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Abstract: Multidrug resistance (MDR) is a key factor in chemotherapy failure and tumor recurrence.
The inhibition of drug efflux and autophagy play important roles in MDR therapy. Herein, a multifunc-
tional delivery system (HA-MIL-125@DVMA) was prepared for synergistically reverse tumor MDR.
Tumor-targeted hollow MIL-125-Ti nanoparticles were used to load the doxorubicin-vitamin E succi-
nate (DV) prodrug and 3-methyladenine (3-MA) to enhance reverse MDR effects. The pH-sensitive
DV can kill tumor cells and inhibit P-gp-mediated drug efflux, and 3-MA can inhibit autophagy.
HA-MIL-125@DVMA had uniformly distributed particle size and high drug-load content. The
nanoparticles could effectively release the drugs into tumor microenvironment due to the rapid
hydrazone bond-breaking under low pH conditions, resulting in a high cumulative release rate. In
in vitro cellular experiments, the accumulation of HA-MIL-125@DVMA and HA-MIL-125@DV in
MCEF-7/ADR cells was significantly higher than that in the control groups. Moreover, the nanopar-
ticles significantly inhibited drug efflux in the cells, ensuring the accumulation of the drugs in cell
cytoplasm and causing drug-resistant cells’ death. Importantly, HA-MIL-125@DVMA effectively
inhibited tumor growth without changes in body weight in tumor-bearing mice. In summary, the
combination of the acid-sensitive prodrug DV and autophagy inhibitor 3-MA in a HA-MIL-125
nanocarrier can enhance the antitumor effect and reverse tumor MDR.

Keywords: hyaluronic acid; metal-organic framework; multidrug resistance; doxorubicin;
3-methyladenine

1. Introduction

Anticancer drugs, such as doxorubicin (DOX) and paclitaxel, are widely used to kill
cancer cells in current clinical treatments, but cancer cells will develop a certain resistance
to the drugs with the progression of time including a variety of anticancer drugs, which
is called tumor multidrug resistance (MDR) [1-4]. MDR is a key factor in chemother-
apy failure and tumor recurrence. The abnormal expression of ABC (ATP-binding cas-
sette) [5-7] transporters is a significant cause of MDR produced by cancer cells, including
P-glycoprotein (P-gp) [8-10], breast cancer drug resistance protein (BCRP) [11], multidrug
resistance-associated protein (MRP) [12], etc. Among them, P-glycoprotein (P-gp) is the
most representative member of the ABC transporter family, which is encoded by the MDR1
gene [13] and overexpressed in a variety of tumor-resistant strains. The two structurally
transmembrane-binding domains of P-gp can bind to drugs, pump them out of the cells,
and maintain low drug concentrations within the cell, resulting in MDR [14,15]. Many
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studies have shown that vitamin E and its derivative (such as vitamin E succinate (VES))
have safe and efficient anticancer activity and can reverse tumor MDR by inhibiting the
activity of ATPase to prevent the efflux effect of P-gp against drugs in order to increase the
accumulation of drugs in cells [16,17].

Nanocarriers have been widely studied in reversing tumor MDR [18,19]. They could
effectively downregulate the expression of P-gp and enhance intracellular accumulation,
leading to improve the therapeutic efficacy [20]. Among them, metal-organic framework
nanoparticles (MOF NPs) are porous materials that have emerged in recent years. They
are very regular porous skeleton structures formed by the self-assembly of metal ions
and organic ligands [21,22], and have been widely used in catalysis [23], storage [24-26],
adsorption [27-29], separation [30,31], biomedicine [32], etc. Compared with other drug
carriers, MOF NP materials show irreplaceable advantages due to their large specific sur-
face area, high porosity and easy modification [33-35]. For MDR, MOF NPs have been
utilized to treat bacterial multidrug resistance induced by the abuse of traditional antibi-
otics [36], as well as cancer multidrug resistance caused by chemotherapy medicines [37,38].
Among the reported MOF NPs, MIL-125 MOF NPs, formed by a titanium ion group, are
excellent representatives, but they lack active targeting and only rely on passive targeting
by the enhanced permeability and retention effect (EPR effect) [39-43]. This affects the
accumulation of drugs in the tumor site to a certain extent. Therefore, the introduction
of special molecules on the surface of MIL-125 for chemical modification can achieve the
active targeting of tumors [44].

In addition, autophagy is a method for cells to maintain the stability of their intracellu-
lar environment by decomposing deformed, damaged and non-functional proteins and cell
structures via lysosomes to reduce nutritional stress when exposed to adverse situations
such as starvation and hypoxia [45,46]. Autophagy assists tumor cells in rapidly adapting
to external influences, increasing the cells resistance to treatment, and plays a crucial role
in the process of MDR [47]. The inhibition of autophagy can significantly increase drug
sensitivity and induce the apoptosis of tumor cells [48]. 3-methyladenine (3-MA) acts on
the PI3K/Akt/mTOR signaling pathway by inhibiting the activity of PI3K, which can
effectively inhibit autophagy and synergistically reverse tumor MDR [49,50]. In a previous
studies, we prepared hyaluronic acid (HA)-modified MOF NPs (HA-MIL-125) for efficient
drug delivery [51] and a DOX-VES (DV) prodrug containing a pH-sensitive hydrazone
bond for tumor MDR therapy [52]. Herein, HA-MIL-125 NPs were used as nanocarriers
to coload DV and 3-MA (HA-MIL-125@DVMA) to synergistically reverse tumor MDR by
inhibiting P-gp efflux and autophagy. The pharmaceutical properties, in vitro cytotoxic-
ity and uptake, drug efflux and in vivo antitumor effects were investigated to verify the
MDR reversal effect. The excellent reversal effect of MDR makes HA-MIL-125@DVMA a
promising nanomedicine for cancer therapy, and this study might offer a new strategy by
the combination of the inhibition of autophagy and MOF NPs to jointly improve the effect
of reversing MDR.

