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1. Introduction

Rapid synthesis of a Bi@ZIF-8 composite
nanomaterial as a near-infrared-Il (NIR-II)
photothermal agent for the low-temperature
photothermal therapy of hepatocellular carcinoma

Jinghua Li,#* Daoming Zhu, © ° Weijie Ma,? Yang Yang,” Ganggang Wang,’
Xiaoling Wu,? Kunlei Wang,® Yiran Chen,® Fubing Wang, © *¢ Wei Liu (& *>< and
Yufeng Yuan (2 *@

Hepatocellular carcinoma is the fourth leading cause of cancer-related deaths globally. Advanced nano-
materials have emerged as effective approaches to liver cancer therapy such as photothermal therapy.
However, limited penetration depth of photothermal agents (PTAs) activated in the NIR-I bio-window and
thermoresistance due to heat shock proteins restrict the therapeutic efficacy of PTT in HCC. Herein, we
prepared a Bi@ZIF-8 (BZ) nanomaterial by a simple one-step reduction method. Then, gambogic acid, a
natural inhibitor of Hsp90, was efficiently loaded onto the BZ nanomaterial via physical mixing. The
characterization of the nanomaterial and release of GA due to pH change or NIR-light irradiation were
separately studied. Photothermal conversion efficiency was calculated, and therapeutic studies were
carried out in vitro and in vivo. This nanomaterial exhibited a significantly enhanced drug release rate
when the temperature was increased under acidic conditions and had good light stability under laser
irradiation and a photothermal conversion efficiency of about 24.4%. In addition, this novel nanomaterial
achieved good therapeutic effects with less toxicity in vitro. The BZ nanomaterial loaded with GA caused
tumor shrinkage as well as disappearance and effectively downregulated Hsp90 expression in tumors
in vivo. Moreover, this novel nanomaterial exhibited good biocompatibility and potential for application in
low-temperature PTT with excellent tumor destruction efficacy.

receive palliative treatments such as transhepatic arterial che-
moembolization (TACE), radiofrequency ablation (RFA), and

Hepatocellular carcinoma (HCC) is the fourth most common
cancer and ranked as one of the leading causes of cancer-
related deaths globally." Chronic HBV and HCV infections are
the main causes of HCC and account for 80% of the HCC
global cases.” Treatment of the disease depends on the stage
of the HCC. Due to the limited aggressiveness of early-stage
HCC, clinical guidelines recommend surgical therapies as the
first line treatment.>* However, for most patients in the
middle and advanced stages, no effective treatment is available
as they are often unfit for surgery. These patients mainly
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percutaneous ethanol injection (PEI). However, these treat-
ments have limited efficacy and can exacerbate underlying
liver disease partly due to HCC. In addition, portal vein tumor
thrombosis (PVIT) has been reported in about 35-50% of
patients. This is characterized by a strong negative prognostic
factor owing to high malignancy in bloodstream, resulting in
limited treatment options and high recurrence risk of HCC.>®
Therefore, an effective and harmless treatment of hepatocellu-
lar carcinoma is urgently required.

