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Abstract: Polyurethanes (PUs) have various biomedical applications including controlled
drug delivery. However, the incompletely release of drug at tumor sites limits the
efficiency of these drug loaded polyurethane micelles. Here we report a novel polymer
poly(2-ethyl-2-oxazoline)-SS-polyurethane-SS-poly(2-ethyl-2-oxazoline) triblock polyurethane
(PEtOz-PU(PTMCSS)-PEtOz). The hydrophilic pH-responsive poly(2-ethyl-2-oxazoline) was used
as an end-block to introduce pH responsiveness, and the hydrophobic PU middle-block was
easily synthesized by the reaction of poly (trimethylene carbonate) diol containing disulfide bonds
(PTMC-5S-PTMC diol) and bis (2-isocyanatoethyl) disulfide (CDI). PEtOz-PU(PTMCSS)-PEtOz could
self-assemble to form micelles (176 nm). The drug release profile of PEtOz-PU(PTMCSS)-PEtOz
micelles loaded with Doxorubicin (DOX) was studied in the presence of acetate buffer (10 mM,
pH 5.0) and 10 mM dithiothreitol (DTT). The results showed that under this environment,
DOX-loaded polyurethane micelles could release DOX faster and more thoroughly, about 97%
of the DOX was released from the DOX-loaded PEtOz-PU(PTMCSS)-PEtOz micelle. In addition,
fluorescent microscopy and cell viability assays validated that the DOX-loaded polyurethane
micelle strongly inhibits the growth of C6 cells, suggesting their potential as a new nanomedicine
against cancer.

Keywords: polyurethane; dual-responsive; micelles; poly(2-ethyl-2-oxazoline); doxorubicin

1. Introduction

In the past few decades, biodegradable polyurethanes (PUs) have attracted growing interest
because of their excellent biocompatibility and mechanical properties, and also their facile synthesis and
easy introduction of functional groups. Based on these advantages, PUs have been used as important
synthetic biomaterials such as drug carriers and tissue engineering. Although they have so many
attractive properties, these biodegradable PUs are challenging to specifically and completely release
the drug at the tumor sites [1,2]. This can lead to compromised therapeutic efficacy in vivo [3-5].

Recently, various stimuli-responsive polyurethane nanocarriers have been designed and developed
to overcome the sluggish drug delivery and ensure the drug is delivered into the target tumor
sites [3,6-8]. These stimuli-responsive polyurethanes were obtained in the form of biodegradable
polymers containing stimuli-responsive bonds in the main chain or side chain, which can be easily
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destroyed in the intracellular microenvironment of the tumor, by pH [2,3,9], redox [7], temperature
and so on. Among them, redox-sensitive [9,10] nanocarriers based on polyurethanes have attracted
more and more attention for anticancer drug delivery [5,11-13]. Owing to the difference of reducing
potential environment in the cytosol of cancer cells [14], these stimuli-responsive nanocarriers could be
cleaved and release the drug at the same time. However, these redox-sensitive polyurethanes have got
limited success in controlling the drug delivery kinetics. Incomplete release of drugs from polymer
micelles is a very common problem with polymer micelles as drug carrier [15-19]. Aggregation of the
hydrophobic cores can cause incomplete release [4]. To further improve the drug release profile, some
interesting pH/redox dual-responsive drug delivery systems have been developed in recent years [3,4].

Aliphatic polycarbonate is one of the important biodegradable polymers, with good
biocompatibility, excellent mechanical properties, low toxicity and biodegradability. However, one
disadvantage of aliphatic ester oligomers is that acid degradation products tend to be generated
during degradation, and these acid degradation products will affect the stability of the drug inside
the carrier, and may even cause inflammation of tissues in the body. To overcome this problem,
scientists hope to replace other aliphatic ester oligomers with low-molecular-weight polytrimethylene
carbonate (PTMC). Since PTMC does not produce acidic substances after degradation, it not only
eliminates the possibility of acidic degradation products affecting the drug in the polymer carrier, but
also avoids tissue inflammation caused by acidic degradation products. Therefore, as a drug carrier,
the hydrophobic segment PTMC has great advantages.

In recent years, poly(2-ethyl-2-oxazoline) (PEtOz) has received increasing attention as an alternative
to polyethylene glycol (PEG). It could be used as an alternative to PEG for exhibiting the same “stealth”
properties as PEG with a long residence time in blood and reduced accumulation in the spleen
and liver [20,21]. Additionally, PEtOz can be synthesized easily by the living cationic ring-opening
polymerization of 2-ethyl-2-oxazoline and has been approved by the US Food and Drug Administration
as a food additive [18,22,23]. PEtOz is a pH-sensitive polymer with good biocompatibility and
biodegradability, which can be protonated in the low pH environment of the lysosome [24,25]. This
property of PEtOz promotes the drug release of micelles with PEtOz as the hydrophilic shell.

In current work, we design and prepare a new amphiphilic triblock PUs, poly(2-ethyl-2-oxazoline)-
block-polyurethane-block-poly(2-ethyl-2-oxazoline) (PEtOz-b-PU(PTMCSS)-b-PEtOz), which can
self-assembled into a pH and reduction dual-sensitive shell-detachable micelle for delivery of
antitumor drugs to C6 cell. This drug delivery system based on triblock polyurethanes has the
following features [26]. (i) Easy and facile synthesis of triblock PUs. Compared with the traditional
method, the synthesis of PEtOz-b-PU(PTMCSS)-b-PEtOz provides a simple one pot multistep method,
which involved easy separation and purification of polymer, also mean the possibility of preparation
of PUs in large scale. (ii) The PEtOz segment in triblock polymer forms the shell of micelle and
provides some excellent properties. One is the stealth-like property, which is similar to PEG during its
longer circulation [12,20]. The other is pH sensitivity, which can destabilize in endosomes of cancer
cells [27]. (iii) The disulfide-bridged of core made of hydrophobic polyurethane will be cleaved in the
intracellular cytosol of the cancer cells due to the high glutathione (GSH) concentration (2-10 mM) [28].
(iv) The system uses low-molecular-weight PTMC to replace other aliphatic ester oligomers. It not
only eliminates the possibility of acid degradation products affecting the drug in the polymer carrier,
but also avoids tissue inflammation that may be caused by acid degradation products.

