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H I G H L I G H T S

• Prussian blue (PB) was selected as
both a drug vehicle and a light-acti-
vatable agent.

• Porous PB was mixed with anticancer
drug and stealth compound using a
vibrating nozzle.

• The in situ engineered PB nanoagents
produced comparable combination
cancer therapies.
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A B S T R A C T

In order to produce more efficacious cancer treatments, combination therapies using stimuli-responsive ther-
apeutic nanoagents (NAs) have been extensively researched over the past two decades. However, unexpected
side effects, systemic toxicities, and validation and cost issues of newly developed NAs have hampered their
practical application. The use of clinically-approved agents as NAs using particle engineering or modification is
receiving renewed attention as an alternative strategy for the development of cancer nanomedicines. However,
this approach is limited for postsurgical cancer treatments via external application to the surgical site; thus, the
development of a realizable strategy to engineer clinically-approved agents for a broad application of cancer
nanotherapeutics is still an important challenge. In this study, in situ assembly of NAs consisting of clinically-
approvable Prussian blue nanocages (PB NCs), doxorubicin (D), an anticancer drug, and polyethylene glycol
(peg), a stealth component was implemented via vibrating nozzle spraying for the production of a combination
cancer phototherapy. The porous structure of PB NCs was ideal for loading D and peg, forming PB-Dpeg NAs to
produce combination phototherapeutics, and this property was also useful for spontaneously patching up their
surfaces with lateral nanodimensional graphene oxide flakes during assembly, for strengthening photothermal,
sustained D release, and stealth effects without significant changes in the size and shape of PB-Dpeg.
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1. Introduction

To ameliorate the serious side effects and unsatisfactory efficacy of
conventional cancer monotherapies, the development of nanoscale
multifunctional materials has attracted considerable attention, and is a
major focus of nanomedicine [1]. Numerous types of nanoagents (NAs)
with stimuli-activatable functions have been investigated over the past
two decades with the aim of achieving modulatable drug release with
other therapeutic effects, such as photo-, radio-, sono-, and im-
munotherapeutics, in order to derive combined or synergistic cancer
treatments with enhanced permeability and retention (EPR) effects
[2,3]. In particular, combination phototherapies based on photo-
induced temperature elevation of NAs have been frequently used be-
cause of their simplicity, minimal invasiveness, and ability to simulta-
neously apply chemo- and photothermal therapies under light
irradiation [4,5]. Adding stealth (preventing the opsonin interaction
and subsequent phagocyte clearance for the extension of circulation
time in the bloodstream) components or tumor-targeting molecules to
the NAs further enhanced their efficacies by improving selectivity [2].
However, clinical translation of NAs is still limited because of issues in
toxicity, side effects, validation and cost. NAs have considerable po-
tential for contracting the shortcomings of conventional therapies and
offering new modalities for highly efficacious cancer treatments
[4,6,7]. This potential has attracted attention to the possibilities of
utilizing clinically-approved agents as nanomedicines via appropriate
engineering, to produce therapeutic nanostructures. This approach
could increase the predictability of toxicity and side effects, and also
offer a rational way to minimize validation and cost issues [8,9].

For these reasons, clinically-approved nanoscale Prussian blue (PB),
which has excellent biocompatibility [10,11], is receiving attention as a
base material for NA for combinatorial cancer phototherapies due to its
near-infrared (NIR) photothermal conversion properties, which origi-
nate from charge transfer between Fe2+ and Fe3+ ions, and are com-
parable to that of other inorganic photoresponsive nanomaterials
[12–14]. PB nanoparticles (NPs) can be scalably produced by a simple
hydrothermal reaction between Fe3+ and [Fe(CN)6]4– ions under acidic
conditions using a one-pot synthesis scheme at very low cost [15–18].
Because they contain small micropores, however, the direct use of
pristine PB NPs may restrict their ability to load anticancer drugs and
other biofunctional targeting or protecting molecules to achieve desir-
able therapeutic effects [19,20]. The pristine PB NPs also are physio-
logically unstable for in vivo applications [21]; thus, further particle
engineering and/or surface modifications are required to take ad-
vantage of PB NPs [7,9]. Recently, the preparation of hollow or porous
PB NPs by particle engineering has been researched as a mechanism for
generating sufficient space for carrying anticancer drugs and other
guest molecules for NIR- or pH-triggered combination cancer therapies
[22–26]. Chemical or biological surface modifications have also been
done to achieve modulatable drug release, tumor accumulation, and
stealth effects in PB NPs [27–31]. However, these modifications usually
involve multiple reactions based on a range of ingredients, involving
separations and purifications which might induce unpredictable inter-
ference between the components [21]. It is therefore desirable to de-
velop simpler and more realizable strategies for engineering PB NPs,
incorporating molecules that facilitate the practical application of
clinically-approvable multifunctional NAs for effective cancer treat-
ments.

The development of sprayable solutions containing therapeutic
agents to form anticancer NAs is receiving renewed attention in nano-
medicine as a convenient way to utilize clinically-approved ingredients
[3,4,32]. The spraying technique is able to simply and rapidly produce
all-in-one droplets by mixing solutions containing the necessary com-
ponents [33], and can be modulated to control the size, shape, and
structure of the resulting materials by applying an electric field to the
spray nozzles [34]. The preparation of optimal solutions has recently
been attempted in order to scalably fabricate devices for other emerging

technologies, such as solar cells and electrochemical systems [35,36].
However, the use of the spraying technique is limited to the external
application of NAs for postsurgical cancer treatments [3,4,32], al-
though sprayed NAs have also used recently for diagnostic and phy-
totherapeutic purposes [37,38]. In order to achieve a broad cancer
therapeutic application, the development of an optimal composition of
the sprayable solution and a compatible spraying system is required for
the timely engineering of clinically-approvable components for more
clinically relevant administration routes.