2. Experimental Section
2.1. Materials

3-methyladenine (3-MA, >99%), ethyl acetate (>99.5%), cyclohexane (>99.5%),
dichloromethane (>99.5%) and anhydrous sodium sulfate were all purchased from
Sinopharm Chemical Reagent. Vitamin E succinate (VES), tert-butyl carbazate and tri-
fluoroacetic acid (TFA) were ordered from Sigma-Aldrich (St. Louis, MI, USA). The reagent
1-(3-dimethylaminopropyl)-3-ethylcarbodiimide hydrochloride (EDC) was provided from
Shanghai Aladdin Bio-Chem Technology Co., Ltd. (Shanghai, China). Hyaluronic acid
(HA, Mw: 10,000 Da, >99%) was ordered from Bloomage Biotechnology Corporation
Limited (Jinan, China). Doxorubicin hydrochloride (DOX) was purchased from Dalian
Meilune Biotech Co., Ltd. (Dalian, China). All reagents were used as received without
further purification.
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2.2. Cell Cultures and Animal Models

Human breast carcinoma cells (MCF-7) and Human breast cancer doxorubicin-resistant
cells (MCF-7/ADR) were provided by Chinese Academy of Sciences (Shanghai, China) and
Shanghai Gefan Biotechnology Co., Ltd. (Shanghai, China), respectively. MCF-7 cells were
cultured in DMEM with 10% of FBS, 100 mg/mL streptomycin sulfate and 100 U/mL peni-
cillin G sodium. MCF-7/ADR cells were maintained in DMEM supplemented with 10% of
FBS, 100 mg/mL streptomycin sulfate, 100 U/mL penicillin G sodium and 500 ng/mL
doxorubicin hydrochloride. Female BALB/c nude mice (6 weeks of age) were obtained
from Shanghai SLAC laboratory animal Co., Ltd. (Shanghai, China). All animal procedures
were carried out following the protocol approved by the Animal Study Committee of
Jiangnan University (JN. No20190315n0720515[23]).

2.3. Preparation of HA-MIL-125@DVMA

DV was synthesized following the method previously reported [52]. The preparation
method of co-encapsulated DV and 3-MA nanoparticles was as follows: 20.0 mg DV and
20.0 mg 3-MA were dissolved in 10 mL anhydrous N,N’-dimethylformamide (DMF), in
which 30 mg of HA-MIL-125 was dispersed. The mixture was stirred for 24 h at room
temperature, protected from light, centrifuged (10,000 r/min, 10 min), and washed with
deionized water three times to remove the residual organic solvent. Finally, drug-loaded
MOF nanoparticles (named HA-MIL-125@DVMA) were obtained. The control groups con-
sisting of HA-MIL-125@DV and HA-MIL-125@DOX were prepared with the same method.

2.4. Characterization of the Nanoparticles

The average particle size, polydispersity coefficient (PDI) and zeta potential of
HA-MIL-125@DVMA, HA-MIL-125@DV and HA-MIL-125@DOX were measured by dy-
namic light scattering (DLS, Zetasizer Nano ZS apparatus, Malvern, UK). Their morphology
was observed using a scanning electron microscope (SEM, SU1510, Hitachi, Japan) and
transmission electron microscope (TEM, JEM-2100, JEOL, Tokyo, Japan).

2.5. Determination of Drug Loading Content

The standard curve of DOX was determined using a ultraviolet and visible spec-
trophotometer (UV-vis, UV-2550, Shimadzu, Kyoto, Japan) at 479 nm. The drug-loading
content (DC) of the nanoparticles was also determined by UV-vis. DOX and HA-MIL-125
were dissolved in DMF, and the solution was then added into water under sonication.
The obtained solution was dialyzed against water until the water outside of the dialysis
tube exhibited the negligible UV absorption of DOX. The drug-loaded nanoparticles were
obtained by the overnight lyophilization of the dialysate. The formula for calculating the
drug loading of the drug-carrying nanoparticles is as follows:

We

D) = Wer Wm

100 1)
where We is the amount of DOX encapsulated in nanoparticles, and Wm is the amount of
the nanoparticles.

2.6. In Vitro Drug Release

The in vitro drug release was investigated by dialysis. 2.0 mL of DOX-containing
nanoparticles was added to the dialysis bag (MWCO: 3500 Da) that was placed in 20 mL
PBS solution (pH 5.0 or 7.4, 0.1 M) and kept in a shaker at 37 °C, 100 rpm/min. 1.0 mL
of sample was extracted at a specific time point, and the same volume of fresh PBS was
supplemented to maintain the release system. The concentration of DOX was determined
and calculated as follows:
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where Er(%) denotes the drug’s cumulative release, Vy is the total volume of PBS, C, is the
DOX concentration at the nth sampling, V. is the volume of each sample, and mpox is the
entire mass of DOX contained in the nanoparticle.

2.7. In Vitro Cytotoxicity Tests

In this experiment, the cytotoxicity of the blank and drug-loaded nanoparticles was
detected using MCF-7 and MCF-7/ADR cells. Cells were seeded in 96-well plates at
a density of 6 x 103 cells/well, allowing cells to adhere and grow for 24 h. Then, the
old medium was removed with a pipette gun, and new medium containing different
concentrations of blank nanocarriers and drug-loaded nanoparticles were added. After
incubation for 48 h, 100 L of an MTT solution (0.5 mg/mL) was added to each well for 4 h.
Finally, DMSO was added to measure the absorbance at 570 nm to determine cell viability
and ICyg values.

Cell viability (%) = % x 100 ©)]
8

where Eg and Cg represent the absorbance with and without sample treatment, respectively.

2.8. In Vitro Cellular Uptake Assays
2.8.1. Qualitative Observation

The uptake of HA-MIL-125@DVMA, HA-MIL-125@DV, HA-MIL-125@DOX and free
DOX by MCF-7 and MCEF-7/ADR cells was qualitatively observed by confocal laser scan-
ning microscopy (CLSM, ECLIPSE Ti2, Nikon, Tokyo, Japan). The cells were incubated in
laser confocal dishes at a density of 1 x 10° cells/dish for 24 h. 2 mL of medium containing
various formulations (5.0 pg/mL of DOX) was incubated for different times. Then, the cells
were washed with PBS at pH 7.4 and fixed with 200 uL of 4% paraformaldehyde solution
for 15 min, followed by staining with 200 pL DAPI for 20 min for nuclei visualization.
Finally, they were washed three times with PBS to remove the residual DAPI and 300 pL of
PBS was added to each dish for observation by CLSM.

2.8.2. Quantitative Analysis by Flow Cytometry

MCF-7 and MCF-7/ADR cells were seeded at a density of 4 x 10° cells/well in 6-well
plates and cultured for 24 h to grow adherently. The old medium was removed with a
pipette, and 2 mL of new medium containing HA-MIL-125@DVMA, HA-MIL-125@DV, HA-
MIL-125@DOX and free DOX (5.0 ug/mL of DOX) was added for incubation at different
times. After incubation, the cells were washed with PBS and collected by centrifugation
(3000 rpm, 5 min) for analysis by flow cytometry (Becton Dickinson FACSCalibur, Franklin
Lakes, NJ, USA).