To our knowledge, little work has been done using PEtOz as the hydrophilic segment of
PUs [29-33]. This polymer is expected to further improve the biocompatibility and biodegradability of
PUs, and expand its application in the field of biomedicine.
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2. Materials and Methods

2.1. Materials

Bis (2-isocyanatoethyl) disulfide (CDI) and 1,6-diisocyanatohexane (HDI) were supplied by
energy-chemical. Trimethylene carbonate (TMC), methyl tosylate (MeOTs), stannous octoate (Sn(Oct),)
and 2-ethyl-2-oxazoline (EtOz, 99%) were obtained from Alfa Aesar (Shanghai, China). The potassium
hydroxide, ether, toluene, dichloromethane (DCM) and N,N-dimethylformamide (DMF) was obtained
from Sinopharm Chemical Reagent Co., Ltd. (Shanghai, China). Dithiothreitol (DTT) was purchased
from Dongren Chemical Technology Co., Ltd. (Suzhou, China). Doxorubicin hydrochloride (DOX
HCl) was provided by Beijing ZhongShuo Pharmaceutical Technology Development Co., Ltd. (Beijing,
China). While the RPMI-1640, fetal bovine serum (FBS, Gibco), and 96-well plates were supplied by
Corning Costar (Shanghai, China). 3-(4,5-dimethyl-2-thiazolyl)-2,5-diphenyl-2H-tetrazolium bromide
(MTT) was provided by Biosharp. 4’,6-diamidino-2-phenylindole (DAPI) was purchased from Roche.
All other chemicals were of analytical grade or better.

2.2. Instruments and Measurements

The 'H NMR (400 MHz) was recorded using a Bruker 400 MHz apparatus (Bruker, Billerica, MA,
USA). The molecular weight (Mw) and polydispersity index (PDI) of the polymers measured by using
a PL GPC 50 instrument (Agilent, Santa Barbara, CA, USA) equipped with Jordi GPC columns (10E4,
2M) following a differential refractive-index detector (PL-RI). The measurements were performed
using HPLC-grade DMF containing 0.1 N LiBr as the eluent at a flow rate of 1.0 mL/min at 50 °C and a
series of narrow polystyrene standards for the calibration of the columns.

The size of micelle was measured with dynamic light scattering (DLS) using a Nano-ZS from
Malvern Instruments (Malvern, Malvern, UK). The block copolymer micelle solutions were filtered
through a 0.45-uM filter prior to use. The particle morphology was analyzed by a S-8010 scanning
electron microscope (SEM) (Hitachi, Tokyo, Japan). The SEM samples were prepared on monocrystalline
silicon wafer. The micelle solutions were then floated on smooth surface of silicon wafer. The cellular
uptake and intracellular release behaviors of DOX-loaded PEtOz-PU(PTMCSS)-PEtOz micelles was
observed by fluorescence microscope (Nikon eclipse Ts2R, Tokyo, Japan). Optical density (OD) values
for each well in the assay were measured using a thermo scientific multiskan go microplate reader in
MTT experiments. The fluorescence of doxorubicin was measured by F-4500 FL Spectrophotometer
(Hitachi, Tokyo, Japan) at 298 K.

2.3. Synthesis of PEtOz-OH

PEOtz-OH was synthesized by the cationic ring-opening polymerization of 2-ethyl-2-oxazoline
(EOz) using methyl p-toluenesulfonate (MeOTs) as an initiator, as reported previously [34]. Briefly,
a solution of EOz (10 g, 0.101 mol) and MeOTs (0.34 g, 1.834 x 1073 mol) in acetonitrile (33.3 mL) were
added to the predried reaction flask, and then stirred at reflux (100 °C) in an oil bath for 24 h under
nitrogen. After cooling to room temperature, the resulting product was added to 0.1 M of methanolic
KOH and the reaction was maintained for 4 h to introduce hydroxyl groups at the end of the PEOz
chain, then settled with ice ether, centrifuged to collect the solid, and dried in vacuum for 24 h. Yield:
83%.

2.4. Synthesis of PTMC-SS-PTMC

Under the protection of nitrogen, 60 mL of toluene, dithioethylene glycol (HES) (1.61 g, 10.48 mmol),
and TMC monomer (10.71 g, 104.80 mmol) were added into a closed three-neck flask with a stir bar,
and then react at 100 °C for 24 h. After that, the reaction solution was cooled to room temperature,
and a few drops of concentrated hydrochloric acid were added and stirred for 30 min to terminate the
reaction. Finally, the reaction solution was concentrated and settled in ice ether, and the precipitate
was collected by centrifugation and dried in vacuum for 24 h to obtain PTMC-SS-PTMC. Yield: 87%.
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2.5. Synthesis of PEtOz-PU(PTMCSS)-PEtOz

The polyurethane PEtOz-PU(PTMCSS)-PEtOz was synthesized based on PEOtz-OH,
PTMC-SS-PTMC diols and CDI. The reaction scheme is briefly described in Scheme 1. Briefly, in a dry
nitrogen atmosphere, the PTMC-SS-PTMC diol (3.00 g, 3.00 mmol) and a catalytic amount of Sn(Oct);,
were first dissolved in DMF at 65 °C. Then, the specified amount of CDI (0.67 g, 3.30 mmol) was added
and stirred at 65 °C for 24 h. After that, in a nitrogen atmosphere and a low temperature, the PEtOz-OH
solution dissolved in DMF was added dropwise, and then the reaction was continued at 25 °C for 48 h.
Lastly, the flask was cooled to room temperature. After the reaction was completed, the mixture was
added dropwise to an excess of diethyl ether to obtain the resulting copolymer, and purified by repeated
precipitation in an diethyl ether-methanol solution, and eventually vacuum-dried at room temperature
for 48 h. The yield of the resulting copolymer was 74%, and the synthesis of PEtOz-PU(PTMC)-PEtOz
was similar with the synthesis of PEtOz-PU(PTMCSS)-PEtOz. The yield of the resulting copolymer
was 67%.
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Scheme 1. Synthesis of poly(2-ethyl-2-oxazoline)-block-polyurethane-block-poly(2-ethyl-2-oxazoline)
(PEtOz-PU(PTMCSS)-PEtOz) copolymer.