As promising emergent strategies, photothermal therapy
(PTT) and photodynamic therapy are currently under intensive
research in preclinical and clinical cancer treatments where
high temperature is generated to kill tumor cells.”® The
damaged tumor cells stimulate the immune system of the
patient; this leads to the proliferation and differentiation of
immune cells as well as induction of tumor cell necrosis and
apoptosis.'®'" These therapies play a role in killing tumors
and have good application prospects in the treatment of
cancer. Recently, in PTT, photothermal agents (PTAs) have
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been extensively explored under near-infrared (NIR) laser
irradiation for tumor hyperthermia ablation.'®** Most impor-
tantly, the wavelength of the NIR light is located in the “bio-
logical window”, and NIR light is negligibly absorbed by the
blood and soft tissues; this causes its deep penetration in
tissues.’**>® In addition, most of the PTAs are active in the
first NIR (NIR-I) region, and the restricted penetration depth of
the laser affects the therapeutic efficacy of these PTAs.'”
Alternatively, using a laser with two near-infrared zones (NIR-I
(750-1000 nm) and NIR-II (1000-1350 nm)), especially within
1000-1100 nm, deeper penetration and higher maximum
allowable exposure (MPE) of PTAs can be achieved as com-
pared to the case of the laser with only the NIR-I bio-window
(750-1000 nm). This significantly improves the light-to-heat
conversion efficiency of PTAs.'®'® In PTT, to achieve thorough
tumor ablation, rigorous photothermal heating to over 50 °C is
required to induce complete cell necrosis.’® Furthermore,
high-temperature tumor ablation under strong laser
irradiation may cause damage to normal organs near the
tumor due to laser-induced nonspecific heating.*""*> Moreover,
cell damage (e.g. apoptosis) due to heating at lower tempera-
tures (e.g. 45 °C) can be repaired with the aid of heat shock
proteins (Hsp).>* However, the delivery of sufficient heat to the
internal part of large tumors or deeply located tumors might
not be possible, leading to the possible survival of tumor cells
after the PTT and their subsequent spread to other organs.>*
Therefore, the development of NIR-II photothermal therapy
strategies to effectively destroy tumors under low-temperature
heating is important for the future clinical transformation of
hepatocellular carcinoma treatment methods.

The currently available PTAs, such as Au,>>* Ag, and
Pd*'*® nanoparticles, have been extensively investigated.
However, these metals are rare and expensive, limiting their
clinical large-scale application. Specifically, bismuth(Bi), a typical
semi-metal element, has aroused great interest from scientific
researchers.>°® Bismuth is a well-known “green metal” that is
nontoxic and inexpensive.’” The recent discovery of plasmonic
properties that originate from the semimetal-to-semiconductor
transition (also called nanoconfinement effects) of Bi at nano-
scale has extended the possible applications of Bi-based nano-
materials (traditionally used as thermoelectric materials, catalysts,
and sensors) as cancer therapeutic agents in nanomedicine.?*"*°
Studies have demonstrated that Bi can also be used as a radio-
sensitizer and contrast agent in computed tomography (CT).***!
Due to these potential biomedical applications, bismuth nano-
particles can be fabricated as photothermal agents for the
effective treatment of HCC.

Herein, we designed a novel strategy to synthesize a nano-
material containing bismuth nanodots embedded in ZIF-8
nanoparticles (BZ). ZIF-8 was used as an excellent reaction con-
tainer that quickly encapsulated the bismuth nanodots and
acted as a small-molecule drug carrier with outstanding drug
loading efficiency.”>** Furthermore, BZ was loaded with gam-
bogic acid (GBZ), a natural inhibitor of heat-shock protein 90
(Hsp90), for NIR-II low-temperature photothermal therapy.**
Since Hsp90 is a key protein that induces thermoresistance in
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cells under hyperthermia,*” the inhibition of Hsp90 by GA
delivered using BZ effectively induced the apoptosis of cancer
cells under low-temperature heating (e.g. 43 °C).

To the best of our knowledge, to date, no study has been
reported on the photothermal properties of Bi nanoparticles
and GA in hepatocellular carcinoma treatment and the further
development of Bi nanoparticles and GA for biomedical appli-
cations. The composite nanomaterials prepared herein suc-
cessfully expanded the application of Bi in the treatment of
hepatocellular carcinoma and provided more opportunities for
the successful clinical application of PTT.