To this end, we designed and prepared a clinically-approvable agent
containing PB, which was engineered in situ with the inclusion of an
anticancer drug and a stealth component to produce particulate NAs
using a vibrating nozzle spray. The NAs were constructed as composites
of PB nanocage (NC), doxorubicin (D), an anticancer drug, and poly-
ethylene glycol (peg), a stealth component, and is called PB-Dpeg. The
peg was selected because of its clinical availability. It can improve the
biocompatibility and colloidal stability of NAs under physiological
conditions, and also produce longer systemic circulation, increasing its
levels of accumulation in tumors [23,39]. In order to generate porous
structure in the PB, it was synthesized using a one-pot hydrothermal
reaction to induce nucleation and the growth process by adding po-
tassium ferricyanide, K3Fe(CN)6, into an acidic solution containing
polyvinylpyrrolidone (PVP), as shown in Fig. S1A [40]. By simply
prolonging the reaction time at a constant bath temperature of 85 °C,
the porosity of cubical PB NPs from a 10-h reaction was achieved to be
that of PB NCs from a 30-h reaction through the partial decomposition
and reduction of K3Fe(CN)6 under acidic conditions in the presence of
PVP. The separated PB NCs were dispersed in buffered saline, and this
dispersion was mixed with a solution of D and peg before spraying. The
mixture solution containing all of the components was injected onto a
thin plate consisting of nozzles with an approximately 4 μm hole dia-
meter, with electromechanical vibration of 128 kHz, as shown in Fig.
S1B. From the nozzles, the solution was extruded as all-in-one droplets,
and fell directly into buffered saline through ambient drying to form
particulate PB-Dpeg before dispersal in the saline. The porosity of the
PB NCs was appropriate for the loading of D and peg molecules onto the
surfaces during drying, via adsorption. The PB-Dpeg dispersion was
then assessed for anticancer efficacy in the absence and presence of NIR
irradiation in in vitro and in vivo models (Fig. 1). To further enhance the
efficacy of the combination therapy, lateral nanodimensional graphene
oxide (nGO, 80–100 nm) flakes prepared using a green process [41]
were added into the mixture solution for the spray, to patch up the
surfaces of the PB-Dpeg with tight adherence because of capillary ac-
tion. nGO was selected as the enhancer because of its functionality,
flexibility, dispersion stability, and low toxicity [42–45], as well as to
conform to the “more is better” paradigm to improve the efficacy and
survival of photothermal cancer therapy [46]. The resulting PB-Dpeg@
nGO NAs exhibited better photothermal conversion and stability, sus-
tained D release, and tumor accumulation in comparison with the PB-
Dpeg in the combination phototherapy, without significant changes in
the original size and shape of the PB-Dpeg.

2. Materials and methods

2.1. Preparation PB NCs and in situ engineering with D, peg, and nGO

PB NCs to be engineered with D, peg, and nGO were first prepared
by dissolving 792mg of K3[Fe (CN)6] (Sigma-Aldrich, USA) and 4.5 g of
PVP (Sigma-Aldrich, USA) in 0.001M HCl (50mL; Sigma-Aldrich, USA)
solution. After 30min stirring at room temperature, the yellowish so-
lution was obtained, and this solution was then subjected to an elec-
trically heated chamber for further reaction (Fig. S1) to obtain bluish
dispersion at 85 °C for 24 h. To examine the formation of NC structure,
bluish particles in the dispersion were collected by centrifugation after
30 h reaction, and the particles were washed thrice with distilled water
and subsequently dried for TEM observation. The particles from
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different reaction times (10 h and 20 h) were also collected, washed,
and dried for TEM observation for comparison.

In order to engineer the NCs with clinically-approved compounds,
the prepared NCs were dispersed in PBS, and the dispersion was added
into a mixture solution of D (at different % w/w) and peg (1mgmL−1)
to form PB-Dpeg dispersion for vibrating spray. This dispersion was
connected to the reservoir of a vibrating nozzle device (operating fre-
quency, 128 kHz), and freely fallen down from the nozzle as all-in-one
droplets into PBS solution for in vitro and in vivo experiments. The mean
diameter of the droplets before drying was 2.7 ± 0.2 μm, which was
measured using optical particle (1.108, Grimm, Germany). The distance
between the nozzle and PBS-filled bottle was selected for complete
solvent extraction (i.e., solidification into PB-Dpeg NAs) from the dro-
plets during free-fall. In order to patch-up the NC surface during free-
fall, nGO flakes [47] were added (1-NC:1-nGO ratio) to the NCs dis-
persion containing D and peg, resulting in the formation of PB-Dpeg@
nGO NAs. The in situ PB engineering was performed inside a clean
bench to prevent particle contamination.

