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Breast cancer is the most common malignant tumor in women. Researchers have found
that the combined use of multiple methods to treat tumors is a promising strategy. Here,
we have developed a biomimetic nano-platform PDA@MB for tumor targeted
photothermal therapy (PTT) combined with chemotherapy. The 4T1 cell membrane
loaded with cucurbitacin B (CuB) was used to coat polydopamine (PDA) nanoparticles,
which gave PDA@MB nanoparticles the ability to target tumors and escape immune cells
from phagocytosis. PDA@MB showed excellent photothermal performance including high
photothermal conversion efficiency and photostability, and exhibited outstanding in vitro
PTT effect under NIR laser irradiation. The high temperature ruptured the PDA@MB
membrane to release CuB, which changed the tumor hypoxic environment, down-
regulated the FAK/MMP signaling pathway, and significantly inhibited the metastasis
and proliferation of tumor cells. The results of in vivo experiments indicated that the tumor
growth of the 4T1 mouse tumor model was significantly inhibited. Additionally, toxicity
studies showed that PDA@MB had good biocompatibility and safety. In conclusion, this
study provides a promising chemo-photothermal therapy (CPT) nano-platform for precise
and effective breast cancer therapy.
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1 INTRODUCTION

Female breast cancer is the most common cancer, accounting for 11.7% of the overall cancer
incidence (Sung et al., 2021). Metastasis is the main reason for its refractory (Siegel et al., 2019).
Cucurbitacin B (CuB) is a tetracyclic triterpenoid compound and the most abundant member of the
cucurbitacin family. There are literatures showing that CuB and its analogues have pharmacological
effects on inflammation, especially cancer (Chen et al., 2005; Chen et al., 2012). CuB inhibits the
migration and invasion of breast cancer by down-regulating the FAK/MMP signaling pathway
(Liang et al., 2019). It is closely related to the extracellular matrix degradation of matrix
metalloproteinases (MMPS) to avoid primary tumors and form focal adhesions (Sinha et al.,
2016). In addition, CuB mediates rapid and large-scale ROS production in cancer cells to
promote anti-cancer and anti-metastatic activities (Luo et al., 2018). However, free
chemotherapeutics have serious side effects due to oxidative stress in non-targeted tissues (Chen
et al., 2007). Therefore, it is necessary to accurately deliver chemotherapeutic drugs to target sites to
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reduce toxic side effects. Nano drug delivery systems have
received great attention, because it can improve the effect of
targeting tumors and greatly reduce side effects (Shi et al., 2017;
Dadwal et al., 2018). The precise delivery of drugs to the tumor
site through nano-carriers will greatly increase the possibility of
curing the tumor.

Recently, photothermal therapy (PTT) with high efficiency
and minimal invasiveness is considered as a new promising
option for cancer treatment (Gai et al., 2018; Wang et al.,
2018; Cai et al., 2019; Zhang et al., 2019). Compared with
traditional cancer treatments, PTT has fewer side effects due
to the high temporal and spatial control of local heat (Chen et al.,
2016). Some nanocarriers are also photosensitizers. Dopamine
(DOPA) is an important endogenous neurotransmitter in the
nervous system. It is mainly used to help cells transmit pulses and
plays a key role in controlling the excitability of the brain.
Polydopamine (PDA) is formed by polymerization of DOPA.
As a photosensitizer, compared with Au-, Ag-, and Pd-based
novel metal nanoparticles, PDA can effectively convert near-
infrared light into heat, and has good biocompatibility and
biodegradability (Liu et al., 2013; Li et al., 2018). As
researchers learn more about the interactions between
nanoparticles (NPs) and biological systems, the
functionalization of materials is necessary. Some observations
indicate that PEG-modified NPs can attenuate non-specific
interactions with biological systems. However, PEG can trigger
another type of immune response, leading to the production of
anti-PEG antibodies, which may bring about adverse effects on
the multiple administration of NPs and their therapeutic
potential (Neun et al., 2018; Mohamed et al., 2019). Therefore,
advanced NPS should be designed to overcome physical and
biological obstacles and bridge the gap between synthetic NPS and
biological entities. Due to the challenges of synthesizing
functionalized nanoparticles, the development of biomimetic
nanotechnology by coating natural-derived biofilms for surface
modification has aroused interest in nanomedicine (Zhen et al.,
2019). Tumor cell membrane coating technology provides new
ideas for nanoparticle drug delivery systems. This technology
provides a simple top-downmethod that can directly replicate the
highly complex functions of the cell membrane surface (Li et al.,
2017; Jiang et al., 2019). The membrane-coated nanoparticles
themselves mimic the properties of their membrane-derived
source cells, such as excellent accidental targeting and immune
escape ability, and reduce the side effects of drugs and
nanomaterials (Fang et al., 2017; Tang et al., 2017).

In this study, we designed a bionic nano-delivery system
PDA@MB for precise targeted tumor chemo-photothermal
therapy (CPT), which used PDA NPs as the core, CuB as the
model drug, and tumor cell membrane as the outer coating. As
shown inScheme 1A, the mouse breast cancer cells (4T1 cells)
were used to obtain the membrane vesicles by hypotonic lysis and
extrusion. Then, the anticancer drug CuB was embedded in the
cancer cell membrane to obtain MB. Finally, PDA NPs and MB
were co-extruded to obtain PDA@MB. The cell membrane
coating improved the biocompatibility of the nanoparticles,
and endowed the nanoparticles with homotype targeting
ability and immune escape ability. Because of the EPR effect

(Golombek et al., 2018) and active targeting, PDA@MB could
accumulated at the tumor site after intravenous injection and
administration (Scheme 1B). Under the irradiation of laser at
808 nm, PDA converted light into heat energy, and killed tumor
cells through PTT. At the same time, the high temperature
ruptured the PDA@MB membrane to release CuB, which
mediated the rapid mass production of ROS in cells, down-
regulated the FAK/MMP signaling pathway, and inhibited
tumor cell adhesion, metastasis and proliferation. In vivo and
in vitro experiments showed that PDA@MB had a good
therapeutic effect on breast cancer mouse models, indicating
that PDA@MB could be used as a CPT platform to achieve
effective tumor combined therapy.

2 MATERIALS AND METHODS

2.1 Materials
Dopamine hydrochloride was purchased from McLean
(Shanghai, China). Cucurbitacin B was provided by
Chengdu Biopurify Phytochemicals Ltd. (Chengdu, China).
4′,6-Diamidino-2-phenylindole (DAPI), RIPA lysis buffer,
BCA assay kits, Rhodamine B and annexin V-FITC/PI cell
apoptosis kit were obtained from Solarbio (Beijing, China).
DCFH-DA and Cell Counting Kit-8 (CCK-8) were purchased
from Beyotime Institute of Biotechnology (China). Foetal
bovine serum (FBS), RPMI modified medium, trypsin-
EDTA and penicillin-streptomycin were purchased from
HyClone. All antibodies were obtained from ABclonal.

2.2 Cell Culture
The mouse breast cancer cell line (4T1) was cultured in RPMI
1640 medium containing 10% fetal bovine serum, 100 U/ml
penicillin and 100/U ml streptomycin. RAW264.7 cells and
293T cells were cultured in DMEM medium containing 10%

SCHEME 1 | (A) Schematic illustration of the preparation of PDA@MB.
(B) Schematic illustration of PDA@MB CPT platform for tumor combined
therapy.
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fetal bovine serum, 100 U/ml penicillin and 100/U ml
streptomycin. Both types of cells were cultured in an
incubator at 37°C under an atmosphere of 5% CO2 and 90%
relative humidity.