2.6. Preparation and Characterization of PEtOz-PU(PTMCSS)-PEtOz Polymer Micelles

The PEtOz-PU(PTMCSS)-PEtOz micelles were fabricated by using dialysis method.
Two milligrams of PEtOz-PU(PTMCSS)-PEtOz were dissolved in 1 mL of DMSO, and then 1.5 mL of
distilled water was added dropwise. The resulting solution was transferred to a dialysis membrane
(MWCO 3500) and dialyzed with distilled water at 25 °C. After 24 h, the solution was removed from
the membrane and the polymer had been assembled into micelles. The solution was then filtered
through a 0.45 pum filter and lyophilized in a freeze dryer. The critical micelle concentration (CMC) of
PEtOz-PU(PTMCSS)-PEtOz micelle was determined by fluorescence method using pyrene as probe.
The combined solution of pyrene and micelles was performed by F-4500 FL Spectrophotometer at a
wavelength of 340 to 500 nm with the excitation wavelength of 330 nm. The in vitro stability, pH and
reduction-responsiveness of PEtOz-PU(PTMCSS)-PEtOz were also studied by DLS.

In order to obtain DOX-loaded PEtOz-PU(PTMCSS)-PEtOz micelles, PEtOz-PU(PTMCSS)-PEtOz
(5 mg) and DOX were completely dissolved in 2 mL DMSO and sonicated for 0.5 h. Then, 3 mL of water
was slowly added to the resulting solution under vigorous stirring and sonicated for 1 h. Subsequently,
the resulting solution was transferred to a dialysis membrane (MWCO 3500 Da) and dialyzed against
distilled water for 24 h to obtain drug-loaded micelles.

In order to quantitively analyze drug encapsulation, the equal samples of the lyophilized
drug-carrying micelle solution were lyophilized, dissolved in 2 mL DMSO, and then analyzed by
fluorescence spectroscopy. The characteristic absorbance of DOX (560 nm) was recorded and compared
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to a ten-point standard curve of DOX (0-250 mg/uL in DMSO). The percentage of drug loading content
(DLC) and drug loading efficiency (DLE) were calculated using Equations (1) and (2):

DLC (wt.%) = (weight of loaded drug/total weight of loaded drug and polymer) x 100 (1)

DLE (%) = (weight of loaded drug/weight of drug in feed) x 100 2)

For the in vitro drug release studies, a specified amount of the DOX-loaded micelle solution was
prepared in the dialysis membrane (MWCO 12,000-14,000 Da) and the drug-released were performed
in the following conditions, (i) released in PBS (10 mM, pH 7.4), (ii) released in acetate buffer (10 mM,
pH 5.0), (iii) released in PBS containing 10 mM DTT (10 mM, pH 7.4) and (iv) in acetate buffer containing
10 mM DTT (10 mM, pH 5.0). Then, the samples were placed in a 37 °C thermostatic shaker (200 rpm).
At the planned time, 4 mL of the releasing medium was removed and an equal volume of fresh
releasing medium was added. After sampling, the amount of DOX released was measured by an
F-4600 fluorescence spectrophotometer.

2.7. Cell Viability Assay

The cytotoxicity of PEtOz-PU(PTMCSS)-PEtOz micelles was measured by the MTT method.
The cells we used were C6 cell lines. First, C6 cells were plated in a 96-well plate at a density of 5 x 103
cells/well and placed at 37 °C for 24 h. The medium was then replaced with 100 pL medium containing
PEtOz-PU(PTMCSS)-PEtOz and PEtOz-PU(PTMC)-PEtOz micelles and incubated for 24 h at 37 °C.
After incubation, 20 uL of MTT reagent was added to each well. After 4 h, the medium was aspirated
out and MTT-formazan was dissolved in 150 uL. DMSO. Then the cell viability was determined by
measuring the absorbance at 490 nm using a thermo scientific multiskan go microplate reader.

The in vitro cytotoxicity of DOX-loaded PEtOz-PU(PTMCSS)-PEtOz and PEtOz-PU(PTMC)-PEtOz
micelles was evaluated by the similar method as PEtOz-PU(PTMCSS)-PEtOz and PEtOz-PU(PTMC)-PEtOz
micelles, and the final concentrations of DOX in the well were varied from 0.01, 0.1, 0.5, 1, 5, 10, 20 to
40 pg/mlL.

2.8. In Vitro Cellular Uptake and Intracellular Release

Briefly, the C6 cells (1 x 10° cells/well) were seeded in six-well plates. After 24 h, the C6 cells were
incubated with the DOX-loaded PEtOz-PU(PTMCSS)-PEtOz and PEtOz-PU(PTMC)-PEtOz micelles in
the dark for 2 h and 4 h at 37 °C, respectively. Then, the medium was removed and the cells were
washed three times with PBS. After that, the cells were fixed with 4% paraformaldehyde. Then cells
were stained with DAPI for 20 min and washed three times with PBS. Finally, the fluorescence was
visualized using fluorescence microscope.

3. Results and Discussion

3.1. Synthesis of Polyurethane (PU) Copolymers

PEtOz-PU(PTMCSS)-PEtOz was prepared by the polycondensation of PTMC-SS-PTMC diols
and CDJ, followed by end-capping with PEtOz-OH. PTMC-S5-PTMC diols and PEtOz-OH were
characterized by 'H NMR and GPC (Figure S1). During this process, the polycondensation between
CDI and PTMC-SS-PTMC diols (My = 1000) was carried out at an feeding molar ratio of 1.1:1 in DMF
by using Sn(Oct); as catalyst, then PEtOz-OH (M, = 5000) was added to the above mixture and reacted
for another 48 h to obtain the resulting polymer with a yield of 74%. We used 'H NMR spectroscopy
and GPC measurement to analyze the structure of triblock polyurethane PEtOz-PU(PTMCSS)-PetOz,
as summarized in Table S1. Another triblock polymer PEtOz-PU(PTMC)-PEtOz was synthesized as a
control using similar method, that is, using PTMC diols and HDI to substitute for PTMC-SS-PTMC
diols and CDI, respectively.
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The 'H NMR spectra of PEtOz-PU(PTMCSS)-PEtOz (Figure 1) showed the characteristic peaks of
PEtOz moieties at 61.096, 3.448, 2.287 ppm, the peaks of PTMC-SS-PTMC moieties at 51.722, 2.047,
2.063, 4.234, 4.367 ppm, and the peaks of CDI moieties at 62.880 and 2.955 ppm. As we can see in
Figure S1, GPC curve of polymer PEtOz-PU(PTMCSS)-PEtOz had a unimodal distribution with a
low PDI value of 1.17, which means that the synthesized polyurethanes had a uniform molecular
weight with a value of 25.6 kg/mol. End group analysis of 'H NMR showed that the M, value of
PEtOz-PU(PTMCSS)-PEtOz is 21.0 kg/mol (Table S1). The difference of molecular weight between GPC
measurement and 'H NMR measurement is that the standard sample in GPC measurement is different
from the polyurethane we synthesized. These results clearly demonstrate that we have successfully
synthesized triblock polymer PEtOz-PU(PTMCSS)-PEtOz.
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Figure 1. TH NMR spectra (400 MHz, CDCl3) of PEtOz-PU(PTMCSS)-PEtOz.
3.2. Fabrication and Characterization of PEtOz-PU(PTMCSS)-PEtOz Micelles

