscopy;
DTT: dithiothreitol; GSH: glutathione; MTD:
maximum tolerated dosage; RES: reticulaendothelial
system; MTT: 3-(4,5-dimethylthiazol-2-yl)-2,5-
diphenyl tetrazoliumbromide; PBS: phosphate buffer
saline; DAPI: 4,6-diamidino-2-phenylindole; CLSM:
confocal laser scanning microscopy; T/N:
tumor-to-normal tissue; H&E: hematoxylin-eosin
staining; HU: Hounsfield units.

Supplementary Material

Supplementary figures and tables.
http:/ /www.thno.org/v09p8061sl.pdf

Acknowledgements

This work is supported by research grants from
the National Natural Science Foundation of China
(NSFC 51773146, 51861145310, 51561135010, 51633005,
51761135117).

Competing Interests

The authors have declared that no competing
interest exists.

References

1. Cong Y, Xiao H, Xiong H, Wang Z, Ding ], Li C, et al. Dual drug backboned
shattering polymeric theranostic nanomedicine for synergistic eradication of
patient-derived lung cancer. Adv Mater. 2018; 30: 1706220.

2. Yu G, Yu S, Saha ML, Zhou J, Cook TR, Yung BC, et al. A discrete
organoplatinum(II) metallacage as a multimodality theranostic platform for
cancer photochemotherapy. Nat Commun. 2018; 9: 4335.

http://lwww.thno.org



Theranostics 2019, Vol. 9, Issue 26

8071

10.

11

12.

13.

14.

15.

16.

17.

18.

19.

20.

21.

22.

23.

24,

25.

26.

27.

28.

29.

30.

31

32.

Dadfar SM, Roemhild K, Drude NI, von Stillfried S, Kniichel R, Kiessling F, et
al. Iron oxide nanoparticles: Diagnostic, therapeutic and theranostic
applications. Adv Drug Deliver Rev. 2019; 138: 302-25.

Lammers T, Aime S, Hennink WE, Storm G, Kiessling F. Theranostic
nanomedicine. Accounts Chem Res 2011; 44: 1029-38.

Arranja AG, Pathak V, Lammers T, Shi Y. Tumor-targeted nanomedicines for
cancer theranostics. Pharmacol Res. 2017; 115: 87-95.

Wang F, Xiao J, Chen S, Sun H, Yang B, Jiang ], et al. Polymer vesicles:
Modular platforms for cancer theranostics. Adv Mater. 2018; 30: 1705674.
Muthu MS, Leong DT, Mei L, Feng S-S. Nanotheranostics - application and
further development of nanomedicine strategies for advanced theranostics.
Theranostics. 2014; 4: 660-77.

Gaikwad HK, Tsvirkun D, Ben-Nun Y, Merquiol E, Popovtzer R, Blum G.
Molecular imaging of cancer using X-ray computed tomography with protease
targeted iodinated activity-based probes. Nano Lett. 2018; 18: 1582-91.

Chen X, Song J, Chen X, Yang H. X-ray-activated nanosystems for theranostic
applications. Chem Soc Rev. 2019; 48: 3073-101.

Kunjachan S, Ehling J, Storm G, Kiessling F, Lammers T. Noninvasive imaging
of nanomedicines and nanotheranostics: Principles, progress, and prospects.
Chem Rev. 2015; 115: 10907-37.

Zhou Z, Lu Z-R. Molecular imaging of the tumor microenvironment. Adv
Drug Deliver Rev. 2017; 113: 24-48.

Lu Z-R. Theranostics: fusion of therapeutics and diagnostics. Pharm Res. 2014;
31:1355-7.

Yin Q, Yap FY, Yin L, Ma L, Zhou Q, Dobrucki LW, et al. Poly(iohexol)
nanoparticles as contrast agents for in vivo X-ray computed tomography
imaging. ] Am Chem Soc. 2013; 135: 13620-3.

Lubbers MM, Kock M, Niezen A, Galema T, Kofflard M, Bruning T, et al.
Todixanol versus iopromide at coronary CT angiography: Lumen opacification
and effect on heart rhythm —the randomized isoCOR trial. Radiology. 2017;
286: 71-80.