2.3 Preparation of PDA@MB
2.3.1 Synthesis of Polydopamine
The PDA NPs were prepared by oxidation method. In short,
absolute ethanol (40 ml), deionized water (90 ml) and ammonia
(4 ml) were mixed and stirred at room temperature for 30 min.
Then dopamine hydrochloride solution (0.5 g/ml, 10 ml) was
added dropwise to the above solution. After 24 h of reaction,
the obtained suspension was centrifuged and washed with
deionized water three times to obtain PDA NPs.

2.3.2 Preparation of 4T1 Cell Membrane Derivation
Adherent 4T1 cells were digested with trypsin, and lysed
overnight in a buffer at 4°C. The buffer was a mixture of
NaHCO3 (1 mM), trypsin-EDTA (.2 mM), and PMSF (1 mM).
Then, the 4T1 cell suspension was homogenized at 20,000 rpm
for 1 min. The homogenized solution was centrifuged at 3,500 g
for 5 min and 10,000 g for 10 min at 4°C. Finally, the supernatant
was centrifuged at 100,000 g for 1 h. The membrane pellet was
washed and resuspended in PBS for storage at 4°C.

2.3.3 Preparation of PDA@MB
4T1 membrane (2 mg) and cucurbitacin B (1 mg) were dissolved
in PBS (10 ml) and DMSO (1 ml), respectively. The above
mixture was vigorously stirred for 1 h. The 4T1 membrane
with cucurbitacin B (MB) was obtained after centrifugation
and washing. In order to obtain MB vesicles, the extracted MB
was extruded repeatedly through a 400 nm polycarbonate
microporous filter membrane for 15 times by a liposome
extruder. Then, PDA NPs and MB vesicles were repeatedly co-
extruded through a 200 nm polycarbonate microporous
membrane for 15 times to obtain PDA@MB.

2.4 Characterization
The morphology of nanoparticles was characterized by
transmission electron microscopy (TEM) (FEI Tecnai G2 F30).
The hydrated particle size and zeta potential of PDA and PDA@
MBwere measured by the dynamic light scattering (DLS) analysis
using Malvern Zetasizer Nano ZS (Malvern, UK). FT-IR
spectrum was measured by Fourier transform infrared
spectrometer (FT-IR, Nicolet iN10 MX & iS10, ThermoFish)
with KBr pellets. The optical absorbance was measured by a
UV–vis spectrophotometer (Theromo Scientific Instrument Co.,
Ltd.). The irradiation was performed using a NIR laser with a
center wavelength of 808 nm (Changchun New Industries
Optoelectronics Tech. Co., Ltd.).

2.5 Protein Dection of PDA@MB
The sodium dodecyl sulfate-polyacrylamide gel electrophoresis
(SDS-PAGE) was used to detect the membrane protein of PDA@
MB. The 4T1 cell membrane protein and the membrane protein
of PDA@MB were extracted with radio immunoprecipitation
assay (RIPA) lysate. The concentration of the extracted protein

was determined by the BCA kit. The protein sample and
5×loading buffer were boiled in a 100°C water bath for 5 min
and cooled to room temperature. The above sample (10 μg) was
added to the well of 10% concentrated gel. The electrophoresis
was stopped when the bromophenol blue indicator moved to the
bottom of the gel. Finally, the SDS-PAGE gel was stained with
Coomassie brilliant blue R250 for 30 min and photographed after
15 h of decolorization.

2.6 In Vitro Drug Release
In order to determine the release of CuB, PDA@MB (150 μg/ml,
laser or non-laser irradiation) was dissolved in PBS (pH = 5.0 or
7.4, 1 ml) and placed in a dialysis bag (MW = 14,000). Then, the
dialysis bag was slowly shaken in a PBS (10 ml) system at 37°C
(100 r/min). PBS solution (1 ml) was withdrawn at
predetermined time points and fresh PBS solution (1 ml) was
added after each sampling. The amount of released CuB was
measured by UV-vis spectrophotometer.

2.7 Photothermal Performance
Measurement of PDA@MB
In order to evaluate the photothermal performance of PDA@MB,
PDA@MB solution of different concentrations (0, 20, 40, 80, 100,
120, and 140 μg/ml, 1 ml) were irradiated for 10 min with the NIR
laser (808 nm, 2W cm−2). A digital thermocouple was utilized to
record the data every 1 min and an infrared camera was used to
photograph the infrared thermal images every 2 min. To calculate
the photothermal conversion efficiency (η) of PDA@MB, PDA@
MB solution (100 μg/ml, 1 ml) and deionized water were
irradiated with laser (808 nm, 2W cm−2) for 10 min and then
the laser irradiator was turned off to allow the solution to cool
naturally to ambient temperature. The heating data and cooling
data were recorded every 1 min, and the temperature-time
diagram was plotted.

2.8 Toxicity and Hemolysis Assay
CCK-8 method was used to evaluate the cytotoxicity of PDA
and PDA@MB. 293T cells (5,000 cells/well) were seeded in a
96-well plate and cultured overnight. The culture medium was
drawn out. Then, cell culture medium containing different
concentrations of PDA or PDA@MB (0, 20, 40, 60, 80 and
100 μg/ml) was added to each well and incubated for 24 h.
CCK-8 (10 μl) was added to each well and incubated at 37°C for
1 h. Finally, a microplate reader was used to measure the
absorbance value at 450 nm.

The blood compatibility of PDA and PDA@MB was
determined by hemolysis test. Blood was collected from the
venous plexus of the fundus of the mouse and placed in an
anticoagulant tube. The blood cells were washed 3 times with PBS
and centrifuged at 1,000 r/min at 4°C. Then, blood cells (20 μl)
were added to different concentrations of PDA and PDA@MB
(20, 40, 60, 80, 100 μg/ml) and slowly shaken (100 r/min) in a
37°C shaker. Photographs were taken after 4 h of incubation. The
supernatant was sucked into a 96-well plate and a microplate
reader was used to measure the OD value at 540 nm. The OD
values of deionized water and PBS were positive and negative
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controls to calculate the hemolysis rate of PDA and PDA@MB
nanoparticles. The formula is as follows:

Hemolysis rate (%) � Asample − Anegative

Apositive − Anegative
× 100%

Where Asample refers to the absorbance of the sample at 540 nm.
Apositive and Anegative represent the absorbance of the positive
control and the negative control at 540 nm, respectively.

2.9 Detection of Intracellular ROS
Confocal laser scanning microscopy (CLSM, Heidelberg,
Germany) and flow cytometry (Becton Dickinson
FACSCalibur, USA) were used to detect the production of
ROS in cells by DCFH-DA active oxygen analysis kit. For
CLSM imaging experiments, 4T1 cells (10,000 cells/well) were
cultured overnight in a 24-well plate. Then, the cells were
incubated with PDA or PDA@MB (100 μg/ml, 7.5 μg/ml CμB)
for 6 h. After that, the cells were washed with PBS and treated
with serum-free medium containing DCFH-DA (10 μM) for
30 min. Subsequently, the cells were irradiated with laser
(808 nm, 2W cm−2) for 5 min as the laser irradiation groups.
After another .5 h of incubation, the fluorescence intensity of 4T1
cells was observed by CLSM. For flow cytometry analysis, the cells
were processed in the same way. Finally, the cells were collected
and resuspended in PBS (600 μl) for detection within 30 min.