2.9. Drug Uptake and Efflux Experiments

The uptake and efflux of drug-loaded nanoparticles and free DOX by MCF-7/ADR
cells were quantitatively determined by flow cytometry. MCF-7/ADR cells were seeded
in a six-well plate at a density of 1 x 10° cells/well and allowed to develop naturally for
24 h. Then, each dish was treated with 2 mL of media containing different formulations
(5.0 pg/mL of DOX) for 12 h. After that, the incubation process was then continued with
drug-free media for an additional 4 h. Lastly, the cells were washed by cold PBS three times,
and 0.5 mL PBS was used to suspend the cells before the flow cytometry test.

2.10. In Vivo Antitumor Activity Studies

A tumor-bearing animal model was established by the subcutaneous injection of
100 pL of serum-free medium containing 1 x 107 MCF-7/ADR cells into the abdomen.



J. Funct. Biomater. 2023, 14, 546

50f13

Subsequently, the volume of the tumor was measured every day, and when the tumor
volume grew to 50~100 mm?3, the administration was started. The mice were divided into
4 groups: control, free DOX, HA-MIL-125@DV and HA-MIL-125@DVMA. On day 1, 3, 5
and 7, mice were injected with the corresponding preparation (10 mg/kg, 200 uL/pcs) by
tail vein, and normal saline was used as the control. After administration, the animals’
weight as well as tumor volume were recorded every day. The mice were sacrificed on day
10 following administration, and subcutaneous tumors were isolated and weighed. The
tumor volume (mm?) was calculated as follows:

2
Tumor volume = % (4)

where L and W are tumor’s long diameter and short diameter, respectively.

2.11. Pathological Examination

Hematoxylin and eosin (H&E) staining was adopted to further evaluate antitumor
effects and toxicity of the nanoparticles in various organs. The samples were fixed with a
4% formaldehyde solution, stained and cut into 10 um of slices. Finally, all specimens were
observed by brightfield microscopy (IX73, Olympus, Tokyo, Japan).

2.12. Statistical Analysis

The results obtained were analyzed using a one-tailed Student’s t-test (SPSS, Chicago,
IL, USA). All data are presented as the mean =+ standard deviation (SD), and p values <0.05
were considered statistically significant.

3. Results and Discussion
3.1. Characterization of the Nanoparticles

The particle size and zeta potential of the drug-loaded nanoparticles are displayed in
Table 1. The particle size of all nanoparticles was uniform and around 200 nm with negative
charges. HA-MIL-125@DVMA showed a narrow range of size distribution (Figure 1A), and
flat and spherical morphology (Figure 1B). In addition, HA-MIL-125@DVMA, HA-MIL-
125@DV and HA-MIL-125@DOX all showed a high drug-loading content (Table 1), and
it was speculated that the interaction between the drugs and HA-MIL-125 promoted the
drug-loading effect.

Table 1. Drug-loading content (DC), sizes and zeta potentials of the nanoparticles.

DC/% Size/nm PDI Zeta Potential/mV
HA-MIL-125@DVMA 31.24+21 209.4 + 3.5 0.231 + 0.027 —9.31 4+ 0.62
HA-MIL-125@DV 30.7+1.3 2173 +2.8 0.326 + 0.062 —8.73 +0.43
HA-MIL-125@DOX 321+1.6 212.7 +£1.9 0.247 4+ 0.052 —8.45 £+ 0.57

3.2. In Vitro Drug Release

The drug release behavior of HA-MIL-125@DVMA was studied by mimicking the
tumor lysosomal environment (pH 5.0) and normal physiological environment (pH 7.4),
respectively. As shown in Figure 2, both DV and 3-MA showed a significant pH-sensitive
release behavior. As for DOX released from DV, the total drug-release amount was about
35% (0.42 mg) at pH 7.4 at 48 h, while it was more than 85% (1 mg) at pH 5.0, which is
significant difference (p < 0.001). This might be because the hydrazone bond in DV is
pH-sensitive and can rapidly dissolve in acidic environment to release DOX. Additionally,
the cumulative release of 3-MA at pH 5.0 and pH 7.4 was 74.73% (0.89 mg) and 55.35%
(0.66 mg) at 48 h, respectively. This showed that the nanoparticles can effectively release
3-MA in tumor cells to assist in reversing MDR. In summary, HA-MIL-125@DVMA can
rapidly release the drugs in the tumor microenvironment, which has a synergistic effect.
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Figure 1. Size distribution (A) and SEM image (B) of HA-MIL-125@DVMA NPs.
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Figure 2. In vitro drug-release profiles of (A) DV and (B) 3-MA from HA-MIL-125@DVMA at pH 5.0
and pH 7.4. The data are presented as the mean + SD, n = 3.

3.3. In Vitro Cytotoxicity

The loading concentration of 3-MA was first screened by its cytotoxicity in MCF-7/ ADR
cells. As shown in Figure 3A, the MCF-7/ADR cell survival rate decreased as the concen-
tration of 3-MA increased. But when the concentration was higher than 5 g/mL, the falling
rate tended to be flat. Thus, 5 g/mL was chosen for 3-MA loading.

The cytotoxicity of blank HA-MIL-125 and drug-loaded nanoparticles in MCE-7 and
MCE-7/ADR cells was also determined by the MTT method. As shown in Figure 3B,
the cell viability of blank HA-MIL-125 nanoparticles in both cells exceeded 90% even
at high concentrations (400 g/mL), demonstrating the low toxicity and good safety of
HA-MIL-125. The cytotoxicity results of drug-loaded nanoparticles and free DOX were
tested in MCF-7 cells. As shown in Figure 3C, the cytotoxicity of HA-MIL-125@DVMA,
HA-MIL-125@DV and HA-MIL-125@DOX was significantly higher than that of free DOX
(p < 0.001). The reason might be that HA modified on the nanoparticle surface exerts a
good active targeting effect, which is specifically recognized, binds to CD44 receptors and
then is taken up into the cells. However, the cytotoxicity of HA-MIL-125@DVMA (IC50
value of 0.36 £ 0.03 pg/mL) and HA-MIL-125@DV (IC50 value of 0.72 & 0.05 ng/mL) was
stronger than that of HA-MIL-125@DOX (IC50 value of 0.91 & 0.08 pug/mL) because DV
can be rapidly broken down under acidic conditions in the tumor to release DOX and

VES, resulting in the synergistic killing of tumor cells. Furthermore, in MCF-7/ADR cells
(Figure 3D), although HA-MIL-125@DOX was more cytotoxic than free DOX (p < 0.001), the
IC50 values of both were high (22.36 + 1.07 ng/mL and 25.93 & 0.95 ug/mL, respectively),
indicating that MCF-7/ADR cells were highly resistant to DOX, even if the drug was
encapsulated in nanoparticles. However, the cytotoxicity of HA-MIL-125@DVMA (IC50
value of 4.46 £ 0.37 ug/mL) and HA-MIL-125@DV (IC50 value of 6.65 £ 0.51 pug/mL) was
significantly greater than that of free DOX and HA-MIL-125@DOX p < 0.001). In addition to
the active uptake of the nanoparticles into the cell, the released VES in cytoplasm affected
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the efflux function of P-gp, so DOX accumulated rapidly in the cell, resulting in the reversal
of tumor MDR. Obviously, HA-MIL-125@DVMA had the most obvious effect of tumor
MBDR reversal (p < 0.001) because 3-MA can inhibit the autophagy of tumor cells, exerting
the synergistic reversal of tumor MDR.