Amphiphilic polymer PEtOz-PU(PTMCSS)-PEtOz could self-assemble to form micelles. A simple
method of solvent exchange was adopted to prepare PEtOz-PU(PTMCSS)-PEtOz micelles. DLS results
showed that the resulting PEtOz-PU(PTMCSS)-PEtOz micelles possess a size of 175.9 + 6.6 nm and
a narrower distribution with PDI of 0.11 (Figure S2). Scanning electron microscope (SEM) images
of PEtOz-PU(PTMCSS)-PEtOz micelles revealed that these micelles had a mean diameter of 180 nm,
which was close to the DLS results. These results proved that polymer PEtOz-PU(PTMCSS)-PEtOz was
successfully assembled into uniform micelles in water. The CMC of PEtOz-PU(PTMCSS)-PEtOz micelles
was determined using pyrene as a probe. Asshown in Table 1 and Figure S3, PEtOz-PU(PTMCSS)-PEtOz
micelles had a lower CMC of 0.43 mg/L. This result revealed that PEtOz-PU(PTMCSS)-PEtOz micelles
can keep stable even at a very low concentration, leading to excellent stability and long circulation in
body fluids.

In 2019, our research group reported a shell separable micelle with pH and redox
sensitivity based on amphiphilic triblock polyoxazoline-polycaprolactone polyurethane-polyoxazoline
(PEtOz-b-PU(SS)-b-PEtOz) for the delivery of anticancer drugs [33]. Compared with PEtOz-b-PU(SS)-b-PEtOz
micelles, PEtOz-PU(SS)-PEtOz has similar size and smaller CMC. This helps the micelles maintain better
stability in the body, and the morphology of the micelles can be maintained at very low concentrations.
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Table 1. Characteristics of PEtOz-PU(PTMCSS)-PEtOz and PEtOz-PU(PTMC)-PEtOz micelles.

Block Micelles Size a a b
Copolymers (am) @ PDI Zeta (mv) CMC (mg/L)
PEtOz-PU(PTMCSS)-PEtOz 1759 + 6.6 0.11 -20.6 0.43
PEtOz-PU(PTMC)-PEtOz 144.6 + 3.8 0.20 -23.4 2.25

2 Measured by dynamic light scattering (DLS) at 25 °C;  measured by fluorescence using pyrene as hydrophobic
probe (pyrene final concentration is 0.6 uM).

3.3. Loading and Triggered Release of DOX

DOX was chosen as a model drug to explore the drug loading efficiency and drug delivery
behaviours of PU micelles. Moreover, the micelles were prepared via a solvent exchange method.
DOX was loaded into PEtOz-PU(PTMCSS)-PEtOz micelles at theoretical DLC of 10 and 20 wt.%,
respectively. DLC and DLE was calculated according to the standard curve of DOX and results were
listed in Table S2. We can see from Table S2 that DLE of DOX-loaded PEtOz-PU(PTMCSS)-PEtOz micelles
ranged from 40.0 to 62.5% and practical DLC ranged from 6.3 to 8.0 wt.% could be achieved respectively.

Compared with blank micelle of PEtOz-PU(PTMCSS)-PEtOz, the average diameter of DOX-loaded
PEtOz-PU(PTMCSS)-PEtOz micelles were slightly increased after drug loading, while distribution had
no obvious change. The drug-loaded micelles in the range of such size can be easily phagocytosed by
the tumor cells, resulting in beneficial transportion of DOX into tumor cells.

We used DOX-loaded PEtOz-PU (PTMC) -PEtOz micelles as a control group to conduct in vitro
drug release studies under different conditions that mimic intracellular conditions. As shown in
Figure 2, compared with other groups, DOX-loaded PEtOz-PU(PTMCSS)-PEtOz micelles in response
to the environment of acetate buffer (10 mM, pH 5.0) containing 10 mM DTT got the maximum release;
ca. 79% and 92% of DOX were released in 4 h and 24 h, respectively. This is similar to the 76% and
95% of the PEtOz-PU(SS)-PEtOz micelles we have previously reported, and both have excellent rapid
drug release capabilities in tumors. In contrast, only 73% of drug was released in PBS containing
10 mM DTT within 24 h and 74% of DOX was released in acetate buffer (10 mM, pH 5.0) within 24 h.
Only 29% of the loaded drug was released within 24 h in PBS (10 mM, pH 7.4). What’s more, only 70%
of the loaded drug was released from DOX-loaded PEtOz-PU(PTMC)-PEtOz micelles within 24 h
in acetate buffer (10 mM, pH 5.0). From these results, we can conclude that the increase of DOX
release is due to the structure of the polyurethane micelle: the pH-sensitive hydrophilic PEtOz and the
disulfide bonds in the main chain of amphiphilic polyurethane. Moreover, the cleavage of the disulfide
bridge between the hydrophilic and hydrophobic polymer blocks could further enhance release of
DOX from drug-loaded PEtOz-PU(PTMCSS)-PEtOz micelles (Figure 2). These results indicate that the
DOX-loaded PEtOz-PU(PTMCSS)-PEtOz micelles we prepared have dual redox and pH stimulus and
induced synergistic drug releasing.

140 —=— PEtOz-PU(PTMCSS) -PEtOz(pH 5.0,10mM DTT)

120] —*PEWOZPUPTMCSS) PEWOZ(pH 5.0)
—a—PEt0z-PU(PTMC) -PEtOzZ(pH 5.0)

—v— PTMC-PU(PTMCSS)-PEtOz (pH 7.4,10mM DTT)

1004 —<—PTMC-PU(PTMCSS)-PEtOz (pH 7.4)

80-
60-
40-
20-

0

A

Cumulative DOX release (%)

0 5 10 15 20 25
Time(h)

Figure 2. Reduction and/or pH triggered drug release from DOX-loaded PEtOz-PU(PTMCSS) -PEtOz
micelles. PEtOz- PU(PTMC)-PEtOz micelles were used as a control.
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3.4. In Vitro Cytotoxicity of the PEtOz-PU(PTMCSS)-PEtOz Micelles and DOX-Loaded
PEtOz-PU(PTMCSS)-PEtOz Micelles

The cytotoxicity of PEtOz-PU(PTMCSS)-PEtOz micelles was evaluated and antitumor activity
of the DOX-loaded PEtOz-PU(PTMCSS)-PEtOz micelles were performed in C6 cells by MTT assays.
We used various concentrations of PEtOz-PU(PTMCSS)-PEtOz micelles from 0.1 mg/mL to 1.0 mg/mL
to treat C6 cells. It can be seen from Figure 3a that even at a high concentration of 1.0 mg/mL for 48 h,
PEtOz-PU(PTMCSS)-PEtOz micelles have almost no significant toxic effect on C6 cells. These results
confirmed that PEtOz-PU(PTMCSS)-PEtOz micelles have good cytocompatibility.