2.10 Western Blotting Analysis
Western blotting was used to analyze the expression of key
proteins related to tumor metastasis. In PDA and PDA@MB
groups, 4T1 cells were incubated with PDA and PDA@MB
(100 μg/ml, 7.5 μg/ml CμB) for 6 h, respectively. After 5 min of
laser irradiation (808 nm, 2W cm−2), the cells were put back into
the incubator and incubated for another 3 h. The proteins were
extracted with RIPA lysate. The concentration of the extracted
proteins was determined by the BCA kit. The protein sample and
5×loading buffer were boiled in a 100°C water bath for 5 min and
cooled to room temperature. After the proteins were separated by
SDS-PAGE electrophoresis, they were transferred to PVDF
membrane and blocked with 5% skimmed milk powder at
room temperature for 1 h. Then, the PVDF membrane was
incubated with the primary antibodies of pFAK, FAK, MMP-
9, MMP-2 and GAPDH overnight at 4°C. After washing, the
membranes were incubated with appropriate HRP-conjugated
secondary antibodies for 1 h. ECL luminescent solution was
added to visualize the protein bands.

2.11 Cellular Uptake Assay
Rhodamine B (Rho B) was used to label nanoparticles to study the
homologous targeting ability of PDA@MB. 4T1 cells (200,000
cells/well) were seeded in a 24-well plate. After 24 h of incubation,
Rho-PDA or Rho-PDA@MB (100 μg/ml) were added to the wells
and incubated with the cells for 1 h. The cells were fixed with 4%
paraformaldehyde. After washing with cold PBS, nucleus dye
DAPI was added and incubated with the cells for 15 min. Finally,
CLSM was used for imaging. To further quantify the cancer cell
targeting efficiency of M-coated nanoparticles, 4T1 cells (500,000

cells/well) were seeded in a 12-well plate and incubated with Rho-
PDA or Rho-PDA@MB for 1 h. Then, the cells were washed and
resuspended in PBS to monitor the fluorescence signal using a
flow cytometer within 30 min.

To assess the phagocytic evasion ability of PDA@MB,
RAW264.7 cells were treated with Rho-PDA or Rho-PDA@
MB for 1h. CLSM was used to qualitatively observe the uptake
of nanoparticles by RAW264.7 cells. The quantification of
intracellular fluorescence was performed using a flow cytometer.

2.12 In Vitro Anti-Tumor Studies
Inverted fluorescence microscope was used for qualitative
analysis. 4T1 cells were cultured overnight in a 96-well plate.
Different concentrations of PDA@MB (0, 20, 60, 100 μg/ml PDA,
0, 1.5, 4.5, 7.5 μg/ml CμB) were added and incubated with cells for
6 h. After treatment with an NIR laser (808 nm 2W cm−2) for
5 min, the 96-well plate was returned to the cell culture incubator
and incubated for 3 h. The live and dead cells were stained with
Calcein-AM/PI and fluorescence images were taken with an
inverted fluorescence microscope (Leica DMI4000B).

Flow cytometry was used for quantitative analysis. 4T1 cells
were incubated with culture medium containing PDA@MB (0,
20, 60 or 100 μg/ml) in a 96-well plate for 6 h. Then, the cells were
washed with PBS and irradiated with an NIR laser (808 nm
2W cm−2) for 5 min. After irradiation, the 96-well plate was
returned to the cell culture incubator and incubated for 3 h. For
flow cytometry analysis, the live and dead cells were stained with
Annexin V FITC and PI, respectively.

For the CCK-8 assay, 4T1 cells were seeded in 96-well plates
and incubated overnight. Afterwards, the cell culture medium
containing PDA@MB (0, 20, 60 or 100 μg/ml) was added to each
well and incubated for 6 h. After irradiation, the 96-well plate was
returned to the cell culture incubator for 3 h. CCK-8 (10 μl) was
added to each well to determine the OD value at 450 nm using a
microplate reader (BioTek, USA).

2.13 Animal Model
BALB/c female mice (6 weeks old, Liaoning Changsheng
biotechnology Co., Ltd.) were used to establish tumor models.
4T1 cells (6 × 105, 100 μl) were subcutaneously injected into the
armpits of mice. In vivo experiments were started when the tumor
volume of mice reached 50 mm3. The formula for calculating
tumor volume is as follows:

Tumor volume (mm3) � W2 × L
2

Where W and L refers to the shortest diameter and the longest
diameter of the tumor, respectively. All animal procedures in this
study were approved by the Institutional Animal Care and Use
Committee of Dalian University of Technology.

2.14 In Vivo Combination Therapy Effect
The mice were randomly divided into 8 groups (n = 4): (a) PBS;
(b) Laser; (c) PDA; (d) PDA + Laser; (e) CuB; (f) PDA@M +
Laser; (g) PDA@MB; (h) PDA@MB + Laser; Each mouse was
intravenously injected with PBS, PDA, PDA@M, CuB or PDA@
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MB (10 mg/kg PDA, .15 mg/kg CuB, 100 μl). After 24 h of
administration, the tumor sites of mice in groups (b), (d), (f)
and (h) were irradiated with laser (808 nm 2W cm−2) for 5 min.
The infrared images of the mice in each group were taken at 0, 3
and 5 min. The mice were weighed and the tumor volume was
measured every 2 days during the treatment.

2.15 Blood Biochemical Analysis and
Histopathological Examination
Fresh mouse blood was collected at the end of the experiment for
routine blood analysis and biochemical analysis. Then, the main
organs (heart, liver, spleen, lung, kidney) of the mice were
collected and soaked in a neutral 10% formalin solution.
Paraffin sections were prepared and stained with haematoxylin
and eosin (H&E). The optical microscope was used to observe
and photograph the slides.

2.16 Statistical Analysis
All experiments were repeated at least three times, and all results
are presented as the mean ± SD. Statistical significance was
evaluated using the two-tailed heteroscedastic Student’s t-test
(pp < .05; ppp < .01; pppp < .001; ppppp < .0001).