100 B
[ free 3-MA [ HA-MIL-125@3-MA

MEIMcF-7  [WE]MCF-7/ADR

0.1 1 5

o — L

15 10 25 50 100 200 300 400
Concentration (pg/mL)

Cell viability(%)
!
Cell viability (%)
1

Concentration (ug/mL)
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Figure 3. (A) Screening of 3-MA concentration using MCF-7/ADR cells. (B) The cytotoxicity of
blank HA-MIL-125 nanoparticles against MCE-7 and MCE-7/ADR cells. The cytotoxicity of free DOX
and drug-loaded NPs against (C) MCF-7 and (D) MCF-7/ADR cells. The data are presented as the
mean + SD, n = 3, (***) p < 0.001.

3.4. In Vitro Cellular Uptake
3.4.1. CLSM Observation

The internalization of HA-MIL-125@DVMA, HA-MIL-125@DV, HA-MIL-125@DOX
and free DOX in MCF-7 and MCF-7/ADR cells was observed by CLSM. As shown in
Figure 4A, the fluorescence intensity of all groups gradually increased with the extension
of time in MCF-7 cells. At 2 h, free DOX was basically concentrated in the cytoplasm
and nucleus because of the passive diffusion effect. It was worth noting that although
the endocytosis of the nanoparticles and the hydrolysis of the prodrug required a certain
amount of time, the fluorescence intensity of the drug-loaded nanoparticle groups was
stronger than that of the free DOX group, which was mainly attributed to the active
targeting function of HA. At 4 h, most of the DOX in each group was concentrated in the
nucleus region, and the fluorescence intensity of HA-MIL-125@DVMA was the strongest,
which was consistent with the cytotoxicity results.

The cellular uptake of MCF-7/ADR cells at 12 h and 24 h is shown in Figure 4B. The
DOX of each group was mainly distributed in the cytoplasm at 12 h, but the fluorescence
intensity of the free DOX group was the weakest, resulting from the P-gp efflux pump.
Although HA-MIL-125@DOX can actively bind to CD44 receptors to be taken up into
the cells to avoid efflux, HA-MIL-125@DVMA and HA-MIL-125@DV, both containing
VES, presented the highest fluorescence intensity. The hydrolysis of the DV prodrug
produced VES, which protected DOX from being pushed out by the P-gp efflux. Therefore,
the fluorescence intensities of the HA-MIL-125@DVMA and HA-MIL-125@DV groups
were further strengthened at 24 h and gathered around the nuclei. Of course, HA-MIL-
125@DVMA had the strongest fluorescence intensity at different times because of the
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addition of 3-MA. With the long-term use of chemotherapy drugs, the intracellular proteins
in tumor cells are prone to misfolding, but autophagy can effectively remove the wrong
proteins and provide raw materials for its biological processes to promote the development
of drug resistance in cells. 3-MA can effectively reverse tumor MDR by inhibiting autophagy
and increase the intracellular accumulation of chemotherapeutic drugs.

A

DOX HA-MIL-125@DOX  HA-MIL-125@DV HA-MIL-125@DVMA

HA-MIL-125@DV HA-MIL-125@DVMA

B DOX HA-MIL-125@DOX

12h

24 h

20 pm x 20 pnrf

Figure 4. CLSM images of (A) MCE-7 cells and (B) MCF-7/ADR cells incubated with HA-MIL-
125@DVMA, HA-MIL-125@DV, HA-MIL-125@DOX and free DOX at different times, showing DOX
(red) and DAPI-stained nucleus (blue). The scale bar is 20 um.

3.4.2. Flow Cytometry Test

The cellular uptakes of different formulations by MCF-7 and MCF-7/ADR cells were
quantitatively detected by flow cytometry. As shown in Figure 5, the uptake of DOX in
both cells was a time dependent pattern. The uptake of drug-loaded nanoparticles in
MCEF-7 cells was significantly higher than that of free DOX, which resulted from CD44
receptor mediated endocytosis. It was worth noting that the cellular uptake of HA-MIL-
125@DVMA was significantly higher than that of HA-MIL-125@DV (p < 0.001), which
was consistent with the above results, indicating that 3-MA also had certain antitumor
effect on non-drug-resistant tumor cells. Furthermore, the cellular uptakes of HA-MIL-
125@DVMA and HA-MIL-125@DV nanoparticles were significantly higher than that of free
DOX and HA-MIL-125@DOX at 12 h or 24 h, and the average fluorescence intensity of HA-
MIL-125@DVMA nanoparticles was significantly stronger than that of HA-MIL-125@DV
nanoparticles (p < 0.001). The result suggested that the efflux pump can pump DOX out
of the cell, and VES which was released from pH-sensitive prodrugs can block P-gp effect
for increasing the intracellular accumulation of DOX, meanwhile, 3-MA efficiently and
synergistically reversed tumor MDR by inhibiting tumor autophagy.
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Figure 5. The fluorescence intensities of drug-loaded nanoparticles and free DOX in (A) MCF-7
and (B) MCF-7/ADR cells at different times. The data are presented as the mean + SD, n = 3,
(***) p <0.001.

3.5. Drug Efflux Assay

The uptake and efflux of HA-MIL-125@DVMA, HA-MIL-125@DV, HA-MIL-125@DOX,
and free DOX in MCF-7/ADR cells were quantitatively detected by flow cytometry. As
shown in Figure 6, HA-MIL-125@DVMA and HA-MIL-125@DV nanoparticles significantly
reduced efflux after uptake compared to HA-MIL-125@DOX and free DOX (p < 0.001).
Obviously, the efflux rate of free DOX was about 40%, while HA-MIL-125@DVMA had
the lowest efflux rate, with no more than 7% (p < 0.001). Moreover, the efflux rate of
HA-MIL-125@DV was about 11%, which was higher than MIL-125@DVMA (p < 0.01). It
can be inferred that the combination of DV and 3-MA can effectively prevent drug efflux
for the synergistic reversal of tumor MDR.
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Figure 6. (A) The uptake and efflux and (B) efflux rate of drug-loaded nanoparticles and free DOX in
MCF-7/ADR cells. The data are presented as the mean + SD, n = 3, (**) p < 0.01, (***) p < 0.001.