2. Results and discussion
2. 1. Characterization of GBZ

At first, we prepared ZIF-8 nanoparticles coated with bismuth
nanodots via a simple reduction method and then loaded
gambogic acid onto them through physical mixing. The entire
synthesis step did not require complicated conditions, and the
products were synthesized in large quantities. Subsequently,
we characterized the products using electron microscopy. Our
results revealed that the particle size of GBZ was approximately
100 nm. The small size of GBZ was due to the short reaction
time and fast stirring speed. In addition, there were apparent
black nanodots in GBZ; this indicated that the bismuth nano-
dots were successfully fixed on ZIF-8 (Fig. 1A). Scanning elec-
tron microscopy results also indicated that the nanoparticles
were synthesized in large quantities (Fig. 1C). To demonstrate
that the bismuth nanoparticles were successfully immobilized
onto ZIF-8, we performed element analysis (Fig. 1B) and
energy spectrum analysis (Fig. 1D). Our analysis results
revealed that bismuth was present in ZIF-8. The loading
content of gambogic acid (LC) was calculated to be 31.4%.
XRD (Fig. 1E) results showed that the synthesized GBZ atlas
match the ZIF-8 and Bi standard atlas. The hydrodynamic dia-
meter of the GBZ nanoparticles was approximately 100 nm
(Fig. 1F). Overall, GBZ was successfully synthesized in large
quantities and was used in subsequent experiments.

2.2. Invitro photothermal properties of the GBZ
nanoparticles

We verified the photothermal conversion efficiency of GBZ
in vitro. The UV-vis-NIR absorption spectrum (Fig. 2A) indi-
cated that gambogic acid has a relatively strong absorption
peak near 240 nm, whereas GBZ has a strong absorption peak
at 240 nm, which indicated that the drug was successfully
loaded onto the nanoparticles. Moreover, we found that GBZ
has a relatively optimal absorption in the near-infrared second
region. The ZIF-8, BZ, and GBZ groups were irradiated using a
1064 nm laser for 1 min, 2 min, and 3 min, respectively.
Consequently, the infrared thermal phase diagram (Fig. 2B)
revealed that the BZ and GBZ groups attained a higher temp-
erature of approximately 40 °C in a short period of time. The
infrared camera detected the temperature changes of the GBZ
solution at different concentrations (50, 100, and 200 pg mL™")
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Fig. 1 (A) i. High-magnification transmission electron microscopy image of ZIF-8 nanoparticles, scale bar: 30 nm; ii. high-magnification trans-
mission electron microscopy image of GBZ nanoparticles, scale bar: 30 nm; iii. low-magnification transmission electron microscopy image of GBZ
nanoparticles, scale bar: 100 nm; (B) elemental mapping images of Zn and Bi, scale bar: 1 pm; (C) scanning electron microscopy image of the GBZ
nanoparticles, scale bar: 150 nm; (D) energy spectrum analysis of BZ; (E) powder XRD pattern of BZ; and (F) hydrodynamic diameter of the GBZ
nanoparticles measured via DLS.
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Fig. 2 (A) Absorbance spectra of GA, ZIF-8, BZ, and GBZ. (B) The infrared thermal images of (i) ZIF-8, (ii) BZ, and (iii) GBZ nanoparticles (containing
100 pg mL™* BZ) irradiated for 1-3 min (1064 nm, 1 W cm~2); (C) temperature rise curve of the GBZ solution at different concentrations (50, 100, and
200 pg mL™Y) irradiated by a 1064 nm laser at 1 W cm™ for 5 min; (D) the photothermal response of a 200 pg mL™* GBZ nanoparticle aqueous solu-
tion analyzed using a NIR laser (1064 nm, 1 W cm™); then, the laser was turned off, and the process was repeated three times; (E) the photothermal
response of an aqueous solution containing 200 ug mL™* GBZ nanoparticles measured using a NIR laser (1064 nm, 1 W cm™2), and then, the laser
was shut off; and (F) linear time data versus —ln 6 obtained from the cooling period shown in (E).