2.2. Characterization of PB-Dpeg and PB-Dpeg@nGO NAs

The size distributions and zeta potentials of PB-Dpeg and PB-Dpeg@
nGO NAs, including PB NCs were analyzed using a DLS system (Nano-
S90, Malvern Instruments, UK). The light absorption characteristics of
the samples were analyzed using a UV–visible spectrophotometer (U-
2800, Hitachi, Japan). The morphologies of the samples were observed
using a TEM (H7600, Hitachi, Japan) at an accelerating voltage of
100 kV, while low- and high-magnification TEM images of nGO flakes
were obtained using another TEM (Tecnai G2 F20 S-TWIN, FEI, USA).
The adsorption isotherm and pore size distribution of PB NCs were
obtained using a porosimeter (ASAP 2010, Micromeritics, USA). The
surface chemistry, crystalline property, and thermal behavior and
weight loss of PB-Dpeg, PB-Dpeg@nGO, and individual components
were analyzed via a FTIR spectrometry (Nicolet Nexus 670, Thermo

Fisher Scientific, USA), X-ray diffractometry (Malvern Pananalytical,
UK), and DSC (Q200, TA Instruments, USA) and thermogravimetric
(SDT-Q600, TA Instruments, USA) analysis, respectively. In order to
examine NIR-induced photothermal conversion activity, PB-Dpeg and
PB-Dpeg@nGO NAs were dispersed in PBS as chosen concentrations
(10, 20, 30, 40, and 50 μgmL−1). NIR irradiation (808 nm, 2W cm−2)
was applied onto the dispersions, while temperatures of the dispersions
were digitally monitored using a thermal camera (Therm-App TH,
Israel) during the irradiation.

2.3. EE and LC

The EE of D in PB-Dpeg and PB-Dpeg@nGO NAs was evaluated
using a centrifugal ultrafiltration device (Amicon®, MWCO 10000 Da,
Millipore, USA) at 5000 rpm (for 10min). The D concentration was
determined at a wavelength of 485 nm using the UV–visible spectro-
photometer. The percent EE and LC of D were estimated using the
following formula:

= ×EE C C(%) / 100(%)ED TD

= − ×LC C C C(%) / 100(%)TD UD TS

where, CED, CTD, CUD, and CTS are the concentrations of the D entrapped
within the samples, total D, unbound D, and total samples, respectively.

2.4. In vitro D release

The in vitro release profile of D from PB-Dpeg and PB-Dpeg@nGO
NAs were measured via a dialysis method. 1mL of each NA was placed
in a dialysis tubing (Spectra/Por, MWCO 3500 Da, Spectrum Labs, USA)
and successively immersed in 25mL of release medium PBS (pH 7.4) or
acetate buffered saline (pH 5.0). The samples were maintained at 37 °C
and 100 rpm, and the aliquots of samples (0.5 mL) were then with-
drawn at predetermined time intervals and followed by replenishment
with an equal amount of fresh release media. The released amount of D
was determined using the UV–visible spectrometer at a wavelength of
485 nm.

2.5. Cell viability

The in vitro viability of PANC-1 cells (Korean Cell Line Bank, Korea)
was assessed after 24 h or 48 h incubation with NAs using MTT assay
(Sigma-Aldrich, USA). Cells were first seeded into a 96-well plate
(1×104 cells per well) and treated with NAs, including individual
components for comparison in the absence and presence of NIR irra-
diation. Following the incubation, the MTT solution was added into
each well, and absorbance of formazan crystals dissolved in dimethyl
sulfoxide (Sigma-Aldrich, USA) was obtained using a microplate reader
(Multiskan EX, Thermo Scientific, USA) at a wavelength of 570 nm.

2.6. Cellular internalization and uptake

Confocal microscopy: The internalization of PB-peg and PB-peg@
nGO into cells was investigated using a CLSM (K1- Fluo, Nanoscope
Systems, Korea). Cells were seeded on a coverslip placed on a 12-well
plate (2×104 cells per well) and incubated overnight at 37 °C in 5%
CO2 environment. The cells were treated with samples (1, 3, and
5 μgmL−1) for different intervals. LysoTracker green (100 ngmL−1;
Thermo Fisher Scientific, USA) was used to trace the lysosome within
the cells. The treated cells were washed with PBS, fixed in 4% for-
maldehyde, and finally mounted on a glass slide for observation using
the CLSM.

FACS analysis: To analyze the cellular uptake of PB-Dpeg and PB-
Dpeg@nGO NAs, cells were seeded at a density of 1×105 cells per well
in a 6-well plate, and successive treatments were similarly followed the
procedures for the CLSM observation. The treated cells were washed

Fig. 1. Schematic of in situ surface engineering of PB NCs with D, peg, and nGO
for combination cancer phototherapy. The PB NCs were mixed with a solution
of D and peg in the absence and presence of nGO and loaded into a vibrating
nozzle spray device. The solution was sprayed as all-in-one droplets for free-fall
into buffered saline and subjected to ambient drying to form particulate PB-
Dpeg or PB-Dpeg@nGO NAs. The NA dispersed saline was intravenously in-
jected into mice to assess its antitumor efficacy in the absence and presence of
NIR irradiation.
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with cold PBS, trypsinized, and washed to form a cell pellet. This was
redispersed in PBS (1mL) for flow cytometry analysis (FACSCalibur™,
BD Bioscience, USA).

2.7. In vitro apoptosis assay

Live/dead assay: 750 μM of PI and 6.7 μM of acridine orange (AO)
solutions were used to stain the PB-Dpeg- and PB-Dpeg@nGO-treated
cells (1× 105 cells per well) in the absence and presence of NIR irra-
diation. PI-positive cells represent dead cells, while AO-positive cells
represent live cells.

FACS analysis: After 48 h treatment similar procedures with the live/
dead assay, treated cells were harvested, mixed with binding buffer,
and stained with PE-Annexin V and 7-AAD for 15min. The cells were
diluted with binding buffer and finally analyzed using the flow cyto-
metry analysis.