3.6. In Vivo Antitumor Activity

The tumor-targeting and antitumor effect of drug-loaded nanoparticles were evaluated
by in vivo MDR tumor-bearing experiments. The antitumor effect was reflected by the
changes in body weight and tumor volume. The tumor volume results from Figure 7A
showed that the normal saline solution increased rapidly, followed by the free DOX group,
while the tumor volume grew slowly in drug-loaded nanoparticle groups (p < 0.001), indi-
cating that the drug-loaded nanoparticles can significantly inhibit tumor growth. Among
them, HA-MIL-125@DVMA had the strongest inhibitory effect on tumors (p < 0.01), be-
cause 3-MA and the pH-sensitive DV prodrug exerted an efficient synergistic antitumor
effect. Moreover, as shown in Figure 7B, the body weight of mice in the free DOX group
decreased significantly (p < 0.001), while there was no significant difference in the drug-
loaded nanoparticle groups and normal saline solution (p > 0.05). These results showed
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that HA-MIL-125 as nanocarriers for delivery of 3-MA and the DV prodrug can not only
effectively reverse tumor MDR but also alleviate the toxic side effects of DOX.
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Figure 7. In vivo antitumor effect of different formulations. (A) Tumor volume and (B) body-weight

changes of saline solution, free DOX, HA-MIL-125@DV and HA-MIL-125@DVMA. The data are
presented as the mean & SD, n =5, (**) p < 0.01, (***) p < 0.001.

Furthermore, the toxicity of HA-MIL-125@DVMA on various organs was evaluated by
hematoxylin and eosin (H&E) staining. As shown in Figure 8, HA-MIL-125@DVMA had a
severe necrosis effect on the tumors, indicating that the drugs can effectively accumulate at
the tumor site to inhibit tumor growth. Compared to the significant damage of free DOX
group, there was no obvious necrosis in the heart of the nanoparticle groups, which showed

that the pH-sensitive DV prodrug that was encapsulated in HA-MIL-125nanoparticles can
reduce the side effects of DOX.

saline solution free DOX HA-MIL-125@DV HA-MIL-125@DVMA

tumo

liver

spleen §

lung

Figure 8. H&E staining images of different organs and tumors for saline solution, free DOX,
HA-MIL-125@DV and HA-MIL-125@DVMA. The scale is 50 pm.
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4. Conclusions

In summary, HA-MIL-125 was used to co-encapsulate a pH-sensitive DV prodrug and
the autophagy inhibitor 3-MA as a new nanoparticle system for the reversal of tumor MDR.
The preparation, formulation evaluation, cytotoxicity and uptake, antitumor effect and
pathological examination were evaluated. The results showed that HA-MIL-125@DVMA
nanoparticles were successfully prepared with good size and pH-sensitive release prop-
erties. DOX released from the nanoparticle was improved by 2.43 times in the tumor
microenvironment. In addition, HA-MIL-125@DVMA enhanced drug accumulation in
MCEF-7/ADR cells via receptor-mediated endocytosis for the effective killing of tumor cells,
resulting in reversing tumor MDR. HA-MIL-125@DVMA can inhibit DOX-resistant tumor
development and reduce the harmful side effect of DOX in vivo. Compared to free DOX,
the inhibition rate of HA-MIL-125@DVMA increased more than 3.5 times in the resistant
tumors. Therefore, by inhibiting autophagy and P-gp efflux in drug-resistant cells, the
tumor-targeting HA-MIL-125@DVMA nanoparticles presented a synergistic MDR reverse
effect and can be utilized as a novel pathway for tumor resistance treatment.

Author Contributions: Conceptualization, Q.G., Y.H. and L.Q.; methodology, ].L. and ].M.; validation,
W.C.; formal analysis, W.C.; investigation, ].M.; resources, M.Y.; data curation, M.Y.; writing—original
draft preparation, J.L.; writing—review and editing, Y.Y., Y.H. and L.Q.; visualization, Y.Y.; supervi-
sion, Y.H.; project administration, L.Q.; funding acquisition, L.Q. All authors have read and agreed to
the published version of the manuscript.

Funding: This work was funded by National Key Research and Development Program of China
(2021YFC2103100) and Wuxi Science and Technology Development Fund Project (K20221018).

Institutional Review Board Statement: The animal study protocol was approved by Jiangnan Uni-
versity Animal Laboratory Center. The experimental animal ethics review number of this experiment
is JN.N020190315n0720515[23].

Informed Consent Statement: Not applicable.
Data Availability Statement: Data are available on request from the corresponding author.

Conflicts of Interest: The authors declare no conflict of interest.

References

1.

10.

Ji, N.; Yang, Y.Q.; Cai, C.Y,; Lei, Z.N.; Wang, ].Q.; Gupta, P,; Shukla, S.; Ambudkar, S.V.; Kong, D.X.; Chen, Z.S. Selonsertib
(GS-4997), an ASK1 inhibitor, antagonizes multidrug resistance in ABCB1- and ABCG2-overexpressing cancer cells. Cancer Lett.
2019, 440—441, 82-93. [CrossRef] [PubMed]

Palko Eabuz, A.; Sroda Pomianek, K.; Wesotowska, O.; Kostrzewa Sustow, E.; Uryga, A.; Michalak, K. MDR reversal and
pro-apoptotic effects of statins and statins combined with flavonoids in colon cancer cells. Biomed. Pharmacother. 2019, 109,
1511-1522. [CrossRef]

Yang, Y.; Guan, D.; Lei, L.; Lu, J.; Liu, ].Q.; Yang, G.; Yan, C.; Zhai, R,; Tian, J.; Bi, Y.; et al. H6, a novel hederagenin derivative,
reverses multidrug resistance in vitro and in vivo. Toxicol. Appl. Pharmacol. 2018, 341, 98-105. [CrossRef] [PubMed]

Park, J.Y,; Lee, G.H.; Yoo, KH.; Khang, D. Overcoming multidrug-resistant lung cancer by mitochondrial-associated ATP
inhibition using nanodrugs. J. Nanobiotechnol. 2023, 21, 12. [CrossRef] [PubMed]

Ceballos, M.P; Rigalli, ].P; Ceré, L.I; Semeniuk, M.; Catania, V.A.; Ruiz, M.L. ABC Transporters: Regulation and Association with
Multidrug Resistance in Hepatocellular Carcinoma and Colorectal Carcinoma. Curr. Med. Chem. 2019, 26, 1224-1250. [CrossRef]
[PubMed]