Lambert JW, Sun Y, Stillson C, Li Z, Kumar R, Wang S, et al. An intravascular
tantalum oxide-based CT contrast agent: Preclinical evaluation emulating
overweight and obese patient size. Radiology. 2018; 289: 103-10.

Dou Y, Guo Y, Li X, Li X, Wang S, Wang L, et al. Size-tuning ionization to
optimize gold nanoparticles for simultaneous enhanced CT imaging and
radiotherapy. ACS Nano. 2016; 10: 2536-48.

Dogra P, Adolphi NL, Wang Z, Lin Y-S, Butler KS, Durfee PN, et al.
Establishing the effects of mesoporous silica nanoparticle properties on in vivo
disposition using imaging-based pharmacokinetics. Nat Commun. 2018; 9:
4551.

He W, Ai K, Lu L. Nanoparticulate X-ray CT contrast agents. Sci China Chem.
2015; 58: 753-60.

Cheng L, Liu J, Gu X, Gong H, Shi X, Liu T, et al. PEGylated WS; nanosheets as
a multifunctional theranostic agent for in vivo dual-modal CT/photoacoustic
imaging guided photothermal therapy. Adv Mater. 2014; 26: 1886-93.

Wu B, Lu S-T, Yu H, Liao R-F, Li H, Lucie Zafitatsimo BV, et al.
Gadolinium-chelate functionalized bismuth nanotheranostic agent for in vivo
MRI/CT/PAI imaging-guided photothermal cancer therapy. Biomaterials.
2018; 159: 37-47.

Wang J, Liu L, You Q, Song Y, Sun Q, Wang Y, et al. All-in-one theranostic
nanoplatform based on hollow MoS(x) for photothermally-maneuvered
oxygen self-enriched photodynamic therapy. Theranostics. 2018; 8: 955-71.
Meir R, Shamalov K, Betzer O, Motiei M, Horovitz-Fried M, Yehuda R, et al.
Nanomedicine for cancer immunotherapy: Tracking cancer-specific T-cells in
vivo with gold nanoparticles and CT imaging. ACS Nano. 2015; 9: 6363-72.

Liu Z, Li Y, Li W, Xiao C, Liu D, Dong C, et al. Multifunctional nanohybrid
based on porous silicon nanoparticles, gold nanoparticles, and acetalated
dextran for liver regeneration and acute liver failure theranostics. Adv Mater.
2018; 30: 1703393.

Deng H, Zhong Y, Du M, Liu Q, Fan Z, Dai F, et al. Theranostic self-assembly
structure of gold nanoparticles for NIR photothermal therapy and X-Ray
computed tomography imaging. Theranostics. 2014; 4: 904-18.

Cui J, Jiang R, Guo C, Bai X, Xu S, Wang L. Fluorine grafted Cu;Ss~Au
heterodimers for multimodal imaging guided photothermal therapy with high
penetration depth. ] Am Chem Soc. 2018; 140: 5890-4.

Yang B, Chen Y, Shi J. Material chemistry of two-dimensional inorganic
nanosheets in cancer theranostics. Chem. 2018; 4: 1284-313.

Kostelnik TI, Orvig C. Radioactive main group and rare earth metals for
imaging and therapy. Chem Rev. 2019; 119: 902-56.

Xu H, Ohulchanskyy TY, Yakovliev A, Zinyuk R, Song J, Liu L, et al.
Nanoliposomes co-encapsulating CT imaging contrast agent and
photosensitizer for enhanced, imaging guided photodynamic therapy of
cancer. Theranostics. 2019; 9: 1323-35.

Zhu Y, Wang X, Chen J, Zhang ], Meng F, Deng C, et al. Bioresponsive and
fluorescent hyaluronic acid-iodixanol nanogels for targeted X-ray computed
tomography imaging and chemotherapy of breast tumors. ] Control Release.
2016; 244: 229-39.

Lee N, Choi SH, Hyeon T. Nano-sized CT contrast agents. Adv Mater. 2013;
25: 2641-60.

Liu Y, Ai K, Lu L. Nanoparticulate X-ray computed tomography contrast
agents: From design validation to in vivo applications. Acc Chem Res 2012; 45:
1817-27.

Ma Y, Mou Q, Wang D, Zhu X, Yan D. Dendritic polymers for theranostics.
Theranostics. 2016; 6: 930-47.