Hoechst fluorescent staining: Hoechst 33,342 staining was performed
to confirm the apoptosis induction from treatment with PB-Dpeg and
PB-Dpeg@nGO NAs. Cells were seeded (1×105 cells per well) in 12-
well plates for 24 h for adhesion. After 48 h of treatment, treated cells
were washed twice with PBS, stained with the 33,342 (10 μgmL−1),
and examined using a fluorescence microscope (Eclipse Ti, Nikon,
Japan).

2.8. In vitro ROS measurement

The production of intracellular ROS was measured using the fluor-
escence microscopy with oxidative condition sensitive fluorescent dye
(DCFH-DA). Cells were first treated with PB-Dpeg and PB-Dpeg@nGO
NAs for 48 h, washed with PBS, and incubated in a culture medium
containing 30 μmol L−1 of DCFH-DA for 30min in the dark. The cells
were then washed with PBS, and the ROS was observed using the
fluorescent microscope.

2.9. Cell migration assay

Cells were seeded in 12-well plates and grown for confluence. Two
parallel lines running across each well were scratched on the underside
of the plate and treated with PB-Dpeg and PB-Dpeg@nGO NAs. To
examine cell migration, images were captured using an inverted mi-
croscope (CKX41SF, Olympus, Japan) with iSolution Lite digital ima-
ging system at 24 h or 48 h postscratch.

2.10. Hemolytic toxicity

The hemocompatibility of NAs, including individual components
was assessed using Sprague Dawley rat blood. The sampled blood was
placed in a heparinized tube and centrifuged (3500 rpm, 10min) to
separate red blood cells from the blood. 1mL of diluted (saline solution)
blood was injected into each test tube containing 10mL of saline,
treated with each sample (equivalent to 5 μgmL−1 D), and gently
mixed and incubated at 37 °C for 30min. The positive and negative
controls were prepared as 1mL of diluted blood with 9mL of water and
1mL of diluted blood with 9mL of saline, respectively. After incuba-
tion, all the samples were centrifuged at 3500 rpm for 10min, and the
supernatants were optically analyzed using the UV–visible spectrometer
at 540 nm. The percent hemolysis was estimated using the following
equation:

= − − ×A A AHemolysis(%) (A / ) 100(%)s s ss 0 100 0

where, As, As0, and As100 are the absorbances of sample, negative
control, and positive control, respectively.

2.11. In vivo biodistribution and photothermal imaging

PANC-1 tumor xenograft was developed in 5 weeks Balb/c nude

mice by injecting 1× 107 cells suspended in 200 μL of serum-free fresh
media into the right flank of mice via subcutaneous injection. The
tumor-bearing mice were intravenously injected with Cy5.5-labeled PB-
peg and PB-peg@nGO via the tail vein. At predetermined time intervals
(0.5, 6, 12, 24, and 48 h postinjection), the fluorescent images of mice
were obtained using a NIR fluorescence imaging system (FOBI,
NeoScience Korea). Furthermore, the mice were sacrificed after 48 h
postinjections, and tumors and major organs (heart, spleen, kidney,
lung, and liver) were collected, washed, and imaged to confirm the
distribution. To examine photothermal activity of NAs in in vivo level,
NIR irradiation (808 nm, 2W cm−2) was applied onto the tumor area
for 5min after 24 h postinjection. Temperature contours of the treated
mice were recorded using the thermal camera during the irradiation.

2.12. In vivo antitumor study

Five-week-old Balb/c nude mice were used to evaluate antitumor
efficacy of NAs. After the tumor size reached ~100mm3, the mice were
randomly divided into six groups. The all mice were intravenously in-
jected via the tail vein at the same dose (10mg D kg−1, once every four
days, four times), while the control groups were treated with saline
instead. NIR irradiation (808 nm, 2min, 2W cm−2 for rapid in vivo
temperature elevation [~50 °C] within 2min to suppress side effects)
was applied onto the tumor area 24 h postinjection, and changes in
tumor volume and body weight were monitored for 24 days. The care
and use of the mice were performed according to the Guidelines for
Care and Use of Laboratory Animals of Yeungnam University and ap-
proved by the Animal Ethics Committee of Yeungnam University.

2.13. Histopathological analysis

In order to assess the histopathological and histomorphometrical
changes, representative tumor masses from the xenograft mouse model
were removed, and changes in tumor masses were observed using H&E
staining. The immunoreactivity changes in tumor masses against the
apoptotic markers (cleaved caspase-3 and cleaved PARP), angiogenesis
marker (CD31), and tumor cell proliferation marker (Ki-67) were also
analyzed and estimated after treatments with different samples.

2.14. Statistical analysis

The significance between the groups was evaluated using one-way
ANOVA via Fisher’s LSD test and Student’s unpaired t-test.