3 RESULTS AND DISCUSSION

3.1 Synthesis and Characterization of
PDA@MB
The synthesis procedure of PDA@MB is outlined in Scheme
1A. Briefly, PDA NPs were obtained by oxidizing dopamine
hydrochloride at room temperature for 24 h in a solution
containing alcohol and ammonia. Transmission electron
microscopy (TEM) images in Figure 1A demonstrated that
the average size of PDA NPs was nearly 75 nm. The FT-IR
results showed that the resonance absorption of the C=C bond
on the aromatic ring was at 1,635 cm−1 suggesting the
successful synthesis of PDA NPs (Figure 1B). The cell
membrane was extracted from 4T1 cells by differential
centrifugation. Then, CuB was loaded into the 4T1 cell
membrane by nanoprecipitation. The mixture was extruded
repeatedly 15 times through a 400 nm polycarbonate
microporous filter membrane to obtain CuB loaded cell
membrane (MB) (Supplementary Figure S1). Finally, the
MB and PDA NPs were co-extruded through 200 nm
polycarbonate microporous filter membrane 15 times to
obtain PDA@MB. TEM images demonstrated that PDA@
MB NPs negatively stained with phosphotungstic acid had a
core-shell structure (Figure 1C; Supplementary Figure S2).
The diameter of the PDA core was nearly 75 nm, and the
thickness of the outer-membrane shell was nearly 10 nm,
which verified the successful combination of MB and PDA
NPs. As shown in the UV-vis absorption spectrum
(Figure 1D), the characteristic peaks at 228 nm (CuB) and
260 nm (M) are displayed in PDA@MB, indicating that PDA
NPs were successfully coated with MB. To examine the
existence of membrane (M) proteins on the shell of

membrane-biomimetic nanoparticles, sodium dodecyl
sulfate polyacrylamide gel electrophoresis (SDS-PAGE) was
performed as previously reported (Min et al., 2019). As shown
in (Figure 1E), the membrane proteins on PDA@MB could be
well retained. The polydispersity index (PDI) of PDA and
PDA@MB nanoparticles was .105 and .284, respectively. The
changes in hydrodynamic diameter (Figure 1F) indicated the
successful synthesis of PDA@MB. After coating with the MB,
the zeta potential (Figure 1G) of PDA NPs changed from
−18.9 mV to −25.4 mV, which was comparable with that of
natural cell membrane vesicles (Supplementary Figure S3),
thereby confirming successful coating with the MB. The drug-
releasing ability of PDA @MB was tested at pH 5.0 and 7.4.
Within 24 h, PDA@MB released 44.64% of CuB at pH 5.0, and
36.11% at pH 7.4 (Supplementary Figure S4A). In contrast,
PDA@MB irradiated with NIR laser exhibited 64.57% release

FIGURE 1 | (A) TEM image of PDA. The scale bar is 200 nm. (B) FT-IR
spectroscopy of PDA. (C) TEM image of PDA@MB. (D) UV-Vis absorption
spectra of CuB, 4T1 cell membrane (M), PDA and PDA@MB. (E) SDS-PAGE-
based protein analyses of 4T1 cell membrane (M) and PDA@MB. (F)
Hydrodynamic diameter of PDA NPs and PDA@MB. (G) Zeta potential of PDA
NPs and PDA@MB.
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over the 24 h (Supplementary Figure S4B). The results
showed that both acid and laser irradiation could promote
CuB release, but the latter was better.

3.2 Photothermal Performance of the
PDA@MB
The PDA@MB displayed absorbance in the NIR-I biowindow,
which exhibited the potential to act as an effective NIR-I PTT
photosensitizer. The photothermal conversion effect of the
PDA@MB was investigated with different concentrations.
Gradient concentrations of PDA@MB suspensions (20, 40,
80, 100, 120 and 140 μg/ml) were exposed to an 808 nm laser
with an output of 2 W cm−2 for 10 min. As shown in Figures
2A,B, the temperature increased with the irradiation time and
concentration. When the concentration reached 140 μg/ml,
the temperature increased to 52°C after 808 nm laser
irradiation for 10 min. As a control, the temperature of PBS

only increased to 28.7°C. The infrared thermal imaging of
PDA@MB can be used to identify the location of PTT agent
and provide real-time monitoring of PTT (Figure 2C). When
the temperature rises to 42°C~47°C, it will rupture the cell
membrane and promote loaded drug release. Therefore, the
photothermal performance of PDA@MB could thermally
ablate tumor cells, and the rupture of the envelope cell
membrane caused by the high temperature could mediate
the encapsulated drugs to realize chemotherapy.

Due to the great photothermal performance, we measured
the photothermal conversion efficiency (η) of PDA@MB using
the method reported in the literature (Liu et al., 2013). The η
value was calculated as follows:

η � h AΔTmax − Qs

I (1 − 10−Aλ )
where h is the heat transfer coefficient, A is the surface area of the
container, ΔTmax is the temperature change of the PDA@MB

FIGURE 2 | (A) Photothermal heating curves of PDA@MB solutions at different concentrations (PDA, 0, 20, 40, 80, 100, 120, and 140 μg/ml) under a 808 nm laser
irradiation at a power density of 2 W cm−2. (B) The temperature variation (ΔT) of PDA@MB at different concentrations upon laser irradiation for 10 min (C) IR thermal
images of PDA@MB suspensions during NIR laser irradiation. (D) Heating and cooling curves of the PDA@MB suspension (100 μg/ml) and deionized water. (E) The
curve between the cooling time and the negative natural logarithm of the temperature driving force.
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solution at the maximum steady-state temperature, Qs is the heat
associated with the light absorbance of the solvent, I is the laser
power, Aλ is the absorbance of PDA@MB at 808 nm in the UV-
vis-NIR spectrum, and η is the photothermal conversion
efficiency. According to the obtained data presented in
Figures 2D,E, the η of PDA@MB was calculated to be 35.80%.
It was even superior to those PTAs including Au anocrystals
(21.0%) (Zeng et al., 2013), graphene quantum dots (28.58%)
(Cao et al., 2017) and Ti3C2 nanosheets (30.6%) (Lin et al., 2017).
To evaluate the photothermal stability, the PDA@MB solution
was irradiated with a 808 nm laser (2W cm−2) for 10 min (laser
on) and then the laser was switched off to cool naturally to room
temperature (laser off), the cycle was repeated five times
(Supplementary Figure S5). The photothermal performance
did not display obvious deterioration during the recycling,
which suggested the reproducibility and good stability of the
nanoagent. These results verify that PDA@MB have potential to
induce photothermal ablation of tumor cells.

3.3 In Vitro Cellular Uptake in 4T1 Cells and
RAW264.7 Cells
The cellular uptake studies were performed by confocal laser
scanning microscope (CLSM) and flow cytometry. PDA and
PDA@MB were labeled with Rho B to indicate the behavior of
nanoparticles. The CLSM results are shown in Figure 3A, the
Rho B fluorescence in PDA NPs treated 4T1 cells is lower than
that of PDA@MB NPs group, demonstrating that the 4T1 cell
membrane coating improved cellular uptake in 4T1 cells. This
could be due to attributed to the proteins on the cell membrane
(Rao et al., 2016). Flow cytometry was used to quantitatively
assess cellular uptake. As shown in Figures 3B,C, the cellular
uptake of PDA@MB was as high as 87.57% in 4T1 cells, and the
fluorescence signal of PDA@MB group is 2.14 times that of
PDA NPs group. These results indicated that the cell
membrane-biomimetic nanoparticles have high affinity with
homologous tumor cells and could increase their cellular
uptake.

FIGURE 3 | (A) CLSM images of 4T1 cells incubated with PDA and PDA@MB. The scale bar is 50 μm. (B) Flow cytometric profiles of 4T1 cells incubated with PDA
and PDA@MB for 1 h. (C) The uptake efficiency of PDA and PDA@MB in 4T1 cells. (D) CLSM images of RAW264.7 cells incubated with PDA and PDA@MB. The scale
bar is 50 μm. (E) Flow cytometric profiles of RAW264.7 cells incubated with PDA and PDA@MB for 1 h. (F) The uptake efficiency of PDA and PDA@MB in RAW264.7
cells. Data are represented as mean ± SD (n = 3, pp < .05; ppp < .01; pppp < .001; ppppp < .0001).
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Next, RAW264.7 cells were used to verify the ability of cell
membrane-coated PDA@MB to escape the phagocytosis of
macrophages. As shown in Figure 3D, the internalization of
PDA@MBNPs is lower than that of PDANPs in RAW264.7 cells.
For flow cytometry quantitative analysis (Figures 3E,F), the
fluorescence intensity of PDA NPs group is 1.37 times that of
PDA@MB NPs group. These results suggested that the cell
membrane-coated PDA@MB could avoid the phagocytosis of
macrophages to some extent.