and water under 1064 nm laser irradiation (Fig. 2C). With an  of the GBZ solution at a concentration of 200 pg mL™", the
increase in the nanoparticle concentration and irradiation temperature increased to approximately 42 °C after 150 s,
time, the trend of the curve increased significantly. In the case implying that the GBZ solution had profound light stability
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under laser irradiation. To confirm that the GBZ solution had
profound photothermal cycling stability and high photother-
mal conversion efficiency (Fig. 2D), the 200 pg mL ™" GBZ solu-
tion was subjected to heating and cooling cycles, and it
remained stable after three cycles of heating and cooling.
Fig. 2E shows the recorded temperature change of the GBZ
solution under continuous irradiation of a 1064 nm laser.
Based on the experimental data and the method reported in
previous studies (Fig. 2E), the photothermal conversion
efficiency of GBZ was approximately 24.4% (Fig. 2F), which
was lower than that of the recently reported bismuth-based
nanomaterials (30%),>* but was higher than those of some
photothermal agents such as Au nanodots (21%)*® and
Cu,_,Se (22%)."” Overall, these data indicated that GBZ is a
profound nanomaterial for photothermal treatment.

2.3. Verification of the GBZ drug release characteristics

Next, we verified the GBZ drug release characteristics. Our
findings revealed that under no-light conditions, the ZIF-8
nanomaterial had a profound pH response, and the GBZ drug
release rate was markedly faster than that under neutral and
acidic conditions (Fig. 3A). After light exposure, faster drug
release rates were observed because of the increase in the
temperature of the nanomaterial. These results demonstrated
that the BZ nanomaterials are suitable for drug loading and
release, which are crucial for PTT.

2.4. Anti-tumor effect of GBZ in vitro

Based on the profound photothermal conversion efficiency of
GBZ, we further verified its ability in apoptotic cancer cells
in vitro. The CCK-8 experiment (Fig. 3B) validated the toxicity
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of Huh7 cells in each group under light conditions. With an
increase in material concentration under light, the rate of cell
survival further decreased. GBZ hindered cell growth at
approximately 85% when compared with the case of the PBS
group. The inhibitory effect of BZ on cell growth under light
was about 60%. Moreover, GA had some anti-tumor ability. In
the absence of light irradiation, whether the nanomaterials
have an apoptotic effect on normal cells or tumor cells is
unclear. We further investigated the toxicity of BZ in normal
liver cells, immune cells, and tumor cells. Consequently, all
types of cells had higher survival rates (over 90%) at each con-
centration of BZ (Fig. 3C). Therefore, the BZ nanomaterials are
less toxic and safe for use in in vivo experiments.

To further study the efficacy of GBZ in in vitro treatment, we
used 35 mm cell culture dishes to culture Huh-7 cells to 1 x
10° cells per 1 mL followed by the addition of PBS (50 pg
mL™") and BZ solution (70 pg mL™"), respectively. A GA solu-
tion (30 pg mL™") and GBZ solution (containing 70 pg mL™" BZ
and 30 pg mL~' GA) were co-cultured with Huh-7 cells for an
additional 12 h and then irradiated with a 1064 nm laser for
3 min. Then, we stained the cells using fluorescein diacetate
(FDA) and propidium iodide (PI) for 5 min. Finally, the fluo-
rescence images were obtained using a fluorescence micro-
scope (Olympus, Japan), as shown in Fig. 3D. Our findings
indicated that almost all the Huh-7 cells in the PBS group
emitted green fluorescence, implying that an insignificant
number of Huh-7 cells were killed. Part of the Huh-7 cells in
the BZ group and GA group emitted red fluorescence; in the
GBZ group, almost all the Huh-7 cells emitted red fluo-
rescence, implying that all the Huh-7 cells were dead. Overall,
these results showed that the combination of BZ with GA has
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(A) NIR-triggered (1 W cm™) release of GA from GBZ at a pH of 7.4 and 5.5; (B) in vitro cytotoxicity of different nanomaterials against Huh-7

cells in the presence of light irradiation (1064 nm, 1 W cm™2, 5 min), ***p < 0.01; (C) in vitro cytotoxicity of BZ against RAW264.7, L02, MCF-7, and
Huh-7 cell lines in the absence of light irradiation; (D) fluorescence images of the Huh-7 cells co-stained with FDA (live cells, green) and Pl (dead
cells, red) upon the addition of different nanomaterials under irradiation (1064 nm, 1 W cm™2, 3 min). (i) PBS, (ii) GA, (i) BZ, and (iv) GBZ; scale bar:
50 pm; (E) western blot images: Hsp90 expression levels with GADPH as an internal reference for the cell lysates of Huh-7 cells after various