3. Results and discussion

Fig. 2A shows low- and high-magnification TEM images of PB NPs at
different times during the hydrothermal reaction (Fig. S1). The 10-h
reaction produced cubical structures of approximately 50 nm lateral
dimension, and the size of the particles increased with increasing re-
action time due to autonucleation and the subsequent growth of PB
crystals on the preformed surfaces, which matched the sizes obtained
by dynamic light scattering (DLS) measurements (Fig. S2). After a 30-h
reaction, the polydispersity index (PDI) was significantly reduced,
possibly due to the partial decomposition of K3Fe(CN)6 removing
scattering particles in the presence of PVP [48]. This also generated
pores on PB NPs to be PB NCs, which when examined using TEM ex-
hibited different gradations from those of the 30-h reaction. A re-
presentative high-magnification TEM image of PB NCs exhibited d-
spacings of 0.50 nm and 0.31 nm, which matched the (2 0 0) and (2 2 0)
planes of the PB, respectively [49]. This observation implies that the
crystallinity of PB could be maintained over the course of the hydro-
thermal reaction, although the pores were generated by the partial
decomposition. As shown in Fig. 2B, the adsorption isotherm (specific
surface area: 534.3m2 g−1; pore volume: 0.459 cm3 g−1) and pore size
distribution (inset, 4.9 nm average pore diameter) obtained using a
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porosimeter represented the mesoporous property of the NCs. The
gradation of PB NCs co-sprayed with D or Dpeg molecules was changed
again as dark (Fig. 2C), proving that the mesopores generated are
capable of loading D or Dpeg molecules via adsorption. Co-spraying
with nGO, whether PB-D@nGO or PB-Dpeg@nGO, only shows blurs on
the particles without notable changes in shape in the TEM observations,
indicating that PB-D or PB-Dpeg is tightly patched up with nGO flakes,
probably due to capillary suction, in comparison to the crumpled shape
of nGO from spraying (Fig. S3A). The tight adherence was further
supported by zeta potential measurements (Fig. S3B), in which there
were no significant differences in surface charge between the nGO-
patched samples. This enhanced the encapsulation efficiency (EE) and
loading capacity (LC) of PB NCs by increasing the D content (10–30%
w/w) in the spraying solution (Fig. 2D), even with peg (Fig. S3C), a
finding which implies that patching up the NC with nGO is effective to
facilitate tight loading of D. This loading produced clearer responses in
zeta potential for the nGO-inclusive configuration compared with those
for the NC-only by increasing the D content (Fig. S3D). Furthermore, no
significant increases in DLS size and PDI were observed in PB-Dpeg@
nGO for different D contents compared with PB-Dpeg (Fig. 2E). EPR-
enabling sizes (< 200 nm) were achieved for both PB-Dpeg and PB-
Dpeg@nGO NAs, suggesting that the engineering approach we devel-
oped is suitable for the assembly of NAs in situ without complex reac-
tions, using pre- and post-treatments. In addition, EE and LC, as well as
hydrodynamic size distribution and zeta potential of the NAs from co-
spraying were compared with those from hydrothermal reaction, as
noted in Table S1. The NAs from co-spraying exhibited comparable or
better properties, implying that hydrothermal reaction with pre- and
post-treatments can be minimized by using this spraying strategy.

In order to examine the light-activatable properties of the PB NCs,
UV–visible absorption spectra were obtained for particle concentrations
ranging from 10 to 50 μgmL−1 using a UV–visible spectrophotometer
(Fig. S3E). The NC dispersions exhibited distinct absorptions for the
wavelength range between 500 nm and 1000 nm, indicating their re-
levance to NIR susceptibility. NIR (808 nm, 2W cm−2) were irradiated
onto PB-Dpeg (Fig. 3A) or PB-Dpeg@nGO (Fig. 3B) dispersions
(10–50 μgmL−1) for five minutes, and the temperature contours re-
corded using a thermal camera. Significant temperature elevations were
observed for PB-Dpeg (Fig. S3F), and these were further intensified for
PB-Dpeg@nGO due to the π-network of nGO (Fig. S3G). The physical

robustness of nGO and thermal storage from nGO adherence on PB NC
exhibited better stability of photothermal activity after five cycles
compared with PB-Dpeg (Fig. S3H), suggesting that adding nGO could
enhance both tight D loading and the stable photothermal conversion of
PB NCs. The loading of D and further addition of nGO onto PB NCs were
determined using UV–visible (Fig. S4A) and Fourier-transform infrared
(FTIR, Figs. 3C and S4B) spectroscopy. Absorption peaks at around
480 nm for PB-Dpeg and PB-Dpeg@nGO verified D loading, while
transmittance bands at around 1720 cm−1 confirmed the loading onto
the two NAs [50]. Transmittance bands at around 2070 cm−1 matched
the stretching of Fe2+–CN–Fe3+ in the two NAs (core PB NCs) [14], and
bands at around 3420 cm−1 corresponded to the terminal hydroxyl
groups in peg [51]. Bands at around 1050 cm−1, 1390 cm−1, and
1610 cm−1 were attributed to stretching vibrations of CeO, OeH, and
C]O on the nGO surface, respectively [52], supporting the patching up
of PB-Dpeg with nGO. The thermogram of D from differential scanning
calorimetry (DSC), at 10 °Cmin−1 heating rate exhibited the glass
transition temperature of 205.4 °C, which was reduced by 187.7 °C for
PB-Dpeg, as shown in Fig. 3D. The peak intensity representing thermal
deformation of D for PB-Dpeg@nGO was significantly reduced com-
pared with that of PB-Dpeg, suggesting that nGO adhered to the PB-
Dpeg ensures the stability of D in the NA. The tight adherence of nGO
was further examined using X-ray diffractometry (XRD), and the char-
acteristic bands of D were observed to have nearly disappeared in the
two NAs (Fig. 3E), demonstrating successful D loading inside PB NCs.
Only the characteristic bands for PB could be clearly observed at 17.6°,
24.6°, 35.3°, and 39.4° for PB-Dpeg, corresponding to the (2 0 0),
(2 2 0), (4 2 0), and (4 0 0) planes of the face-centered cubic PB lattices,
respectively (Fig. S4C) [14]. The intensity of the bands was reduced by
adding nGO, and a band at 9.4° was also observed, matching the (0 0 1)
base plane of nGO [53]. A small band between the first two peaks for
PB, attributable to the major peak of peg, suggested the existence of the
stealth component on the surface of the PB-Dpeg@nGO [54]. In addi-
tion, thermogravimetric analysis was performed to examine content of
peg and nGO in the NAs, as shown in Fig. 3F, where PB-Dpeg exhibited
about 4.4% in weight loss as that of PB-D, representing peg content in
the NAs; thus, the weight loss of nGO was determined as 5.3%. The
physicochemical characterization of the two NAs suggested the pre-
sence of properties which collectively demonstrate chemotherapeutic
and stealth effects with photothermal activity for combination cancer