3.4 Cellular ROS Assessment and Western
Blotting
CuB inhibits the proliferation and metastasis of tumor cells by
generating ROS and down-regulating the FAK/MMP signaling
pathway (Luo et al., 2018). CLSM and flow cytometry were
used to detect DCFH-DA stained ROS. As shown in Figure 4A,
almost no green fluorescence is generated without laser
irradiation. After NIR laser irradiation, obvious green
fluorescence appeared in PDA@MB treated 4T1 cells. This
result may be due to the increased uptake of PDA@MB by
homologous targeting and the rupture of membrane vesicles

under NIR laser irradiation. Thus, the massive release of CuB
increased the ROS content. The quantitative detection of ROS
production using flow cytometry is shown in Figure 4B. The
results also showed that laser irradiation promoted the release
of CuB and thus increased the amount of ROS. Previous
studies have shown that CuB inhibits the growth of breast
cancer cells (Gupta and Srivastava, 2014; Cai et al., 2015; Sinha
et al., 2016). It is reported that FAK activation can induce cell
invasion by up-regulaing MMP-2 and MMP-9 expression in
tumor cells (Schlaepfer et al., 2004). To evaluate the FAK/
MMP signaling pathway suppression caused by PDA@MB, the
expression of FAK, pFAK, MMP-9 and MMP-2 in cell lysates
were detected. As shown in Figure 4C, after laser irradiation,
compared with the control group and PDA group, the PDA@
MB group significantly inhibited the expression of pFAK,
MMP-9 and MMP-2. To further investigate the
antimigratory effect of PDA@MB, 4T1 cells were treated
with PDA@MB for 24 h and wound healing assays were
performed. As shown in Supplementary Figure S6, PDA@
MB treated group significantly changed cell morphology,
reduced cell viability and inhibited the migratory potential
of 4T1 cells under laser irradiation. These above results
indicated that the CuB in PDA@MB could improve the
hypoxic environment at the tumor site, reduce cell viability,
and inhibit the migration ability.

3.5 In Vitro Anti-Tumor Effect of PDA@MB
The in vitro anti-tumor effect of PDA@MB was evaluated by
Inverted fluorescence microscope, flow cytometry and CCK-8
method. 4T1 cells were incubated with different
concentrations of PDA@MB (0, 20, 60, 100 μg/ml PDA, 0,
1.5, 4.5, 7.5 μg/ml CuB). After 5 min of laser irradiation or
without laser irradiation, the survival of the cells was detected
using the Calcein-AM/PI double staining kit. Live cells are
stained green (AM) and dead cells are stained red (PI). As is
shown in Figure 5A. Without laser irradiation, 4T1 cells
showed clear and vivid green fluorescence at different
concentration of PDA@MB, suggesting that they will not
be affected by nanoparticles. In contrast, as the
concentration of PDA@MB NPs increased, 4T1 cells
showed more and more obvious red fluorescence with laser
radiation. The quantitative analysis results of flow cytometry
are shown in Figure 5B, The concentration of PDA@MB
increased from 60 μg/ml (4.5 μg/ml, CuB) to 100 μg/ml
(7.5 μg/ml, CuB), the apoptosis rate increased from 27.00%
to 66.40%. The cell viability result obtained from CCK-8 assay
indicated that the cell viabilities decreased in a dose-
dependent manner under NIR laser irradiation
(Figure 5C). In addition, the PTT efficacy of PDA, PDA@
M, and PDA@MB (100 μg/ml PDA, 7.5 μg/ml CuB) was
further evaluated. The results (Supplementary Figure S7)
showed that the cell survival rate of the PDA group was
60.00% ± 2.66% under NIR laser irradiation. In contrast,
PDA@M and PDA@MB were 39.11% ± 2.43% and
36.14% ± 2.33%, respectively. The results showed that the
membrane-modified PDA NPs increased the uptake of 4T1
cells, and the photothermal effect was more significant. These

FIGURE 4 | (A) CLSM images of 4T1 cells after incubation with PDA and
PDA@MB in the absence or presence of NIR by DCFH-DA staining. The scale
bar is 50 μm. (B)Quantitative flow cytometry results. (C) The effect of Control,
PDA, and PDA@MB on the expression levels of FAK/MMP signaling
pathway proteins.
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findings demonstrated that PDA@MB hold great promise as
an effective PTT agent for tumor therapy.

3.6 In Vivo Combined Anti-Tumor Effect of
PDA@MB
A 4T1mouse tumormodel was constructed to evaluate the combined
anti-tumor effect of PDA@MB in vivo. On the first day, PBS, PDA,
CuB, PDA@M, and PDA@MB (10mg/kg of PDA, 0.15mg/kg of
CuB, 100 μl) were injected intravenously intomice. The tumor sites of
themice were irradiatedwith anNIR laser for 5min (808 nm, 2W cm
−2) and photographed using an IR thermal camera 24 h post-
administration. In Figure 6A, the high-contrast real-time infrared
thermal imaging results intuitively exhibited the precise tumor

targeting and PTT capabilities of PDA@MB. Compared with the
PBS and PDA groups, the tumor area temperature in the PDA@M
and PDA@MB groups increased significantly, indicating the
homologous targeting ability of PDA@M and PDA@MB. After
treatment, the tumor size of mice in different groups were
measured every 2 days for 14 days. As shown in Figure 6C, the
tumor size in the PBS, PBS + Laser, PDA, and PDA@MB groups
showed a natural growth trend, suggesting that laser irradiation alone
or nanomaterials alone cannot inhibit tumor growth. CuB alone
slightly inhibited tumor growth. Compared with the PDA + Laser
group, PDA@M+ Laser group had a stronger ability to inhibit tumor
growth. This may be attributed to the fact that the cell membrane
modification increases the uptake of nanoparticles by tumor cells and
thus improves the PTT effect. PDA@MB + Laser group had the best

FIGURE 5 | (A) Fluorescence images of 4T1 cells upon NIR irradiation (0 and 5 min) with different concentrations of PDA@MB (0, 20, 60, and 100 μg/ml). Green:
Calcein-AM, live cells; Red: PI, dead cells; The scale bar is 200 μm. (B) Flow cytometric analysis of 4T1 cell apoptosis after treatment with PDA@MB. (C) Cell viability of
4T1 cells after treatment with various concentrations of PDA@MB. Data are represented as mean ± SD (n = 3).
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FIGURE 6 | (A) IR thermal images of tumors in BALB/c mice during NIR laser irradiation (808 nm, 2 W cm−2) after injection with PBS, PDA, CuB, PDA@M, and
PDA@MB. (B) Body weight curves of BALB/c mice during treatment (n = 4). (C) Tumor volume curve of BALB/c mice during treatment. (D) Average weight of tumors
collected from the BALB/c mice after treatments on the 14th day (n = 4, mean ± SD, ppp < .01, pppp < .001).