33.

34.

35.

36.

37.

38.

39.

40.

41.

42.

43.

44.

45.

46.

47.

48.

49.

50.

51.

52.

53.

54.

55.

56.

57.

58.

Zou Y, Wei Y, Wang G, Meng F, Gao M, Storm G, et al. Nanopolymersomes
with an ultrahigh iodine content for high-performance X-ray computed
comography imaging in vivo. Adv Mater. 2017; 29: 1603997.

Jiang Y, Zhang ], Meng F, Zhong Z. Apolipoprotein E peptide-directed
chimeric polymersomes mediate an ultrahigh-efficiency targeted protein
therapy for glioblastoma. ACS Nano. 2018; 12: 11070-9.

Zou Y, Fang Y, Meng H, Meng F, Deng C, Zhang J, et al. Self-crosslinkable and
intracellularly decrosslinkable biodegradable micellar nanoparticles: A robust,
simple and multifunctional nanoplatform for high-efficiency targeted cancer
chemotherapy. ] Control Release. 2016; 244: 326-35.

Donnelly DP, Dowgiallo MG, Salisbury JP, Aluri KC, Iyengar S, Chaudhari M,
et al. Cyclic thiosulfinates and cyclic disulfides selectively cross-link thiols
while avoiding modification of lone thiols. ] Am Chem Soc 2018; 140: 7377-80.
Qiu M, Wang X, Sun H, Zhang ], Deng C, Zhong Z. Cyclic
RGD-peptide-functionalized polylipopeptide micelles for enhanced loading
and targeted delivery of monomethyl auristatin E. Mol Pharmaceutics. 2018;
15: 4854-61.

Zhong P, Meng H, Qiu J, Zhang J, Sun H, Cheng R, et al. af; Integrin-targeted
reduction-sensitive micellar mertansine prodrug: Superb drug loading,
enhanced stability, and effective inhibition of melanoma growth in vivo. J
Control Release. 2017; 259: 176-86.

Liang Y, Li S, Wang X, He B, He B, Dai W, et al. A nanosystem of amphiphilic
oligopeptide-drug  conjugate actualizing both a.fs targeting and
reduction-triggered release for maytansinoid. Theranostics. 2017; 7: 3306-18.
Zou Y, Wei ], Xia Y, Meng F, Yuan J, Zhong Z. Targeted chemotherapy for
subcutaneous and orthotopic non-small cell lung tumors with cyclic
RGD-functionalized and disulfide-crosslinked polymersomal doxorubicin.
Signal Transduction and Targeted Ther. 2018; 3: 32.

Luk BT, Fang RH, Zhang L. Lipid- and polymer-based nanostructures for
cancer theranostics. Theranostics. 2012; 2: 1117-26.

Baetke SC, Lammers T, Kiessling F. Applications of nanoparticles for
diagnosis and therapy of cancer. Brit ] Radiol. 2015; 88: 20150207.

Schleich N, Po C, Jacobs D, Ucakar B, Gallez B, Danhier F, et al. Comparison of
active, passive and magnetic targeting to tumors of multifunctional
paclitaxel/SPIO-loaded nanoparticles for tumor imaging and therapy. J
Control Release. 2014; 194: 82-91.

Li L, Chen C, Liu H, Fu C, Tan L, Wang S, et al. Multifunctional carbon-silica
nanocapsules with gold core for synergistic photothermal and chemo-cancer
therapy under the guidance of bimodal imaging. Adv Funct Mater. 2016; 26:
4252-61.

Zou Y, Meng F, Deng C, Zhong Z. Robust, tumor-homing and redox-sensitive
polymersomal doxorubicin: A superior alternative to Doxil and Caelyx? ]
Control Release. 2016; 239: 149-58.

Guo Z, He B, Jin H, Zhang H, Dai W, Zhang L, et al. Targeting efficiency of
RGD-modified nanocarriers with different ligand intervals in response to
integrin avp3 clustering. Biomaterials. 2014; 35: 6106-17.

Zhu S, Qian L, Hong M, Zhang L, Pei Y, Jiang Y. RGD-modified
PEG-PAMAM-DOX conjugate: In vitro and in vivo targeting to both tumor
neovascular endothelial cells and tumor cells. Adv Mater. 2011; 23: 84-9.