Fig. 2. Morphological, textural, D loading, and DLS properties of PB-Dpeg and PB-Dpeg@nGO NAs, including individual components. (A) Low- and high-magnifi-
cation TEM images of PB structures with different hydrothermal reaction times. (B) Adsorption isotherm and pore size distribution of PB during a 30-h hydrothermal
reaction. (C) Representative TEM images of PB-D and PB-Dpeg in the absence and presence of nGO. The PB NCs are the particles resulting from a 30-h hydrothermal
reaction. (D) EE and LC of PB NC in the absence and presence of nGO. (D) Hydrodynamic particle size and PDI of PB-Dpeg in the absence and presence of nGO.
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treatment from the in situ engineering of clinically-approvable compo-
nents.

In order to assess the in vitro efficacy of PB-Dpeg and PB-Dpeg@nGO
NAs, cumulative D release profiles were obtained at 72 h at pH 7.4
(normal physiological condition), 6.5 (tumor cell environment), and 5.0
(acidic cellular endosomes), as shown in Figs. 4A and S4D (the enlarged
one for the first 12 h). The cumulative D release from PB-Dpeg NAs was
~43% under physiological conditions of pH 7.4, and was significantly
increased, by around 56% at pH 6.5 and 71% at pH 5.0, under acidic
conditions, a simulated tumor microenvironment due to the protona-
tion of amino groups in D, supporting the contention that the NA is
workable for pH-responsive D release [55,56]. Sustained release was
further enhanced for PB-Dpeg@nGO NAs (~36% at pH 7.4 and ~62%
at pH 5.0) because the nGO patched onto PB-Dpeg reduces the off-
target effect of chemotherapeutics from the PB-Dpeg architecture. This
observation implies that the in situ engineering approach developed in
this study warrants further investigation for modulatable sustained D
release without additional chemical and purification processes. To
evaluate the efficacy of this sustained D release with photothermal
activity in vitro, using a human pancreatic cancer (PANC-1) cell line, a
3-(4,5-dimethylthiazol-2-yl)-2,5-diphenyl tetrazolium bromide (MTT)
assay was used to measure the cytotoxicities of the two NAs, including
individual components. Fig. S5 shows the viabilities of PANC-1 cells
treated with individual components and D-excluded NAs for incubation
times of 24 h and 48 h and concentrations of 10–50 μgmL−1 in the
absence and presence of NIR irradiation. All configurations exhibited
viabilities greater than 80% in the absence of NIR irradiation, and the

viabilities were decreased by 20–30% after NIR irradiation. These re-
sults imply that both the base components and the NAs are bio-
compatible, but they can suppress cell proliferation by photothermal
activity in the presence of NIR irradiation. The configurations con-
taining both PB NC and nGO exhibited greater cytotoxic effects than the
individual ones because of enhanced photothermal activity. The in-
clusion of D into PB-peg@nGO thus significantly enhanced cytotoxic
effects in the presence NIR irradiation, even at low D concentrations
(< 10 μgmL−1), exhibiting combination phototherapeutics (Fig. 4B).
The concentration-dependent (Fig. 4C and 4D) and time-dependent
(Figs. S6A and S6B) intracellular uptake of D-excluded NAs was ob-
served using confocal laser scanning microscopy (CLSM). As can be
seen in the overlay images, the PB-peg@nGO architecture, which con-
tains both PB NC and nGO, showed greater lysosomal uptake compared
with PB-peg, supporting the contention that nGO adherence on PB-peg
can enhance the stealth effect of PB-peg that may facilitate site-selective
D release for effective antitumor effects. The intracellular uptake of D-
included NAs was examined using fluorescence-activated cell sorting
(FACS) analysis (Figs. S6C and S6D). Even though the two NAs clearly
exhibited both concentration- and time-dependent uptake, there were
significant differences in uptake between the NAs, further demon-
strating the effect of nGO adherence. The anticancer activity was also
examined using live and dead assays for cells treated for 48 h with PB-
Dpeg and PB-Dpeg@nGO NAs (Fig. 4E), including D-excluded ones (Fig.
S7A) and individual components (D and nGO) in the absence and
presence of NIR irradiation at 808 nm, 2W cm−2 for five minutes. Si-
milar to the results of the MTT assay (Figs. 4B and S5), the inclusion of