treatments.
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optimal therapeutic effects in vitro. We examined the Hsp90
expression in Huh-7 cells under different experimental treat-
ments via western blot assays (Fig. 3E) using glyceraldehyde
3-phosphate dehydrogenase (GAPDH) as a loading control.
The results indicated that the Huh-7 cells under hyperthermia
treatment had higher levels of Hsp90 at 43 °C when compared
with the case of the untreated control cells. The treatment of
the cells with GA-loaded nanoparticles effectively inhibited
this elevated expression of Hsp90.

2.5. Invivo photothermal cancer therapy

Currently, photothermal therapy is the most extensively
researched therapy, and in vivo photothermal efficacy is the
most direct validation approach used for assessing suitable
nanoparticles for photothermal therapy.***° Therefore, we
validated the photothermal efficacy of GBZ nanomaterials
in vivo. We used an infrared thermal imaging camera to
monitor the photothermal effect of these nanomaterials in the
body by concurrently plotting the temperature changes at the
site of the tumor. Consequently, we found that the tempera-
ture at the site of the tumor is positively associated with the
irradiation period after the injection of the Bi nanodots.>"
However, we did not observe any evident temperature changes
in the case of the control mice (Fig. 4A). In Fig. 4B, the temp-
erature in the control group is almost constant. The tempera-
ture in the tumor microenvironment of the BZ and GBZ
groups increased by approximately 10 °C. This indicated that
the nanoparticles have an optimal photothermal conversion
efficiency and can be heated to a temperature exceeding the
tolerance temperature of the cells (42 °C). Our findings show
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that the Bi nanodots can potentially be utilized in the real-
time monitoring of thermal dynamics in PTT.

We measured the tumor volume and body weight of each
group in this study every two days to assess the anti-tumor
effect of BZ following the photothermal treatment of tumor
sites in mice. Our results revealed rapid tumor growth in the
PBS group, and the tumor expanded from about 200 mm® to
780 mm?® (Fig. 4C and D). Tumor growth in the BZ group was
substantially slower than that in the PBS group. Moreover, the
tumors in the GBZ group were gradually shrinking or even dis-
appearing. There was no evident variation in the body weight
in all the groups under different treatments with prolonged
irradiation time, indicating no noticeable systemic toxicity of
the proposed photothermal molecule. The mean weights of
the excised tumors are shown in Fig. 4E. Notably, the weights
and volumes of the tumors exhibited a similar trend. We ran-
domly selected one mouse per group for PET-CT.
Consequently, the metabolism at the tumor site was strongest
in the case of the PBS group and weakest in the case of the
GBZ group (Fig. 5A). Interestingly, the tumor metabolism of
the laser-irradiated GBZ group was higher than that of the
group without laser irradiation. This could be attributed to
individual differences in mice. These results confirmed that
GBZ has significant potential as an ideal PTT agent for the
in vivo photothermal ablation of tumors.

Furthermore, we harvested the tumor tissues in all the
groups for histological examinations via H&E, Ki-67, and
TUNEL staining. Moreover, we harvested the tumors for immu-
nefluorescence staining to assay the expression levels of
Hsp90. The H&E staining results showed that the tumor tissue
of the mice treated with both the GBZ injection and laser
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Fig. 4

(A) Infrared thermal images and (B) temperature curves of the tumor-bearing mice intravenously injected with PBS (control), BZ, and GBZ,

and then irradiated with an 808 nm NIR laser (808 nm, 1 W cm™2) for 5 min; (C) tumor volume of the mice in different groups after various treat-
ments; (D) tumor weight of the mice in different groups after various treatments, ***p < 0.01; and (E) body weight of the mice in different groups

after various treatments.
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Fig. 5 (A) In vivo PET-CT and the responding degree of metabolism of mice after intravenous injection of different materials; (B) H&E, Ki-67, and