FIGURE 7 | (A)Red blood cell (RBC) and hemoglobin (HGB), and (B) platelets (PLT) of blood routine examination. (C) Alanine aminotransferase (ALT) and aspartate
aminotransferase (AST), and (D) blood urea nitrogen (BUN) of blood biochemistry test.
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effect in all treatments. The tumors in the PDA@MB + Laser group
were effectively inhibited at the beginning of the experiment. Such a
gratifying result may be due to the release of CuB caused by laser
irradiation, thereby down-regulating the FAK/MMP signaling
pathway, enhancing the PTT effect of PDA@MB combined with
chemotherapy and completely suppressing tumors. Figure 6D shows
the tumor mass of mice in each group and Supplementary Figure S8
is the picture of representativemice and tumors after treatment in each
group. Consistent with the above results, the mice in the PDA@MB +
Laser group showed the lightest tumor mass. Moreover, tumor
metastasis in all groups except the PDA@MB + laser group was
observed in the liver (marked with red outline) in Supplementary
Figure S9. The above results proved that PDA@MB-mediated tumor-
targeted combination therapy could provide a newmethod for cancer
treatment.

3.7 Toxicology Analysis
Good biocompatibility and low toxicity are essential for
nanoparticles in cancer therapy (Ilinskaya and Dobrovolskaia,
2013). The CCK-8 method was used to evaluate the cytotoxicity
of PDA@MB in 293T cells (human kidney cells). As shown in
Supplementary Figure S10A, the cell survival rate is more than
90% after 24 h of incubation with PDA and PDA@MB. The result
of hemolysis assay showed that the hemolysis rate of
nanomaterials is less than 5% (Supplementary Figure S10B).
These results indicated that PDA@MB had good biological safety
and could further conduct anti-cancer research.

The toxic effects of intravenous injection of PDA@MB were
evaluated. The body weight of mice treated with nanoparticles
was recorded (Figure 6B). Compared with PBS group, the body
weight of mice in PBS + Laser, PDA, CuB and PDA@MB groups
remained stable, while the body weight of mice in PDA + Laser,
PDA@MB + Laser and PDA@MB + Laser groups showed an
increasing trend. The weight of mice in all groups did not
decrease, indicating that the nanoparticles have good safety.
During the treatment period, the eating, activity and excretion of
themice were not affected. In addition, blood biochemistry test, blood
routine analysis, and H&E staining examination of major organs
(heart, liver, spleen, lung, kidney) were conducted after the treatment.
The results of routine blood tests (Figures 7A,B) showed no
significant differences in major blood parameters, such as RBC,
HGB and PLT. The result proved the good biocompatibility of
PDA@MB. The liver injury markers (AST, ALT) and kidney
injury index (BUN) of mice in each treatment group were all
within the safe range, indicating that each treatment group had
no effect on kidney or liver function from the results of biochemical
examinations (Figures 7C,D). Finally, the results of histological
analysis (Supplementary Figure S9) showed that the main organs
of the mice in each group retained their normal physiological
morphology. This result suggested that the nanomaterials at our
test doses showed almost no or low toxicity in vivo.

4 CONCLUSION

In this study, a bionic nano drug delivery platform (PDA@MB)
was designed for CPT therapy of breast cancer. The obtained

PDA@MB exhibited good biocompatibility, stability,
homologous tumor targeting ability and the ability to escape
macrophage phagocytosis. The release of CuB from PDA@MB
showed photo-responsive release behavior. With high
photothermal conversion efficiency (35.80%) and enhanced
photothermal therapy in conjunction with chemotherapy,
PDA@MB could effectively inhibit tumor growth under NIR
laser irradiation. In vivo results showed that the tumormass in the
PDA@MB plus laser irradiation group was only .21 g. Moreover,
PDA@MB showed no/low toxicity in vivo and in vitro
experiments. In summary, PDA@MB demonstrated an
extraordinary combination of chemotherapy and PTT therapy,
and may be a promising nano-delivery system for the treatment
of cancer.

DATA AVAILABILITY STATEMENT

The original contributions presented in the study are included in
the article/Supplementary Material, further inquiries can be
directed to the corresponding author.

ETHICS STATEMENT

The animal study was reviewed and approved by the Institutional
Animal Care and Use Committee of Dalian University of
Technology.

AUTHOR CONTRIBUTIONS

JL: Conceived the project, planned the experiment, and
interpreted the data. XD and XC: Performed fow cytometry
for intercellular uptake quantifcation. HZ, DW, and JZ:
Provided technical support. KM, CC, and LW: Contributed to
manuscript correction. ZG: Planned the research, provided
assistances for experiments and manuscript writing.

FUNDING

This work is financially supported by the National Natural
Science Foundation of China (81603049), the Natural Science
Foundation of Liaoning Province (2019-MS-059), the
Fundamental Research Funds for the Central Universities
(DUT20JC08), and Dalian Science and Technology Innovation
Fund (2019J12GX045).

SUPPLEMENTARY MATERIAL

The SupplementaryMaterial for this article can be found online at:
https://www.frontiersin.org/articles/10.3389/fbioe.2022.841186/
full#supplementary-material

Frontiers in Bioengineering and Biotechnology | www.frontiersin.org February 2022 | Volume 10 | Article 84118611

Leng et al. Biomimetic Nanoparticles for Chemo-Photothermal Therapy

https://www.frontiersin.org/articles/10.3389/fbioe.2022.841186/full#supplementary-material
https://www.frontiersin.org/articles/10.3389/fbioe.2022.841186/full#supplementary-material
https://www.frontiersin.org/journals/bioengineering-and-biotechnology
www.frontiersin.org
https://www.frontiersin.org/journals/bioengineering-and-biotechnology#articles


REFERENCES

Cai, C., Li, X., Wang, Y., Liu, M., Shi, X., Xia, J., et al. (2019). Polydopamine-coated
Gold Core/hollow Mesoporous Silica Shell Particles as a Nanoplatform for
Multimode Imaging and Photothermal Therapy of Tumors. Chem. Eng. J. 362,
842–850. doi:10.1016/j.cej.2019.01.072

Cai, Y., Fang, X., He, C., Li, P., Xiao, F., Wang, Y., et al. (2015). Cucurbitacins: A
Systematic Review of the Phytochemistry and Anticancer Activity. Am. J. Chin.
Med. 43 (7), 1331–1350. doi:10.1142/S0192415X15500755

Cao, Y., Dong, H., Yang, Z., Zhong, X., Chen, Y., Dai, W., et al. (2017). Aptamer-
Conjugated Graphene Quantum Dots/Porphyrin Derivative Theranostic Agent
for Intracellular Cancer-Related MicroRNA Detection and Fluorescence-
Guided Photothermal/Photodynamic Synergetic Therapy. ACS Appl. Mater.
Inter. 9 (1), 159–166. doi:10.1021/acsami.6b13150

Chen, J. C., Chiu, M. H., Nie, R. L., Cordell, G. A., and Qiu, S. X. (2005).
Cucurbitacins and Cucurbitane Glycosides: Structures and Biological
Activities. Nat. Prod. Rep. 22 (6), 386–399. doi:10.1039/b418841c