Fig. 3. Physicochemical properties of NAs from in situ engineering of PB NCs. (A, B) Temperature contours obtained using a thermal camera from time- and
concentration-dependent photothermal conversion activity of PB-Dpeg dispersion in the absence and presence of nGO under NIR irradiation at 808 nm and
2W cm−2. (C) FTIR spectra of PB-Dpeg and PB-Dpeg@nGO NAs, including individual components for comparison. (D, E) DSC thermograms and XRD profiles of PB-
Dpeg and PB-Dpeg@nGO NAs, including individual D for comparison. (F) Thermogravimetric curves of PB-Dpeg and PB-Dpeg@nGO NAs, including PB-D for
analyzing weight losses of peg and nGO.
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D into PB-peg@nGO produced the greatest activity, and this was further
confirmed by analyzing the apoptosis profiles of the treated cells using
flow cytometry (Figs. 4F and S7B). In a Hoechst staining assay, bright
spots, indicated by green arrows, representing the condensed chromatin
of cell nuclei could be observed. These spots represent morphological
changes in the treated cells because of apoptosis [57]. The highest
frequencies of both bright Hoechst stain and dichloro-dihydro-fluor-
escein diacetate (DCFH-DA) fluorescence (Fig. S7D) for PB-Dpeg@nGO
NAs in the presence of NIR irradiation could thus be associated with the
highest production of reactive oxygen species (ROS) from enhanced
combination chemo- and phototherapeutic effects. In the cell migration
study (Fig. S7E), the phototherapeutic effects of the two NAs under NIR
irradiation were also effective in inhibiting cancer cell migration from
the NAs to distant regions, as indicated by the dark dots away from the
center, implying that NIR irradiation of the NAs may be able to reduce
the potential for cancer cells to migrate distant organs, thus suppressing
metastasis.

In order to assess the in vivo biodistribution of NAs, the cyanine 5.5
(Cy5.5)-labeled D-excluded NAs PB-peg-Cy5.5 and PB-peg@nGO-Cy5.5
were administered to PANC-1 tumor-bearing mice via intravenous in-
jection and monitored at 0.5, 6, 12, 24, and 48 h. An accumulation of
PB-peg@nGO-Cy5.5 was clearly observable 6 h after injection, and was
significantly greater than that seen in PB-peg-Cy5.5 (Fig. 5A). The time
profiles of fluorescence intensity (Fig. S8A) for the two Cy5.5-labeled
NAs were different, demonstrating the critical role of nGO adherence in
enhancement of the stealth effect, even in vivo. The fluorescence in-
tensities of excised major organs and tumors were measured after sa-
crificing the mice 48 h postinjection to confirm the tumor-homing
capabilities of the two NAs (Figs. 5B and S8B). Even though PB-peg-
Cy5.5 NAs accumulated to some extent at the tumor site, considerably
more NAs accumulated in the heart and liver, compared with the levels
of the PB-peg@nGO-Cy5.5 NAs, an observation which further suggested
the effectiveness of nGO incorporation. The greater accumulation of PB-
peg@nGO-Cy5.5 NAs in tumors also suggested that their removal via
the reticuloendothelial system may be delayed, so suitable modification
of the dispersion composition of the vibrating spray may modulate

tumor accumulation activity to create better conditions for cancer
treatments. In vivo temperature elevations of PB-Dpeg and PB-Dpeg@
nGO NAs under NIR irradiation of 808 nm, 2W cm−2 for five minutes
were obtained using a thermal camera, for the evaluation of their tumor
cell ablative capabilities (Fig. 5C). The PB-Dpeg and PB-Dpeg@nGO
injected groups induced a temperature increase of 46.8 °C and 57.8 °C
respectively at the tumor site, whereas the phosphate buffered saline
(PBS) treated group exhibited no significant increase (Fig. S8C). The
higher photothermal activity of the PB-Dpeg@nGO NAs may be pro-
duced by additional heat generation and storage due to nGO adherence
on the PB-Dpeg, as well as greater accumulation in tumors due to the
enhanced stealth effect. These effects induced the “more is better”
configuration to more effectively ablate tumor cells, demonstrating that
only two minutes of NIR exposure is sufficient to generate photothermal
therapeutics in in vivo; the temperature reached around 50 °C.

Tumor volume (Fig. 5D) and body weight (Fig. 5E) were measured
to assess the systemic effects of NA injection in the absence and pre-
sence of NIR irradiation. Our investigations included im-
munohistological (Fig. 5F) and histopathological (Fig. 5G) analyses of
tumor mass. Significant increases in tumor volume for the D-treated
group were observed during the monitoring period of 24 days, sug-
gesting that treatment with D alone did not cause as much tumor cell
destruction as the other treatment configurations (G3–G6). In parti-
cular, NIR irradiation greatly suppressed tumor growth via the combi-
nation chemo- and photothermal therapies, in which NIR induced burst
D release at the tumor site and also caused thermal ablation for the
destruction of tumors by hyperthermia. When body weight was mon-
itored, individuals exposed to the D treatment showed significant
weight loss, which matched the monitored tumor volumes. Other con-
figurations (G3–G6) showed a trend toward increasing body weight,
implying that mice tolerate PB-Dpeg (or PB-Dpeg@nGO) NAs well
without notable systemic toxicities. Whereas, 20% and 40% of the PBS-
and free D-treated mice died during the monitoring period (Fig. S8D),
respectively, and other treatment groups did not cause any notable
intolerances, representing their better biocompatibilities compared
with free D. Hematoxylin and eosin (H&E) staining further supported