Li, W;; Zhang, H.; Assaraf, Y.G.; Zhao, K.; Xu, X; Xie, J.; Yang, D.; Chen, Z. Overcoming ABC transporter-mediated multidrug
resistance: Molecular mechanisms and novel therapeutic drug strategies. Drug Resist. Updates 2016, 27, 14-29. [CrossRef]
Mohammad, I.S.; He, W.; Yin, L. Understanding of human ATP binding cassette superfamily and novel multidrug resistance
modulators to overcome MDR. Biomed. Pharmacother. 2018, 100, 335-348. [CrossRef]

Binkhathlan, Z.; Lavasanifar, A. P-glycoprotein inhibition as a therapeutic approach for overcoming multidrug resistance in
cancer: Current status and future perspectives. Curr. Cancer Drug Targets 2013, 13, 326-346. [CrossRef]

Kong, W.; Ling, X.; Chen, Y,; Wu, X.; Zhao, Z.; Wang, W.; Wang, S.; Lai, G.; Yu, Z. Hesperetin reverses P-glycoprotein-mediated
cisplatin resistance in DDP-resistant human lung cancer cells via modulation of the nuclear factor-«B signaling pathway. Int. J.
Mol. Med. 2020, 45, 1213-1224. [CrossRef]

Palmeira, A.; Sousa, E.; Vasconcelos, M.H.; Pinto, M.M. Three decades of P-gp inhibitors: Skimming through several generations
and scaffolds. Curr. Med. Chem. 2012, 19, 1946-2025. [CrossRef]


https://doi.org/10.1016/j.canlet.2018.10.007
https://www.ncbi.nlm.nih.gov/pubmed/30315846
https://doi.org/10.1016/j.biopha.2018.10.169
https://doi.org/10.1016/j.taap.2018.01.015
https://www.ncbi.nlm.nih.gov/pubmed/29408042
https://doi.org/10.1186/s12951-023-01768-8
https://www.ncbi.nlm.nih.gov/pubmed/36635755
https://doi.org/10.2174/0929867325666180105103637
https://www.ncbi.nlm.nih.gov/pubmed/29303075
https://doi.org/10.1016/j.drup.2016.05.001
https://doi.org/10.1016/j.biopha.2018.02.038
https://doi.org/10.2174/15680096113139990076
https://doi.org/10.3892/ijmm.2020.4485
https://doi.org/10.2174/092986712800167392

J. Funct. Biomater. 2023, 14, 546 12 of 13

11.

12.

13.

14.

15.

16.

17.

18.

19.

20.

21.

22.

23.

24.

25.

26.

27.

28.

29.

30.

31.

32.

33.

34.

35.

36.

37.

Mao, Q.; Unadkat, J.D. Role of the breast cancer resistance protein (BCRP/ABCG2) in drug transport—An update. AAPS J. 2015,
17, 65-82. [CrossRef] [PubMed]

Fang, Z.; Chen, W.; Yuan, Z; Liu, X.; Jiang, H. LncRNA-MALAT1 contributes to the cisplatin-resistance of lung cancer by
upregulating MRP1 and MDR1 via STAT3 activation. Biomed. Pharmacother. 2018, 101, 536-542. [CrossRef] [PubMed]

Silva, R.; VilasBoas, V.; Carmo, H.; DinisOliveira, R.J.; Carvalho, E; de Lourdes Bastos, M.; Remiao, F. Modulation of P-glycoprotein
efflux pump: Induction and activation as a therapeutic strategy. Pharmacol. Ther. 2015, 149, 1-123. [CrossRef] [PubMed]

Loo, TW.,; Clarke, D.M. P-glycoprotein ATPase activity requires lipids to activate a switch at the first transmission interface.
Biochem. Biophys. Res. Commun. 2016, 472, 379-383. [CrossRef]

Leslie, E.M.; Deeley, R.G.; Cole, S.P. Multidrug resistance proteins: Role of P-glycoprotein, MRP1, MRP2, and BCRP (ABCG2) in
tissue defense. Toxicol. Appl. Pharmacol. 2005, 204, 216-237. [CrossRef]

Jiang, S.; Li, M.; Hu, Y.; Zhang, Z.; Lv, H. Multifunctional self-assembled micelles of galactosamine-hyaluronic acid-vitamin E
succinate for targeting delivery of norcantharidin to hepatic carcinoma. Carbohydr. Polym. 2018, 197, 194-203. [CrossRef]

Ma, Y,; Liu, D.; Wang, D.; Wang, Y.; Fu, Q.; Fallon, ] K.; Yang, X.; He, Z.; Liu, F. Combinational delivery of hydrophobic and
hydrophilic anticancer drugs in single nanoemulsions to treat MDR in cancer. Mol. Pharm. 2014, 11, 2623-2630. [CrossRef]
Petrikaite, V.; D’Avanzo, N.; Celia, C.; Fresta, M. Nanocarriers overcoming biological barriers induced by multidrug resistance of
chemotherapeutics in 2D and 3D cancer models. Drug Resist. Updates 2023, 68, 100956. [CrossRef]

Fulfager, A.D.; Yadav, K.S. Understanding the implications of co-delivering therapeutic agents in a nanocarrier to combat
multidrug resistance (MDR) in breast cancer. J. Drug Deliv. Sci. Technol. 2021, 62, 102405. [CrossRef]

Yu, X.; Gong, L.; Zhang, J.; Zhao, Z.; Zhang, X.; Tan, W. Nanocarrier based on the assembly of protein and antisense oligonucleotide
to combat multidrug resistance in tumor cells. Sci. China Chem. 2017, 60, 1318-1323. [CrossRef]

Tang, X.; Tan, L.; Shi, K.; Peng, J.; Xiao, Y.; Li, W.; Chen, L.; Yang, Q.; Qian, Z. Gold nanorods together with HSP inhibitor-
VER-155008 micelles for colon cancer mild-temperature photothermal therapy. Acta Pharm. Sin. B 2018, 8, 587-601. [CrossRef]
[PubMed]

Bo, B.; Zhang, T.; Jiang, Y.; Cui, H.; Miao, P. Triple Signal Amplification Strategy for Ultrasensitive Determination of miRNA
Based on Duplex Specific Nuclease and Bridge DNA-Gold Nanoparticles. Anal. Chem. 2018, 90, 2395-2400. [CrossRef] [PubMed]
Yang, K,; Yan, Y.; Wang, H.; Sun, Z.; Chen, W,; Kang, H.; Han, Y.; Zahng, W.; Sun, X.; Li, Z. Monodisperse Cu/Cu;O@C core-shell
nanocomposite supported on rGO layers as an efficient catalyst derived from a Cu-based MOF/GO structure. Nanoscale 2018, 10,
17647-17655. [CrossRef]