TUNEL staining images of the tumors dissected from different groups, scale bar: 200 pm; (C) HSP immunofluorescence staining image, scale bar:
200 pm; and (D) quantified immunofluorescence Hsp90 expression levels, ***p < 0.01.

irradiation was remarkably damaged (Fig. 5B) followed by the
tumor tissue of the mice belonging to the BZ-laser group;
however, the residual tumor tissues in the rest of the groups
had no evident damage. The TUNEL staining results revealed a
similar trend as the H&E staining results, and the tumor cells
of the GBZ-laser group showed significant apoptosis. The Ki-67
staining results indicated the proliferation of tumor cells as
expected; however, the proliferation of tumor cells in the GBZ-
laser group was markedly inhibited. We separated the tumors
dissected from the various treatment groups for immunofluor-
escence staining to determine the expression level of Hsp90 in
the tumors. The expression of Hsp90 was up-modulated in the
tumor after the PTT treatment; this demonstrates that the PTT-
induced heating stress enhances the Hsp90 expression in
cancer cells in vivo (Fig. 5C). Compared with the expression
level of Hsp90 in the GBZ group, the expression level of Hsp90
in the BZ group was almost twice higher (Fig. 5D), which was
suppressed by treatment with the GA-loaded nanoparticles.
Our results collectively indicated that the GBZ treatment down-
modulates the expression of Hsp90 within tumors, resulting in
a remarkably reduced thermoresistance of cancer cells during
the PTT. This significantly promotes the apoptosis of cancer
cells and allows low-temperature PTT with profound tumor
destruction efficacy.

3. Experimental
3.1. Materials

Phosphate buffer solution (PBS) and Dulbecco’s modified
Eagle’s medium (DMEM, Hyclone, high glucose) were obtained
from Thermo-Fisher (Waltham, MA, USA). 1, 2-Distearoyl-sn-

This journal is © The Royal Society of Chemistry 2020

glycero-3-phosphoethanolamine-N-{Cy5 (poly-ethylene glycol)-
2000] (ammonium salt) (DSPE-PEG-Cy5) was acquired from
Avanti Polar Lipids (USA). All aqueous solutions were prepared
using deionized (DI) water purified using an experimental
water purification system (Direct-Q3, Millipore, USA).
Analytical-grade bismuth nitrate pentahydrate (99%) (Bi
(NO3)3-5H,0), gambogic acid (GA), zinc nitrate hexahydrate
(Zn(NO3),-6H,0), sodium borohydride (NaBH,), and 2-methyl-
imidazole (MeIm) were purchased from Aladdin-Reagent
(Shanghai, China). All the chemicals were of analytical grade
and were used without further purification.

3.2. Cell line processing

The human hepatocellular carcinoma cell lines Huh-7, L02,
and MCF-7 were cultured in Dulbecco’s modified Eagle’s
medium (DMEM) supplemented with 10% bovine serum (FBS)
at 37 °C under a humidified 5% CO, atmosphere. The mouse
leukocyte cell line RAW264.7 was cultured in a medium sup-
plemented with 10% FBS at 37 °C and 5% CO,.

3.3. Preparation of Bi nanodot-encapsulated ZIF-8
nanoparticles (BZ)

Typically, a mixture of Zn (NO;),-6H,0 (100 mg), Bi
(NOs);:5H,0 (70 mg), and 2-methylimidazole (1.94 g) was dis-
solved in 10 mL of deionized (DI) water. The resulting mixture
was stirred for 5 min. Thereafter, 50 mg NaBH, in 1 mL DI
water was quickly added to the abovementioned mixture fol-
lowed by stirring for 1 min. After the reaction, the products
were obtained by centrifugation, washed three times with de-
ionized water, and then vacuum-dried. The content of bismuth
was quantified via ICP-AES.