Chen, Q., Wen, J., Li, H., Xu, Y., Liu, F., and Sun, S. (2016). Recent Advances in
Different Modal Imaging-Guided Photothermal Therapy. Biomaterials 106,
144–166. doi:10.1016/j.biomaterials.2016.08.022

Chen, X., Bao, J., Guo, J., Ding, Q., Lu, J., Huang, M., et al. (2012). Biological
Activities and Potential Molecular Targets of Cucurbitacins. Anti-Cancer Drugs
23 (8), 777–787. doi:10.1097/CAD.0b013e3283541384

Chen, Y., Jungsuwadee, P., Vore, M., Butterfield, D. A., and St. Clair, D. K. (2007).
Collateral Damage in Cancer Chemotherapy: Oxidative Stress in Nontargeted
Tissues. Mol. Interventions 7 (3), 147–156. doi:10.1124/mi.7.3.6

Dadwal, A., Baldi, A., and Kumar Narang, R. (2018). Nanoparticles as Carriers for
Drug Delivery in Cancer. Artif. Cell Nanomedicine, Biotechnol. 46, 295–305.
doi:10.1080/21691401.2018.1457039

Fang, R. H., Jiang, Y., Fang, J. C., and Zhang, L. (2017). Cell Membrane-Derived
Nanomaterials for Biomedical Applications. Biomaterials 128, 69–83. doi:10.
1016/j.biomaterials.2017.02.041

Gai, S., Yang, G., Yang, P., He, F., Lin, J., Jin, D., et al. (2018). Recent Advances in
Functional Nanomaterials for Light-Triggered Cancer Therapy. Nano Today
19, 146–187. doi:10.1016/j.nantod.2018.02.010

Golombek, S. K., May, J.-N., Theek, B., Appold, L., Drude, N., Kiessling, F., et al.
(2018). Tumor Targeting via EPR: Strategies to Enhance Patient Responses.
Adv. Drug Deliv. Rev. 130, 17–38. doi:10.1016/j.addr.2018.07.007

Gupta, P., and Srivastava, S. K. (2014). Inhibition of Integrin-HER2 Signaling by
Cucurbitacin B Leads to In Vitro and In Vivo Breast Tumor Growth
Suppression. Oncotarget 5 (7), 1812–1828. doi:10.18632/oncotarget.1743

Ilinskaya, A. N., and Dobrovolskaia, M. A. (2013). Nanoparticles and the Blood
Coagulation System. Part II: Safety Concerns. Nanomedicine 8 (6), 969–981.
doi:10.2217/Nnm.13.49

Jiang, Q., Liu, Y., Guo, R., Yao, X., Sung, S., Pang, Z., et al. (2019). Erythrocyte-
cancer Hybrid Membrane-Camouflaged Melanin Nanoparticles for Enhancing
Photothermal Therapy Efficacy in Tumors. Biomaterials 192, 292–308. doi:10.
1016/j.biomaterials.2018.11.021

Li, H., Jia, Y., Peng, H., and Li, J. (2018). Recent Developments in Dopamine-Based
Materials for Cancer Diagnosis and Therapy. Adv. Colloid Interf. Sci. 252, 1–20.
doi:10.1016/j.cis.2018.01.001

Li, S.-Y., Cheng, H., Xie, B.-R., Qiu, W.-X., Zeng, J.-Y., Li, C.-X., et al. (2017).
Cancer Cell Membrane Camouflaged Cascade Bioreactor for Cancer Targeted
Starvation and Photodynamic Therapy. Acs Nano 11 (7), 7006–7018. doi:10.
1021/acsnano.7b02533

Liang, J., Zhang, X. L., Yuan, J. W., Zhang, H. R., Liu, D., Hao, J., et al. (2019).
Cucurbitacin B Inhibits the Migration and Invasion of Breast Cancer Cells by
Altering the Biomechanical Properties of Cells. Phytotherapy Res. 33 (3),
618–630. doi:10.1002/ptr.6250

Lin, H., Wang, X., Yu, L., Chen, Y., and Shi, J. (2017). Two-Dimensional Ultrathin
MXene Ceramic Nanosheets for Photothermal Conversion. Nano Lett. 17 (1),
384–391. doi:10.1021/acs.nanolett.6b04339

Liu, Y., Ai, K., Liu, J., Deng, M., He, Y., and Lu, L. (2013). Dopamine-melanin Colloidal
Nanospheres: an EfficientNear-Infrared Photothermal Therapeutic Agent for InVivo
Cancer Therapy. Adv. Mater. 25 (9), 1353–1359. doi:10.1002/adma.201204683

Luo, W.-W., Zhao, W.-W., Lu, J.-J., Wang, Y.-T., and Chen, X.-P. (2018).
Cucurbitacin B Suppresses Metastasis Mediated by Reactive Oxygen Species

(ROS) via Focal Adhesion Kinase (FAK) in Breast Cancer MDA-MB-231 Cells.
Chin. J. Nat. Medicines 16 (1), 10–19. doi:10.1016/s1875-5364(18)30025-6

Min, H., Wang, J., Qi, Y., Zhang, Y., Han, X., Xu, Y., et al. (2019). Biomimetic
Metal-Organic Framework Nanoparticles for Cooperative Combination of
Antiangiogenesis and Photodynamic Therapy for Enhanced Efficacy. Adv.
Mater. 31 (15), 1808200. doi:10.1002/adma.201808200

Mohamed, M., Abu Lila, A. S., Shimizu, T., Alaaeldin, E., Hussein, A., Sarhan, H.
A., et al. (2019). PEGylated Liposomes: Immunological Responses. Sci. Tech.
Adv. Mater. 20 (1), 710–724. doi:10.1080/14686996.2019.1627174

Neun, B., Barenholz, Y., Szebeni, J., and Dobrovolskaia, M. (2018). Understanding
the Role of Anti-PEG Antibodies in the Complement Activation by Doxil In
Vitro. Molecules 23 (7), 1700. doi:10.3390/molecules23071700

Rao, L., Bu, L. L., Cai, B., Xu, J. H., Li, A., Zhang, W. F., et al. (2016). Cancer Cell
Membrane-Coated Upconversion Nanoprobes for Highly Specific Tumor
Imaging. Adv. Mater. 28 (18), 3460–3466. doi:10.1002/adma.201506086

Schlaepfer, D. D., Mitra, S. K., and Ilic, D. (2004). Control of Motile and Invasive
Cell Phenotypes by Focal Adhesion Kinase. Biochim. Biophys. Acta (Bba) - Mol.
Cel Res. 1692 (2-3), 77–102. doi:10.1016/j.bbamcr.2004.04.008

Shi, J., Kantoff, P. W., Wooster, R., and Farokhzad, O. C. (2017). Cancer
Nanomedicine: Progress, Challenges and Opportunities. Nat. Rev. Cancer 17
(1), 20–37. doi:10.1038/nrc.2016.108

Siegel, R. L., Miller, K. D., and Jemal, A. (2019). Cancer Statistics, 2019. CA A.
Cancer J. Clin. 69 (1), 7–34. doi:10.3322/caac.21551

Sinha, S., Khan, S., Shukla, S., Lakra, A. D., Kumar, S., Das, G., et al. (2016).
Cucurbitacin B Inhibits Breast Cancer Metastasis and Angiogenesis
through VEGF-Mediated Suppression of FAK/MMP-9 Signaling axis.
Int. J. Biochem. Cel Biol. 77 (Pt A), 41–56. doi:10.1016/j.biocel.2016.05.014