Fig. 4. In vitro therapeutic activity of NAs on PANC-1 cells in the absence and presence of NIR irradiation at 808 nm and 2W cm−2. (A) D release profiles from PB-
Dpeg and PB-Dpeg@nGO NAs at different pH conditions (*p < 0.05 and ***p < 0.001). (B) D concentration-dependent cytotoxic responses of cells treated with the
NAs, including individual D for comparison after 24 and 48 h incubation (*p < 0.05, **p < 0.01, and ***p < 0.001). Insets show representative temperature
contours of the NA dispersions at 0min and 5min NIR irradiation. (C) CLSM images of cells treated with D-excluded NAs to avoid fluorescence interference at
1–5 μgmL−1 for 60min. LysoTracker green was used for tracking lysosomes, while the blue color originated from PB itself (scale bars: 20 μm). (E, F) Live and dead
images (scale bars: 100 μm) and FACS profiles of cells treated with PB-Dpeg and PB-Dpeg@nGO NAs (five minutes irradiation for “NIR” cases), including individual D
for comparison. (For interpretation of the references to color in this figure legend, the reader is referred to the web version of this article.)
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the observation of no notable toxicities from the NAs. Using im-
munohistological analysis (Table S2), the apoptosis markers-cleaved
caspase-3 and cleaved PARP-were clearly observed in the two NAs, and
were further intensified in the presence of NIR irradiation. The in-
tensities of the proliferation (Ki-67) and angiogenesis (CD-31) markers
were reduced in the treatments involving the two NAs, and were re-
duced further in the presence of NIR irradiation, demonstrating the
antitumor effects of the NAs against pancreatic tumor cells. No no-
ticeable histopathological changes were observed in heart, liver, spleen,
lung, or kidney of the NA treated groups (Table S3). A hemolytic study
was also conducted to examine the biosafety of the nGO adherence on
the PB-Dpeg NAs (Fig. S8E). No significant generation of hemolysis was
observed, nor were differences between the PB-Dpeg@nGO NAs with
10 and 20 μgmL−1 of D content, although individual D clearly induced
hemolysis. These results imply that nGO adherence on PB-Dpeg sup-
pressed rapid D release to reduce hemotoxicities, but did not sig-
nificantly induce adverse effects in red blood cells, providing further
evidence for the applicability of PB-Dpeg modification using nGO for
enhancing combination cancer therapy based on the vibrating spray
approach.

4. Conclusions

The development of a sprayable solution using a vibrating nozzle
device and consisting of a clinically-approvable light-stimulatable ve-
hicle, an anticancer drug, and a stealth component, produced NAs
which appear to be effective for combination cancer phototherapy. The
only modifications required for assembling PB-Dpeg NAs was
prolonging the time of the hydrothermal reaction for securing porous
PB (PB NC) to adsorb D and peg molecules, while a solution containing
D and peg was directly mixed with the PB dispersion for spraying
without any further treatments. The all-in-one droplets (PB

NC+D+peg) from the vibrating spray were subsequently solidified
through ambient drying to form particulate PB-Dpeg, and the particu-
lates were dispersed in buffered saline for direct use in anticancer
studies. The NC’s porosity also faciliated the patch up of PB-Dpeg with
nGO to form PB-Dpeg@nGO, probably because of capillary action
during the preparation, without significant changes to the size and
shape of the PB-Dpeg. The in situ engineering to the treatment of PB, D,
and peg appears to be a promising approach to the treatment of cancer
using chemo-phototherapeutics both in vitro and in vivo. Patching up
PB-Dpeg with nGO strengthened photothermal responses, sustained D
release, and stealth effects (blood circulation to facilitate increased
accumulation of the compound in tumors. The strategy proposed in this
study not only provided a realizable engineering approach to the in situ
assembly of clinically-approvable NAs for combination cancer photo-
therapy but also identified a convenient, low impact modification of the
NAs to maximize the efficacy of the therapy.

Declaration of Competing Interest

The authors declare that they have no known competing financial
interests or personal relationships that could have appeared to influ-
ence the work reported in this paper.

Acknowledgements

This work was supported by the National Research Foundation of
Korea Grant funded by the Korean Government (NRF-
2018R1A2B3001246). This research was also supported by the NRF
(2018R1A2A2A05021143) grant funded by the Korean Government
and the Medical Research Center Program (2015R1A5A2009124)
through the NRF funded by MSIP.

Fig. 5. In vivo (PANC-1 xenograft model) antitumor studies of NAs. (A, B) Whole-body (circles represent tumor regions) and ex vivo fluorescence distributions of
Cy5.5-labeled NAs D-excluded forms to avoid fluorescence interference in major organs and tumors. 1: heart, 2: spleen, 3: kidney, 4: lung, 5: liver, and 6: tumor. (C)
Time-dependent (0–5min) temperature elevations of the treated (PB-Dpeg or PB-Dpeg@nGO) mice under NIR irradiation onto tumor regions. (D, E) Monitored
tumor volume and body weight of treated mice (G1–G6). The treatment groups, G1, G2, G3, G4, G5, and G5, represent the untreated control, D, PB-Dpeg, PB-Dpeg
(NIR), PB-Dpeg@nGO, and PB-Dpeg@nGO (NIR), respectively. Four injections were administered to mice (10mg kg−1) at 0, 3, 7, and 10 days (*p < 0.05,
**p < 0.01, and ***p < 0.001). Inset digital image in (D) exhibits the tumors collected from the treated mice. H&E and immunocytochemically stained (cleaved
caspase-3, cleaved PARP, Ki-67, and CD31) tumor section images (F) and histopathological images of major organs (G) from the six treatments (scale bars: 120 μm).
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