Nanoscale, 2020, 12,177064-17073 | 17069
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3.4. Preparation of GA-loaded BZ (GBZ) nanoparticles

The GBZ nanoparticles were prepared as follows: 1 mL GA
solution (1 mg mL™" dispersed in DMSO) was slowly added to
1 mL DMSO containing 1 mg BZ followed by stirring at room
temperature for 30 min. The resulting solution was then cen-
trifuged at 8000 rpm for 10 min followed by washing with dis-
tilled water. The loading content (LC) was calculated using the
following formula: LC = (weight of feeding drug — weight of
redundant drug/weight of drug-loaded nanoparticles) x
100%.%

3.5. Characterization

The crystal structure and phase purity of the product were
investigated by powder X-ray diffraction (XRD) using an X-ray
diffractometer (D8 Advance, AXS Instruments, Germany).
Transmission electron microscopy (TEM) images were
obtained by Philips Tecnai-12 (the Netherlands) operated at
120 kV. The composition of the samples was studied using a
field-emission scanning electron microscope (FE-SEM, S-4800,
Hitachi) equipped with an energy-dispersive X-ray (EDX)
spectrometer. UV-vis-NIR spectra were acquired using a
UV-3600 spectrophotometer. Hydrodynamic diameters of the
nanoparticles suspended in 1x PBS were measured using
dynamic light scattering (DLS) (Nano-Zen 3600, Malvern
Instruments, UK).

3.6. Photothermal conversion efficiency

A 1064 nm NIR laser (Changchun New Industries Tech. Co.,
Ltd, China) was used to stimulate BZ at different concen-
trations (0, 50, 20, 100, and 200 ug mL™") in the PBS solution.
Photothermal images of the BZ nanoparticle-based suspen-
sions were obtained every 30 s during laser irradiation using
an infrared thermal imaging system. The NIR laser source was
equipped with a 7 mm® round spot laser module with adjusta-
ble power. The photothermal conversion efficiency was calcu-
lated using the following equation:*"

_ hS(Tmax - Tsurr) - QO
I(—10-4%)

where 7 is the heat transfer coefficient, S is the surface of the
container, and T,y and Ty, are the equilibrium temperature
and ambient temperature, respectively. Qo is the heat associ-
ated with the light absorbance of the solvent, A/ is the absor-
bance of the BZ nanoparticles at 1064 nm, and I is the laser
power density. According to this equation, the » value of the
BZ nanoparticles was determined to be about 24.4%.

3.7. Drug release

The release of GA due to either pH change or NIR-light
irradiation was separately studied. To investigate the time-
dependent cumulative release profiles of GA-loaded GBZ at
various pH values, 5 mg of NPs was dispersed in 20 mL of
buffer solution (pH 7.4 and 5.5, respectively) at 37 °C. The
resulting mixture was continuously stirred. At each time point,
1 mL of release medium was sampled, and the concentration
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of GA released into the solution was determined via UV-vis
spectrophotometry. Next, the sample was returned to the orig-
inal release system. Subsequently, the release profiles of DOX
under 1064 nm laser irradiation at various pH values were also
acquired, and the GA release was measured by UV-vis spectro-
photometry as described above.

3.8. Invitro photothermal ability of GBZ nanoparticles

3.8.1 Live-dead cell staining. The Huh-7 cells were seeded
into 6-well plates. After incubation for 24 h, PBS, BZ, GA, and
GBZ were separately added followed by incubation for another
24 h. Thereafter, the cells were exposed to laser irradiation
(808 nm, 1 W em™>) for 5 min and co-stained with 1 mg mL ™"
propidium iodide (PI) and 5 mg mL™" fluorescein diacetate
(FDA) for 15 min before being washed several times with PBS.
The fluorescence microscopy images were obtained using an
Olympus IX81 microscope.