Chen C, Duan Z, Yuan Y, Li R, Pang L, Liang J, et al. Peptide-22 and cyclic
RGD functionalized liposomes for glioma targeting drug delivery overcoming
BBB and BBTB. ACS Appl Mater Interfaces. 2017; 9: 5864-73.

Miyano K, Cabral H, Miura Y, Matsumoto Y, Mochida Y, Kinoh H, et al. cRGD
peptide installation on cisplatin-loaded nanomedicines enhances efficacy
against locally advanced head and neck squamous cell carcinoma bearing
cancer stem-like cells. ] Control Release. 2017; 261: 275-86.

Cheng W, Zhao F, Tang C-Y, Li X-W, Luo M, Duan S-B. Comparison of iohexol
and iodixanol induced nephrotoxicity, mitochondrial damage and mitophagy
in a new contrast-induced acute kidney injury rat model. Arch Toxicol. 2018;
92: 2245-57.

Zhuang L, Gao ], Zeng Y, Yu F, Zhang B, Li M, et al. HPLC method validation
for the quantification of lomustine to study pharmacokinetics of
thermosensitive liposome-encapsulated lomustine containing iohexol for CT
imaging in C6 glioma rats. Eur ] Drug Metab Ph. 2011; 36: 61-9.

Cagel M, Grotz E, Bernabeu E, Moretton MA, Chiappetta DA. Doxorubicin:
nanotechnological overviews from bench to bedside. Drug Discov Today.
2017; 22: 270-81.

Mamot C, Ritschard R, Wicki A, Stehle G, Dieterle T, Bubendorf L, et al.
Tolerability, safety, pharmacokinetics, and efficacy of doxorubicin-loaded
anti-EGFR immunoliposomes in advanced solid tumours: a phase 1
dose-escalation study. Lancet Oncol. 2012; 13: 1234-41.

Li C, Wang Y, Du Y, Qian M, Jiang H, Wang J, et al. Side effects-avoided
theranostics achieved by biodegradable magnetic silica-sealed mesoporous
polymer-drug with ultralow leakage. Biomaterials. 2018; 186: 1-7.

OReilly MA, Jones RM, Barrett E, Schwab A, Head E, Hynynen K.
Investigation of the safety of focused ultrasound-induced blood-brain barrier
opening in a natural canine model of aging. Theranostics. 2017; 7: 3573-84.
Kim T, Lee N, Arifin DR, Shats I, Janowski M, Walczak P, et al. In vivo
micro-CT imaging of human mesenchymal stem cells labeled with
gold-poly-l-lysine nanocomplexes. Adv Funct Mater. 2016; 27: 1604213.

Sun B, Wu J, Cui S, Zhu H, An W, Fu Q, et al. In situ synthesis of graphene
oxide/gold nanorods theranostic hybrids for efficient tumor computed
tomography imaging and photothermal therapy. Nano Res. 2017; 10: 37-48.
Deroose CM, De A, Loening AM, Chow PL, Ray P, Chatziioannou AF, et al.
Multimodality imaging of tumor xenografts and metastases in mice with

http://lwww.thno.org



Theranostics 2019, Vol. 9, Issue 26

8072

59.

60.

61.

combined small-animal PET, small-animal CT, and bioluminescence imaging.
J Nucl Med. 2007; 48: 295-303.

Strobel K, Dummer R, Husarik DB, Pérez Lago M, Hany TF, Steinert HC.
High-risk melanoma: Accuracy of FDG PET/CT with added CT morphologic
information for detection of metastases. Radiology. 2007; 244: 566-74.

QiJ, Fang Y, Kwok RTK, Zhang X, Hu X, Lam JWY, et al. Highly stable organic
small molecular nanoparticles as an advanced and biocompatible
phototheranostic agent of tumor in living mice. ACS Nano. 2017; 11: 7177-88.
Wei H, Bruns OT, Kaul MG, Hansen EC, Barch M, Wisniowska A, et al.
Exceedingly small iron oxide nanoparticles as positive MRI contrast agents. P
Natl Acad Sci USA. 2017; 114: 2325-30.

http://lwww.thno.org