Thierfelder, C.; Witte, M.; Blankenburg, S.; Rauls, E.; Schmidt, W.G. Methane adsorption on graphene from first principles
including dispersion interaction. Surf. Sci. 2011, 605, 746-749. [CrossRef]

Chouhan, R K.; Ulman, K.; Narasimhan, S. Graphene oxide as an optimal candidate material for methane storage. J. Chem. Phys.
2015, 143, 044704. [CrossRef] [PubMed]

Al Naddaf, Q.; Al Mansour, M.; Thakkar, H.; Rezaei, . MOF-GO Hybrid Nanocomposite Adsorbents for Methane Storage. Ind.
Eng. Chem. Res. 2018, 57, 17470-17479. [CrossRef]

Petit, C.; Bandosz, T.]. MOF-Graphite Oxide Composites: Combining the Uniqueness of Graphene Layers and Metal-Organic
Frameworks. Adv. Mater. 2009, 21, 4753-4757. [CrossRef]

Petit, C.; Mendoza, B.; Bandosz, T.J. Reactive Adsorption of Ammonia on Cu-Based MOF/Graphene Composites. Langmuir 2010,
26, 15302-15309. [CrossRef]

Petit, C.; Bandosz, T.J. Enhanced Adsorption of Ammonia on Metal-Organic Framework/Graphite Oxide Composites: Analysis
of Surface Interactions. Adv. Funct. Mater. 2010, 20, 111-118. [CrossRef]

Wang, X.; Chi, C.; Tao, J.; Peng, Y.; Ying, S.; Qian, Y.; Dong, J.; Hu, Z.; Gu, Y.; Zhao, D. Improving the hydrogen selectivity of
graphene oxide membranes by reducing non-selective pores with intergrown ZIF-8 crystals. Cherm. Commun. 2016, 52, 8087-8090.
[CrossRef]

Hu, Y;; Wu, Y,; Devendran, C.; Wei, J.; Liang, Y.; Matsukata, M.; Shen, W.; Neild, A.; Huang, H.; Wang, H. Preparation of
nanoporous graphene oxide by nanocrystal-masked etching: Toward a nacre-mimetic metal-organic framework molecular
sieving membrane. J. Mater. Chem. A 2017, 5, 16255-16262. [CrossRef]

Li, J.; Fu, Z,; Liu, Y. Encapsulation of liquid metal nanoparticles inside metal-organic frameworks for hydrogel-integrated dual
functional biotherapy. Chem. Eng. J. 2023, 457, 141302. [CrossRef]

Malihe, P; Hassan, N.; Roya, S. Simple method for fabrication of metal-organic framework within a carboxymethylcellu-
lose/graphene quantum dots matrix as a carrier for anticancer drug. Int. J. Biol. Macromol. 2020, 164, 2301-2311. [CrossRef]
Dariush, T.S.; Janet, S.; Aliakbar, T. Application of Metal-Organic Framework Nano-MIL-100(Fe) for Sustainable Release of
Doxycycline and Tetracycline. Nanomaterials 2017, 7, 215. [CrossRef]

Diptiman, D.; Prithidipa, S. The impact of MOFs in pH-dependent drug delivery systems: Progress in the last decade. Dalton
Trans. 2022, 51, 9950-9965. [CrossRef]

Kim, D.; Park, K.W,; Choi, I.; Park, J.T. Photoactive MOF-Derived Bimetallic Silver and Cobalt Nanocomposite with Enhanced
Antibacterial Activity. ACS Appl. Mater. Interfaces 2023, 15, 22903-22914. [CrossRef]

Deng, H.; Zhang, J.; Yang, Y.; Yang, ].; Wei, Y.; Ma, S.; Shen, Q. Chemodynamic and Photothermal Combination Therapy Based
on Dual-Modified Metal-Organic Framework for Inducing Tumor Ferroptosis/Pyroptosis. ACS Appl. Mater. Interfaces 2022, 14,
24089-24101. [CrossRef]


https://doi.org/10.1208/s12248-014-9668-6
https://www.ncbi.nlm.nih.gov/pubmed/25236865
https://doi.org/10.1016/j.biopha.2018.02.130
https://www.ncbi.nlm.nih.gov/pubmed/29505924
https://doi.org/10.1016/j.pharmthera.2014.11.013
https://www.ncbi.nlm.nih.gov/pubmed/25435018
https://doi.org/10.1016/j.bbrc.2016.02.124
https://doi.org/10.1016/j.taap.2004.10.012
https://doi.org/10.1016/j.carbpol.2018.05.090
https://doi.org/10.1021/mp400778r
https://doi.org/10.1016/j.drup.2023.100956
https://doi.org/10.1016/j.jddst.2021.102405
https://doi.org/10.1007/s11426-017-9108-5
https://doi.org/10.1016/j.apsb.2018.05.011
https://www.ncbi.nlm.nih.gov/pubmed/30109183
https://doi.org/10.1021/acs.analchem.7b05447
https://www.ncbi.nlm.nih.gov/pubmed/29308636
https://doi.org/10.1039/C8NR04475A
https://doi.org/10.1016/j.susc.2011.01.012
https://doi.org/10.1063/1.4927141
https://www.ncbi.nlm.nih.gov/pubmed/26233154
https://doi.org/10.1021/acs.iecr.8b03638
https://doi.org/10.1002/adma.200901581
https://doi.org/10.1021/la1021092
https://doi.org/10.1002/adfm.200900880
https://doi.org/10.1039/C6CC02013E
https://doi.org/10.1039/C7TA00927E
https://doi.org/10.1016/j.cej.2023.141302
https://doi.org/10.1016/j.ijbiomac.2020.08.121
https://doi.org/10.3390/nano7080215
https://doi.org/10.1039/d2dt00994c
https://doi.org/10.1021/acsami.3c01529
https://doi.org/10.1021/acsami.2c00574

J. Funct. Biomater. 2023, 14, 546 13 of 13

38.

39.

40.

41.

42.

43.

44.

45.

46.

47.

48.

49.

50.

51.

52.