120 130
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Figure 3. (a) Cytotoxicity of different concentration of PEtOz-PU(PTMCSS)-PEtOz and
PEtOz-PU(PTMC)-PEtOz micelles, against C6 cells after 24 h incubation using
3-(4,5-dimethyl-2-thiazolyl)-2,5-diphenyl-2H-tetrazolium bromide (MTT) assay. (b) Anti-tumor activity
of DOX-loaded PEtOz-PU(PTMCSS)-PEtOz micelles in C6 cells. DOX-loaded PEtOz-PU(PTMC)-PEtOz
micelles were used as controls. The cells were treated with DOX-loaded micelles or free DOX for 48 h.
Data are presented as mean + SD (1 = 6).

As shown in Figure 3b, DOX-loaded PEtOz-PU(PTMCSS)-PEtOz micelles caused obvious growth
inhibition of C6 cells, with the IC50 reached 8.4 ug DOX equiv./mL in C6 cells. In contrast, C6 cells
treated by various concentrations of the DOX-loaded PEtOz-PU(PTMC)-PEtOz showed lower growth
inhibition (IC50 = 46.6 pg/mL). For DOX-loaded PEtOz-PU(PTMCSS)-PEtOz micelles, lower cell viability
demonstrates that there was a greater intracellular release of DOX from the PEtOz-PU(PTMCSS)-PEtOz
micelles in C6 cells. This further demonstrated that PEtOz-PU(PTMCSS)-PEtOz micelles have the
reduction- responsiveness because of the disulfide bonds contained in the main chain of polymer
PEtOz-PU(PTMCSS)-PEtOz. From these results, we can also see that the IC50 of PUs was higher than free
DOX-HCI (IC50 = 4.5 pg/mL), the reduced toxicity of DOX-loaded PEtOz-PU(PTMCSS)-PEtOz micelles
is likely due to the protection of polyoxazoline and inefficient cellular uptake. These results are consistent
with the PEtOz-b-PU(SS)-b-PEtOz results we have previously reported, and PEtOz-PU(PTMCSS)-PEtOz
drug-loaded micelles have a lower 50% inhibitory concentration (IC50) than PEtOz-b-PU(SS)-b-PEtOz,
which is more conducive to the treatment of tumors.

3.5. Cellular Uptake of the DOX-Loaded PEtOz-PU(PTMCSS)-PEtOz Micelles and Intracellular Tracking

Fluorescence microscopy was used to visualize the cellular uptake and intracellular release of
DOX from the DOX-loaded PEtOz-PU(PTMCSS)-PEtOz micelles in C6 cell lines. It is worth noting that
the process by which DOX enters the intracellular environment (the endosome, lysosome, and cytosol)
is essential for its penetration into the nucleus and subsequent interaction, as DOX induces cell death
through interaction with DNA [35,36]. As shown in Figure 4, a stronger fluorescence is observed in
the perinuclear region of the C6 cells after incubation with DOX-loaded PEtOz-PU(PTMCSS)-PEtOz
micelles for 2 h, and even stronger DOX fluorescence was observed in the cytoplasm and perinuclei
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regions of C6 cells following 4 h incubation with DOX-loaded PEtOz-PU(PTMCSS)-PEtOz micelles,
corroborating a high intracellular free DOX level. In contrast, after 4 h of treatment with DOX-loaded
PEtOz-PU(PTMC)-PEtOz micelles, almost no DOX fluorescence was observed in C6 cells. These results
were consistent with the drug release and in vitro cytotoxicity experiments. Therefore, we concluded
that DOX-loaded PEtOz-PU(PTMCSS)-PEtOz micelles showed an excellent and efficient release of
DOX via pH-induced and disulfide-induced destabilization of micelle.

DAPI Merge

DOX
a
Free
- - - -
DOX-loaded PEtOz-
(PTMCSS)-PEtOz
micelles

Figure 4. (a) Fluorescence microscope images of C6 cells incubated with DOX-loaded
PEtOz-PU(PTMCSS)-PEtOz micelles, DOX-loaded PEtOz-PU(PTMC)-PEtOz micelles and free DOX
(10 pg/mL) in 2 h. (b) Fluorescence microscope images of C6 cells incubated with DOX-loaded
PEtOz-PU(PTMCSS)-PEtOz micelles, DOX-loaded PEtOz-PU(PTMC)-PEtOz micelles and free DOX
(10 pg/mL) in 4 h. For each panel, images from left to right show DOX fluorescence in cells (red),
cell nuclei stained by 2-(4-Amidinophenyl)-6-indolecarbamidine dihydrochloride (DAPI, blue) and
overlays of two images. The scale bars correspond to 20 um in all the images.

DOX-loaded PEtOz-
(PTMCSS)-PEtOz
micelles

DOX-loaded PEtOz-
(PTMC)-PEtOz

micelles

DOX-loaded PEtOz-
(PTMC)-PEtOz
micelles

4. Conclusions

In this work, a novel pH and redox dual stimuli-responsive PEtOz-PU(PTMCSS)-PEtOz micelles
were prepared for tumor-triggered drug delivery in tumor cell. On the one hand, the PEtOz of
amphiphilic PEtOz-PU(PTMCSS)-PEtOz maintained the “stable” state under neutral pH conditions
while the PEtOz shell could swell under the acidic condition. This destabilized pH-responsive
shell enhanced the triggered release of DOX into the cancer cells. On the other hand, DOX-loaded
PEtOz-PU(PTMCSS)-PEtOz micelles were degraded and released most of the loaded DOX in reducing
environment when disulfide bonds on the main chain of polymer broken. In vitro drug release profiles
and cell experiments also confirmed that the PEtOz-PU(PTMCSS)-PEtOz micelles caused controlled
DOX release to C6 cells, which indicates these biodegradable polyurethane micelles appear to be an
appealing platform for triggered intracellular anticancer drug delivery.
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Supplementary Materials: The following are available online at http://www.mdpi.com/2073-4360/12/11/2642/s1,
Figure S1: (a) IH NMR spectra (400 MHz, CDCl3) of PEtOz-OH. (b) 'H NMR spectra (400 MHz, CDCl3)