3.8.2 CCK-8 and western blot assays. The photothermal
ablation cytotoxicity of each nanoparticle group was detected
by the Cell Counting kit-8 (CCK-8, Dojindo, Japan) assay. A
total of 8 x 10°> Huh-7 cells per well were seeded into 96-well
plates and cultured. After 24 h, PBS, BZ, GA, and GBZ were sep-
arately added and co-cultured with the Huh-7 cells for 0 h,
24 h, and 48 h. Thereafter, the cells were exposed to laser
irradiation (808 nm, 1 W ¢cm™?) for 5 min at different times.
The CCK-8 solution was added as per the guidelines followed
by incubation for another 2 h. The cytotoxicity was calculated
by dividing the optical density (OD) values of the treated
groups (T) by the OD values of the control group (C) (T/C x
100, %). Proteins were extracted from the cells to detect the
expression level of heat shock protein 90 (Hsp90).

3.8.3 Biocompatibility of the GBZ nanoparticles. We esti-
mated the biocompatibility of the GBZ nanoparticles via the
abovementioned CCK-8 assay. The L02, MCF-7, RAW 264.7,
and Huh 7 cell lines were seeded into 96-well plates and cul-
tured. After 24 h, GBZ was separately added and co-cultured
with these cell lines for 12 h, 24 h, and 48 h. The cytotoxicity
was calculated by dividing the optical density (OD) values of
the treated groups (7) by the OD values of the control group
(C) (T/C x 100, %).

3.9. Invivo photothermal therapy

Male BALB/c nude mice were obtained from the Chinese
Academy of Medical Science (Beijing, China). The study was
performed in strict accordance with the National Regulations
for the Administration of Affairs Concerning Experimental
Animals and was approved by the Center for Animal
Experiments/Animal Biosafety Level 3 Laboratory of Wuhan
University. A total of 5 x 10° Huh-7 cells were subcutaneously
injected into the flanks of 4-week old male BALB/c-nu mice.
Treatments started when the tumor size reached ~200 mm”.
The mice®® were randomly divided into 4 groups: one group
was intravenously injected with 200 pL PBS, another group was
intravenously injected with BZ, and the remaining two groups
were intravenously injected with GBZ. After 24 h, the PBS, BZ,
and GBZ group mice bearing tumors were anesthetized, and
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the entire tumors were exposed to laser irradiation (808 nm, 1
W cm™?) for 5 min. The other GBZ group was not exposed to
the laser irradiation. During laser irradiation, an infrared
thermal imaging camera was used to monitor the temperature
changes at the tumor sites. The changes in the tumor volume
and body weight post-irradiation were measured daily. The
tumor volume V (mm®) was calculated according to the
formula: Volume = (tumor length) x (tumor width)?/2. After 14
days of injection, one mouse was selected from each group for
PET examination, and other mice were sacrificed. The tumors
were then extracted for H&E, Ki-67, and terminal deoxynucleo-
tidyl transferase dUTP nick end labeling (TUNEL) staining.
Meanwhile, tumors were also extracted for immunofluo-
rescence staining to detect the expression level of Hsp90.

3.10. Statistical analyses

The data are presented as mean values + SD, and each value
represents the mean of the results of at least three repetitive
experiments in each group. A non-parametric test was per-
formed using GraphPad Prism 7.0 to assess the significance of
the difference between two groups, ***p < 0.01.

4. Conclusion

In summary, herein, we developed an easily synthesized BZ
nanomaterial for use in nanomedicine delivery. The synthetic
method improves the efficiency of the synthesis process,
showing a broad application prospect. The synthesized nano-
material had good light absorption potential and photother-
mal cycling stability in the near-infrared second region and
exhibited profound biocompatibility. GA, a natural inhibitor of
Hsp90, was then loaded onto the synthesized BZ nano-
materials with high efficiency. Owing to the GA-induced down-
modulation of Hsp90 to overcome the thermoresistance of
cancer cells, highly effective in vivo apoptosis of tumors was
realized using GBZ in the low-temperature PTT at 43 °C.
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