Wang, J.; Chen, Q.; Luo, G.; Han, Z.; Song, W.; Yang, J.; Chen, W.; Zhang, X. A Self-Driven Bioreactor Based on Bacterium-
Metal-Organic Framework Biohybrids for Boosting Chemotherapy via Lactate Catabolism. ACS Nano 2021, 15, 17870-17884.
[CrossRef]

Lin, Y;; Lin, K;; Mdlovu, N.; Weng, M.; Tsai, W.; Jeng, U. De novo synthesis of a MIL-125(Ti) carrier for thermal- and pH-responsive
drug release. Biotechnol. Adv. 2022, 140, 213070. [CrossRef]

Kush, P; Kaur, M.; Sharma, M.; Madan, J.; Kumar, P; Deep, A.; Kim, K. Investigations of potent biocompatible metal-organic
framework for efficient encapsulation and delivery of Gemcitabine: Biodistribution, pharmacokinetic and cytotoxicity study.
Biomed. Phys. Eng. Express 2020, 6, 025014. [CrossRef]

Yao, L.; Tang, Y.; Cao, W.; Cui, Y.; Qian, G. Highly Efficient Encapsulation of Doxorubicin Hydrochloride in Metal-Organic
Frameworks for Synergistic Chemotherapy and Chemodynamic Therapy. ACS Biomater. Sci. Eng. 2021, 7, 4999-5006. [CrossRef]
[PubMed]

Bagherzadeh, M.; Safarkhani, M.; Kiani, M.; Radmanesh, F.; Daneshgar, H.; Ghadiri, A.; Taghavimandi, F; Fatahi, Y.; Safari-
Alighiarloo, N.; Ahmadi, S.; et al. MIL-125-based nanocarrier decorated with Palladium complex for targeted drug delivery. Sci.
Rep. 2022, 12, 12105. [CrossRef] [PubMed]

Adria, B.C,; Cristina, T.T.; Fabrice, S.; Sara, R.; Edurne, I.; Hugo, L.; José, B.P.M.; Patricia, H. Improving the genistein oral
bioavailability via its formulation into the metal-organic framework MIL-100(Fe). . Mater. Chem. A 2021, 9, 2233-2239. [CrossRef]
Leng, X.; Dong, X.; Wang, W.; Sai, N.; Yang, C.; You, L.; Huang, H.; Yin, X.; Ni, J. Biocompatible Fe-Based Micropore Metal-Organic
Frameworks as Sustained-Release Anticancer Drug Carriers. Molecules 2018, 23, 2490. [CrossRef] [PubMed]

Hu, Y,; Jahangiri, A.; DeLay, M.; Aghi, M.K. Tumor Cell Autophagy as an Adaptive Response Mediating Resistance to Treatments
Such as Antiangiogenic Therapy. Cancer Res. 2012, 72, 4294-4299. [CrossRef]

Lin, C.; Tsao, Y.; Shu, C. Autophagy modulation as a potential targeted cancer therapy: From drug repurposing to new drug
development. Kaohsiung J. Med. Sci. 2021, 37, 166-171. [CrossRef]

Hu, X,; Wen, L,; Li, X.; Zhu, C. Relationship between Autophagy and Drug Resistance in Tumors. Mini Rev. Med. Chem. 2022, 23,
1072-1078. [CrossRef]

Li, Y;; Lei, Y;; Yao, N.; Wang, C.; Hu, N.; Ye, W.; Zhang, D.; Chen, Z. Autophagy and multidrug resistance in cancer. Cancer
Commun. 2017, 36, 52. [CrossRef]

Zou, Z.; Zhang, ].; Zhang, H.; Liu, H,; Li, Z.; Cheng, D.; Chen, J.; Liu, L.; Ni, M.; Zhang, Y.; et al. 3-Methyladenine can depress
drug efflux transporters via blocking the PI3K-AKT-mTOR pathway thus sensitizing MDR cancer to chemotherapy. . Drug Target.
2014, 22, 839-848. [CrossRef]

Chicote, J.; Yuste, V.J.; Boix, J.; Ribas, J. Cell Death Triggered by the Autophagy Inhibitory Drug 3-Methyladenine in Growing
Conditions Proceeds With DNA Damage. Front. Pharmacol. 2020, 11, 580343. [CrossRef]

Song, ].; Huang, Z.; Mao, J.; Chen, W.; Wang, B.; Yang, E; Liu, S.; Zhang, H.; Qiu, L.; Chen, J. A facile synthesis of uniform hollow
MIL-125 titanium-based nanoplatform for endosomal esacpe and intracellular drug delivery. Chem. Eng. J. 2020, 396, 125246.
[CrossRef]

Qiu, L,; Xu, J.; Ahmed, K.S.; Zhu, M.; Zhang, Y.; Long, M.; Chen, W.; Fang, W.; Zhang, H.; Chen, J. Stimuli-responsive, dual-
function prodrug encapsulated in hyaluronic acid micelles to overcome doxorubicin resistance. Acta Biomater. 2022, 140, 686-699.
[CrossRef] [PubMed]

Disclaimer/Publisher’s Note: The statements, opinions and data contained in all publications are solely those of the individual
author(s) and contributor(s) and not of MDPI and/or the editor(s). MDPI and/or the editor(s) disclaim responsibility for any injury to
people or property resulting from any ideas, methods, instructions or products referred to in the content.


https://doi.org/10.1021/acsnano.1c06123
https://doi.org/10.1016/j.bioadv.2022.213070
https://doi.org/10.1088/2057-1976/ab73f7
https://doi.org/10.1021/acsbiomaterials.1c00874
https://www.ncbi.nlm.nih.gov/pubmed/34550683
https://doi.org/10.1038/s41598-022-16058-w
https://www.ncbi.nlm.nih.gov/pubmed/35840687
https://doi.org/10.1039/d0tb02804e
https://doi.org/10.3390/molecules23102490
https://www.ncbi.nlm.nih.gov/pubmed/30274195
https://doi.org/10.1158/0008-5472.CAN-12-1076
https://doi.org/10.1002/kjm2.12361
https://doi.org/10.2174/1389557522666220905090732
https://doi.org/10.1186/s40880-017-0219-2
https://doi.org/10.3109/1061186X.2014.936870
https://doi.org/10.3389/fphar.2020.580343
https://doi.org/10.1016/j.cej.2020.125246
https://doi.org/10.1016/j.actbio.2021.11.050
https://www.ncbi.nlm.nih.gov/pubmed/34875359

	Introduction 
	Experimental Section 
	Materials 
	Cell Cultures and Animal Models 
	Preparation of HA-MIL-125@DVMA 
	Characterization of the Nanoparticles 
	Determination of Drug Loading Content 
	In Vitro Drug Release 
	In Vitro Cytotoxicity Tests 
	In Vitro Cellular Uptake Assays 
	Qualitative Observation 
	Quantitative Analysis by Flow Cytometry 

	Drug Uptake and Efflux Experiments 
	In Vivo Antitumor Activity Studies 
	Pathological Examination 
	Statistical Analysis 

	Results and Discussion 
	Characterization of the Nanoparticles 
	In Vitro Drug Release 
	In Vitro Cytotoxicity 
	In Vitro Cellular Uptake 
	CLSM Observation 
	Flow Cytometry Test 

	Drug Efflux Assay 
	In Vivo Antitumor Activity 

	Conclusions 
	References