of PTMC-SS-PTMC. (c) 'H NMR spectra (400 MHz, CDCl3) of PEtOz-PU(PTMC)-PEtOz. (d) GPC of
PEtOz-PU(PTMCSS)-PEtOz, PEtOz-PU(PTMC)-PEtOz, PEtOz-OH and PTMC-SS-PTMC diol (Polystyrenestandard,
eluant: DMEF, temperature: 50 °C, RI detection). Figure S2: (a) Size distribution of PEtOz-PU(PTMCSS)-PEtOz
micelles and PEtOz-PU(PTMC)-PEtOz micelles. (b) SEM image of PEtOz-PU(PTMCSS)-PEtOz micelles. (c) SEM
image of PEtOz-PU(PTMC)-PEtOz micelles. Figure S3: Fluorescence intensity ratio I;/I3 of pyrene as a
function of PEtOz-PU(PTMCSS)-PEtOz micelles and PEtOz-PU(PTMCSS)-PEtOz micelles concentration ((a)
PEtOz-PU(PTMCSS)-PEtOz micelles, (b) PEtOz-PU(PTMC)-PEtOz micelles). Table S1: Characteristics of
PEtOz-PU(PTMCSS)-PEtOz and PEtOz-PU(PTMC)-PEtOz block copolymers. Table S2: Drug loading content and
drug loading efficiency of DOX-loaded micelles of PEtOz-PU(PTMCSS)-PEtOz and PEtOz-PU(PTMC)-PEtOz.

Author Contributions: Conceptualization, C.Z. and Y.L.; methodology, Y.L.; software, K.X.; validation, K.X., X.L.;
formal analysis, K.X. and X.L.; investigation, K.X., X.L., L.B. and H.Z.; resources, K.X. and X.L.; data curation,
C.Z. and Y.L.; writing—original draft preparation, K.X. and X.L.; writing—review and editing, C.Z. and Y.L.;
visualization, K.X.; supervision, C.Z. and Y.L.; project administration, Y.L.; funding acquisition, K.X., C.Z. and Y.L.
All authors have read and agreed to the published version of the manuscript.

Funding: This work is financially supported by the National Natural Science Foundation of China (No. 51802127
and 81871805), PAPD of Jiangsu Province, Postgraduate Research and Practice Innovation Program of Jiangsu
Province [No. KYCX20_2252].

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

References

1. Sartori, S.; Chiono, V.; Tonda-Turo, C.; Mattu, C.; Gianluca, C. Biomimetic polyurethanes in nano and
regenerative medicine. J. Mater. Chem. B 2014, 2, 5128-5144. [CrossRef] [PubMed]

2. Yao, Y.; Xu, D; Liu, C.; Guan, Y.; Zhang, J.; Su, Y.; Zhao, L.; Meng, F.; Luo, J. Biodegradable pH-sensitive
polyurethane micelles with different polyethylene glycol (PEG) locations for anti-cancer drug carrier
applications. RSC Adv. 2016, 6, 97684-97693. [CrossRef]

3. John, J.V,; Uthaman, S.; Augustine, R.; Chen, H.; Park, I.-K.; Kim, I. pH/redox dual stimuli-responsive
sheddable nanodaisies for efficient intracellular tumour-triggered drug delivery. |. Mater. Chem. B
2017, 5, 5027-5036. [CrossRef] [PubMed]

4. Guan, Y,; Su, Y;; Zhao, L.; Meng, F.; Wang, Q.; Yao, Y.; Luo, ]J. Biodegradable polyurethane micelles with pH
and reduction responsive properties for intracellular drug delivery. Mater. Sci. Eng. C Mater. Biol. Appl.
2017, 75, 1221-1230. [CrossRef] [PubMed]

5. Li, J; Zhou, Y,; Li, C; Wang, D.; Gao, Y,; Zhang, C.; Zhao, L.; Li, Y;; Liu, Y,; Li, X. Poly(2-ethyl-2-
oxazoline)-doxorubicin conjugate-based dual endosomal pH-sensitive micelles with enhanced antitumor
efficacy. Bioconjugate Chem. 2015, 26, 110-119. [CrossRef] [PubMed]

6. Yao, Y, Xu, H; Liu, C,; Guan, Y.; Xu, D.; Zhang, J.; Su, Y.; Zhao, L.; Luo, J. Biodegradable multi-blocked
polyurethane micelles for intracellular drug delivery: The effect of disulfide location on the drug release
profile. RSC Adv. 2016, 6, 9082-9089. [CrossRef]

7. Zhang, Q.; Ko, N.R,; Oh, ].K. Recent advances in stimuli-responsive degradable block copolymer micelles:
Synthesis and controlled drug delivery applications. Chem. Commun. 2012, 48, 7542-7552. [CrossRef]

8.  Cherng, ].Y.; Hou, T.Y;; Shih, M.E; Talsma, H.; Hennink, W.E. Polyurethane-based drug delivery systems.
Int. J. Pharm. 2013, 450, 145-162. [CrossRef]

9.  Zhang, C.Y,; Yang, Y.Q.; Huang, T.X.; Zhao, B.; Guo, X.D.; Wang, ].F; Zhang, L.]. Self-assembled pH-responsive
MPEG-b-(PLA-co-PAE) block copolymer micelles for anticancer drug delivery. Biomaterials 2012, 33, 6273-6283.
[CrossRef]

10. Deng, B.; Ma, P.; Xie, Y. Reduction-sensitive polymeric nanocarriers in cancer therapy: A comprehensive
review. Nanoscale 2015, 7, 12773-12795. [CrossRef]

11.  Zhang, J.; Chen, R.; Fang, X.; Chen, F; Wang, Y.; Chen, M. Nucleolin targeting AS1411 aptamer modified
pH-sensitive micelles for enhanced delivery and antitumor efficacy of paclitaxel. Nano Res. 2015, 8, 201-218.
[CrossRef]