Sung, H., Ferlay, J., Siegel, R. L., Laversanne, M., Soerjomataram, I., Jemal, A.,
et al. (2021). Global Cancer Statistics 2020: GLOBOCAN Estimates of
Incidence and Mortality Worldwide for 36 Cancers in 185 Countries. CA A.
Cancer J. Clin. 71 (3), 209–249. doi:10.3322/caac.21660

Tang, J., Shen, D., Caranasos, T. G., Wang, Z., Vandergriff, A. C., Allen, T. A.,
et al. (2017). Therapeutic Microparticles Functionalized with Biomimetic
Cardiac Stem Cell Membranes and Secretome. Nat. Commun. 8, 13724.
doi:10.1038/ncomms13724

Wang, H., Chen, Q., and Zhou, S. (2018). Carbon-based Hybrid Nanogels: a
Synergistic Nanoplatform for Combined Biosensing, Bioimaging, and
Responsive Drug Delivery. Chem. Soc. Rev. 47 (11), 4198–4232. doi:10.
1039/c7cs00399d

Zeng, J., Goldfeld, D., and Xia, Y. (2013). A Plasmon-Assisted Optofluidic
(PAOF) System for Measuring the Photothermal Conversion Efficiencies of
Gold Nanostructures and Controlling an Electrical Switch. Angew. Chem.
Int. Ed. 52 (15), 4169–4173. doi:10.1002/anie.201210359

Zhang, M., Wu, F., Wang, W., Shen, J., Zhou, N., and Wu, C. (2019).
Multifunctional Nanocomposites for Targeted, Photothermal, and
Chemotherapy. Chem. Mater. 31 (6), 1847–1859. doi:10.1021/acs.
chemmater.8b00934

Zhen, X., Cheng, P., and Pu, K. (2019). Recent Advances in Cell Membrane-
Camouflaged Nanoparticles for Cancer PhototherapyARTN. Small 15 (1),
e1804105. doi:10.1002/smll.201804105

Conflict of Interest: The authors declare that the research was conducted in the
absence of any commercial or financial relationships that could be construed as a
potential conflict of interest.

Publisher’s Note: All claims expressed in this article are solely those of the authors
and do not necessarily represent those of their affiliated organizations, or those of
the publisher, the editors and the reviewers. Any product that may be evaluated in
this article, or claim that may be made by its manufacturer, is not guaranteed or
endorsed by the publisher.

Copyright © 2022 Leng, Dai, Cheng, Zhou, Wang, Zhao, Ma, Cui, Wang and Guo.
This is an open-access article distributed under the terms of the Creative Commons
Attribution License (CC BY). The use, distribution or reproduction in other forums is
permitted, provided the original author(s) and the copyright owner(s) are credited
and that the original publication in this journal is cited, in accordance with accepted
academic practice. No use, distribution or reproduction is permitted which does not
comply with these terms.

Frontiers in Bioengineering and Biotechnology | www.frontiersin.org February 2022 | Volume 10 | Article 84118612

Leng et al. Biomimetic Nanoparticles for Chemo-Photothermal Therapy

https://doi.org/10.1016/j.cej.2019.01.072
https://doi.org/10.1142/S0192415X15500755
https://doi.org/10.1021/acsami.6b13150
https://doi.org/10.1039/b418841c
https://doi.org/10.1016/j.biomaterials.2016.08.022
https://doi.org/10.1097/CAD.0b013e3283541384
https://doi.org/10.1124/mi.7.3.6
https://doi.org/10.1080/21691401.2018.1457039
https://doi.org/10.1016/j.biomaterials.2017.02.041
https://doi.org/10.1016/j.biomaterials.2017.02.041
https://doi.org/10.1016/j.nantod.2018.02.010
https://doi.org/10.1016/j.addr.2018.07.007
https://doi.org/10.18632/oncotarget.1743
https://doi.org/10.2217/Nnm.13.49
https://doi.org/10.1016/j.biomaterials.2018.11.021
https://doi.org/10.1016/j.biomaterials.2018.11.021
https://doi.org/10.1016/j.cis.2018.01.001
https://doi.org/10.1021/acsnano.7b02533
https://doi.org/10.1021/acsnano.7b02533
https://doi.org/10.1002/ptr.6250
https://doi.org/10.1021/acs.nanolett.6b04339
https://doi.org/10.1002/adma.201204683
https://doi.org/10.1016/s1875-5364(18)30025-6
https://doi.org/10.1002/adma.201808200
https://doi.org/10.1080/14686996.2019.1627174
https://doi.org/10.3390/molecules23071700
https://doi.org/10.1002/adma.201506086
https://doi.org/10.1016/j.bbamcr.2004.04.008
https://doi.org/10.1038/nrc.2016.108
https://doi.org/10.3322/caac.21551
https://doi.org/10.1016/j.biocel.2016.05.014
https://doi.org/10.3322/caac.21660
https://doi.org/10.1038/ncomms13724
https://doi.org/10.1039/c7cs00399d
https://doi.org/10.1039/c7cs00399d
https://doi.org/10.1002/anie.201210359
https://doi.org/10.1021/acs.chemmater.8b00934
https://doi.org/10.1021/acs.chemmater.8b00934
https://doi.org/10.1002/smll.201804105
https://creativecommons.org/licenses/by/4.0/
https://creativecommons.org/licenses/by/4.0/
https://www.frontiersin.org/journals/bioengineering-and-biotechnology
www.frontiersin.org
https://www.frontiersin.org/journals/bioengineering-and-biotechnology#articles

	Biomimetic Cucurbitacin B-Polydopamine Nanoparticles for Synergistic Chemo-Photothermal Therapy of Breast Cancer
	1 Introduction
	2 Materials and Methods
	2.1 Materials
	2.2 Cell Culture
	2.3 Preparation of PDA@MB
	2.3.1 Synthesis of Polydopamine
	2.3.2 Preparation of 4T1 Cell Membrane Derivation
	2.3.3 Preparation of PDA@MB

	2.4 Characterization
	2.5 Protein Dection of PDA@MB
	2.6 In Vitro Drug Release
	2.7 Photothermal Performance Measurement of PDA@MB
	2.8 Toxicity and Hemolysis Assay
	2.9 Detection of Intracellular ROS
	2.10 Western Blotting Analysis
	2.11 Cellular Uptake Assay
	2.12 In Vitro Anti-Tumor Studies
	2.13 Animal Model
	2.14 In Vivo Combination Therapy Effect
	2.15 Blood Biochemical Analysis and Histopathological Examination
	2.16 Statistical Analysis

	3 Results and Discussion
	3.1 Synthesis and Characterization of PDA@MB
	3.2 Photothermal Performance of the PDA@MB
	3.3 In Vitro Cellular Uptake in 4T1 Cells and RAW264.7 Cells
	3.4 Cellular ROS Assessment and Western Blotting
	3.5 In Vitro Anti-Tumor Effect of PDA@MB
	3.6 In Vivo Combined Anti-Tumor Effect of PDA@MB
	3.7 Toxicology Analysis

	4 Conclusion
	Data Availability Statement
	Ethics Statement
	Author Contributions
	Funding
	Supplementary Material
	References