12. Xu, H;; Hu, M; Yu, X,; Li, Y,; Fu, Y.; Zhou, X.; Zhang, D.; Li, J. Design and evaluation of pH-sensitive
liposomes constructed by poly(2-ethyl-2-oxazoline)-cholesterol hemisuccinate for doxorubicin delivery.
Eur. ]J. Pharm. Biopharm. 2015, 91, 66-74. [CrossRef] [PubMed]


http://www.mdpi.com/2073-4360/12/11/2642/s1
http://dx.doi.org/10.1039/C4TB00525B
http://www.ncbi.nlm.nih.gov/pubmed/32261655
http://dx.doi.org/10.1039/C6RA20613A
http://dx.doi.org/10.1039/C7TB00030H
http://www.ncbi.nlm.nih.gov/pubmed/32264019
http://dx.doi.org/10.1016/j.msec.2017.02.124
http://www.ncbi.nlm.nih.gov/pubmed/28415410
http://dx.doi.org/10.1021/bc5004718
http://www.ncbi.nlm.nih.gov/pubmed/25506713
http://dx.doi.org/10.1039/C5RA24903A
http://dx.doi.org/10.1039/c2cc32408c
http://dx.doi.org/10.1016/j.ijpharm.2013.04.063
http://dx.doi.org/10.1016/j.biomaterials.2012.05.025
http://dx.doi.org/10.1039/C5NR02878G
http://dx.doi.org/10.1007/s12274-014-0619-4
http://dx.doi.org/10.1016/j.ejpb.2015.01.030
http://www.ncbi.nlm.nih.gov/pubmed/25660909

Polymers 2020, 12, 2642 11 of 12

13.

14.

15.

16.

17.

18.

19.

20.

21.

22.

23.

24.

25.

26.

27.

28.

29.

30.

31.

32.

He, H.; Ren, Y.; Wang, Z.; Xie, Z. A pH-responsive poly(ether amine) micelle with hollow structure for
controllable drug release. RSC Adv. 2016, 6, 91940-91948. [CrossRef]

Chang, M.; Song, X.; Geng, X.; Wang, X.; Wang, W.; Chen, T.C.; Xie, L.; Song, X. Temozolomide-Perillyl
alcohol conjugate impairs Mitophagy flux by inducing lysosomal dysfunction in non-small cell lung Cancer
cells and sensitizes them to irradiation. J. Exp. Clin. Cancer Res. 2018, 37, 250. [CrossRef] [PubMed]

John, J.V.; Johnson, R.P.; Heo, M.S.; Moon, B.K.; Byeon, S.J.; Kim, I. Polymer-block-polypeptides and
polymer-conjugated hybrid materials as stimuli-responsive nanocarriers for biomedical applications.
J. Biomed. Nanotechnol. 2015, 11, 1-39. [CrossRef] [PubMed]

Lu, W.; Wang, X.; Cheng, R.; Deng, C.; Meng, F.; Zhong, Z. Biocompatible and bioreducible micelles fabricated
from novel alpha-amino acid-based poly(disulfide urethane)s: Design, synthesis and triggered doxorubicin
release. Polym. Chem. 2015, 6, 6001-6010. [CrossRef]

Mura, S.; Nicolas, J.; Couvreur, P. Stimuli-responsive nanocarriers for drug delivery. Nat. Mater.
2013, 12,991-1003. [CrossRef]

Wang, X.; Li, X;; Li, Y.; Zhou, Y,; Fan, C.; Li, W.; Ma, S.; Fan, Y.; Huang, Y.; Li,N.; et al. Synthesis, characterization
and biocompatibility of poly(2-ethyl-2-oxazoline)-poly(D,L-lactide)-poly(2-ethyl-2-oxazoline) hydrogels.
Acta Biomater. 2011, 7, 4149-4159. [CrossRef]

Wang, X, Guo, Z. Targeting and delivery of platinum-based anticancer drugs. Chem. Soc. Rev.
2013, 42, 202-224. [CrossRef]

Luxenhofer, R.; Han, Y.; Schulz, A.; Tong, J.; He, Z.; Kabanov, A.V.; Jordan, R. Poly(2-oxazoline)s as Polymer
Therapeutics. Macromol. Rapid Commun. 2012, 33, 1613-1631. [CrossRef]

Bauer, M.; Lautenschlaeger, C.; Kempe, K.; Tauhardt, L.; Schubert, U.S.; Fischer, D. Poly(2-ethyl-2-oxazoline)
as alternative for the stealth polymer poly(ethylene glycol): Comparison of in vitro cytotoxicity and
hemocompatibility. Macromol. Biosci. 2012, 12, 986-998. [CrossRef] [PubMed]

Jerca, V.V,; Nicolescu, F.A.; Vasilescu, D.S.; Vuluga, D.M. Synthesis of a new oxazoline macromonomer for
dispersion polymerization. Polym. Bull. 2011, 66, 785-796. [CrossRef]

Jerca, V.V.; Lava, K.; Verbraeken, B.; Hoogenboom, R. Poly(2-cycloalkyl-2-oxazoline)s: High melting
temperature polymers solely based on Debye and Keesom van der Waals interactions. Polym. Chem.
2016, 7, 1309-1322. [CrossRef]

Hoogenboom, R. Poly(2-oxazoline)s: A polymer class with numerous potential applications. Angew. Chem.
Int. Ed. 2009, 48, 7978-7994. [CrossRef] [PubMed]

Schlaad, H.; Diehl, C.; Gress, A.; Meyer, M.; Demirel, A.L.; Nur, Y.; Bertin, A. Poly(2-oxazoline)s as smart
bioinspired polymers. Macromol. Rapid Commun. 2010, 31, 511-525. [CrossRef] [PubMed]

Simoes, S.M.N.; Rey-Rico, A.; Concheiro, A.; Alvarez-Lorenzo, C. Supramolecular cyclodextrin-based drug
nanocarriers. Chem. Commun. 2015, 51, 6275-6289. [CrossRef]

Wang, D.; Zhou, Y.; Li, X,; Qu, X,; Deng, Y.; Wang, Z.; He, C.; Zou, Y.; Jin, Y.; Liu, Y. Mechanisms of
pH-sensitivity and cellular internalization of peoz-b-pla micelles with varied hydrophilic/hydrophobic ratios
and intracellular trafficking routes and fate of the copolymer. ACS Appl. Mater. Interfaces 2017, 9, 6916-6930.
[CrossRef]

Zhao, D.; Zhang, H.; Yang, S.; He, W.; Luan, Y. Redox-sensitive mPEG-SS-PTX/TPGS mixed micelles: An
efficient drug delivery system for overcoming multidrug resistance. Int. ]. Pharm. 2016, 515, 281-292.
[CrossRef]

Yang, J.; Li, L.; Ma, C.; Ye, X. Degradable polyurethane with poly(2-ethyl-2-oxazoline) brushes for protein
resistance. RSC Adv. 2016, 6, 69930-69938. [CrossRef]

Kim, C.; Lee, S.C,; Shin, J.H.; Kwon, I.C.; Jeong, S.Y. Amphiphilic diblock copolymers based on
poly(2-ethyl-2-oxazoline) and poly(1,3-trimethylene carbonate): Synthesis and micellar characteristics.
Macromolecules 2000, 33, 7448-7452. [CrossRef]

Lee, S.C.; Kim, C.; Kwon, I.C.; Chung, H.; Jeong, S.Y. Polymeric micelles of poly(2-ethyl-2-oxazoline)-
block-poly(epsilon-caprolactone) copolymer as a carrier for paclitaxel. J. Control. Release 2003, 89, 437—446.
[CrossRef]

Shimano, Y.; Sato, K.; Yoshida, M.; Narumi, S. Synthesis and properties of segmented polyurethanes having
poly(2-oxazoline) chains. Polym. J. 1999, 31, 687-691. [CrossRef]


http://dx.doi.org/10.1039/C6RA18555J
http://dx.doi.org/10.1186/s13046-018-0905-1
http://www.ncbi.nlm.nih.gov/pubmed/30326943
http://dx.doi.org/10.1166/jbn.2015.2054
http://www.ncbi.nlm.nih.gov/pubmed/26301298
http://dx.doi.org/10.1039/C5PY00828J
http://dx.doi.org/10.1038/nmat3776
http://dx.doi.org/10.1016/j.actbio.2011.07.011
http://dx.doi.org/10.1039/C2CS35259A
http://dx.doi.org/10.1002/marc.201200354
http://dx.doi.org/10.1002/mabi.201200017
http://www.ncbi.nlm.nih.gov/pubmed/22648985
http://dx.doi.org/10.1007/s00289-010-0312-z
http://dx.doi.org/10.1039/C5PY01755F
http://dx.doi.org/10.1002/anie.200901607
http://www.ncbi.nlm.nih.gov/pubmed/19768817
http://dx.doi.org/10.1002/marc.200900683
http://www.ncbi.nlm.nih.gov/pubmed/21590935
http://dx.doi.org/10.1039/C4CC10388B
http://dx.doi.org/10.1021/acsami.6b16376
http://dx.doi.org/10.1016/j.ijpharm.2016.10.029
http://dx.doi.org/10.1039/C6RA13663J
http://dx.doi.org/10.1021/ma000517v
http://dx.doi.org/10.1016/s0168-3659(03)00162-7
http://dx.doi.org/10.1295/polymj.31.687

Polymers 2020, 12, 2642 12 of 12

33.

34.

35.

36.

Bu, L.; Zhang, H.; Xu, K,; Du, B.; Zhu, C.; Li, Y. pH and reduction dual-responsive micelles based on
novel polyurethanes with detachable poly(2-ethyl-2-oxazoline) shell for controlled release of doxorubicin.
Drug Deliv. 2019, 26, 300-308. [CrossRef] [PubMed]

Lee, S.C.; Chang, Y.K,; Yoon, ].S.; Kim, C.H.; Kwon, I.C.; Kim, Y.H.; Jeong, S.Y. Synthesis and micellar
characterization of amphiphilic diblock copolymers based on poly(2-ethyl-2-oxazoline) and aliphatic
polyesters. Macromolecules 1999, 32, 1847-1852. [CrossRef]

Upadhyay, K.K.; Bhatt, A.N.; Mishra, A.K.; Dwarakanath, B.S; Jain, S.; Schatz, C.; Le Meins, J.-F.; Farooque, A.;
Chandraiah, G.; Jain, A.K,; et al. The intracellular drug delivery and anti tumor activity of doxorubicin
loaded poly(gamma-benzyl L-glutamate)-b-hyaluronan polymersomes. Biomaterials 2010, 31, 2882-2892.
[CrossRef] [PubMed]

Shuai, X.T.; Ai, H.; Nasongkla, N.; Kim, S.; Gao, ].M. Micellar carriers based on block copolymers of
poly(e-caprolactone) and poly(ethylene glycol) for doxorubicin delivery. J. Control. Release 2004, 98, 415-426.
[CrossRef] [PubMed]

Publisher’s Note: MDPI stays neutral with regard to jurisdictional claims in published maps and institutional
affiliations.

@ © 2020 by the authors. Licensee MDPI, Basel, Switzerland. This article is an open access
@ article distributed under the terms and conditions of the Creative Commons Attribution

(CC BY) license (http://creativecommons.org/licenses/by/4.0/).


http://dx.doi.org/10.1080/10717544.2019.1580323
http://www.ncbi.nlm.nih.gov/pubmed/30895837
http://dx.doi.org/10.1021/ma981664k
http://dx.doi.org/10.1016/j.biomaterials.2009.12.043
http://www.ncbi.nlm.nih.gov/pubmed/20053435
http://dx.doi.org/10.1016/j.jconrel.2004.06.003
http://www.ncbi.nlm.nih.gov/pubmed/15312997
http://creativecommons.org/
http://creativecommons.org/licenses/by/4.0/.

	Introduction 
	Materials and Methods 
	Materials 
	Instruments and Measurements 
	Synthesis of PEtOz-OH 
	Synthesis of PTMC-SS-PTMC 
	Synthesis of PEtOz-PU(PTMCSS)-PEtOz 
	Preparation and Characterization of PEtOz-PU(PTMCSS)-PEtOz Polymer Micelles 
	Cell Viability Assay 
	In Vitro Cellular Uptake and Intracellular Release 

	Results and Discussion 
	Synthesis of Polyurethane (PU) Copolymers 
	Fabrication and Characterization of PEtOz-PU(PTMCSS)-PEtOz Micelles 
	Loading and Triggered Release of DOX 
	In Vitro Cytotoxicity of the PEtOz-PU(PTMCSS)-PEtOz Micelles and DOX-Loaded PEtOz-PU(PTMCSS)-PEtOz Micelles 
	Cellular Uptake of the DOX-Loaded PEtOz-PU(PTMCSS)-PEtOz Micelles and Intracellular Tracking 

	Conclusions 
	References

