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Abstract: Enhancing drug loading efficacy and stability of polymeric micelles remains a grand
challenge. Here we develop adamantane-based star copolymers adamantane-[poly(ε-caprolactone)-b-
poly(2-(diethylamino)ethyl methacrylate)-b-poly(poly(ethylene glycol) methyl ether methacrylate)]4

(Ad-(PCL-b-PDEAEMA-b-PPEGMA)4) and their self-assembled micelles for controlled drug delivery.
Results show that the polymers have excellent stability in solution with low critical micelle
concentration (CMC) (0.0025–0.0034 mg/mL) and the apparent base dissociation constant (pKb)
of the polymers is from 5.31 to 6.05. Dynamic light scattering analysis exhibits the great
environmental response capability of the pH-sensitive micelles according to particle sizes and
zeta potentials. With the synergy effect of the adamantane and hydrophobic block, the micelles
display the high Doxorubicin (DOX) loading efficacy (up to 22.4%). The DOX release study
shows that the micelles are capable of controlled release for drug. This work indicates the
Ad-(PCL-b-PDEAEMA-b-PPEGMA)4 micelles may provide new guidelines for drug control and
release system in overcoming cancer treatment.

Keywords: anti-cancer drug delivery; polymeric micelles; pH-responsive; star polymer; adamantane

1. Introduction

Currently, cancer is a major public health problem in the world [1,2], but the diagnosis and
treatment of cancer are still a challenge in the field of human biomedicine [3–5]. Owing to non-specific
distribution of drugs, conventional pharmacotherapy often kills normal cells and causes toxicity to
the patient [6–9]. In addition, low concentrations of chemotherapy drugs in tumor tissue results in
poor therapeutic efficacy [6,10]. Nanoparticle therapy shows unique advantages in pharmacotherapy,
helping to improve the drug’s aqueous dispersity, toxicity profile, pharmacokinetic properties, as
well as bioavailability. The pH of normal physiological tissue is about 7.4, the pH of extracellular
solid tumors is 6.5–7.4, and the pH values of endosomes and lysosomes in tumor cells are 5.0 and
4.5–5.0, respectively [11,12]. With great difference in pH between human normal cells and a tumor
cells’ microenvironment, there are tremendous potential applications of a pH-responsive drug delivery
system for efficient drug delivery to the tumor.

Varieties of materials responding to biological stimuli have been designed to improve
drug delivery systems [13,14]. In 2012, Zhang et al. [15] developed a series of pH-responsive
block copolymers poly (ethylene glycol) methyl ether-b-(poly lactic acid-co-poly (β-amino esters))
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(MPEG-b-(PLA-co-PAE)) through a Michael-type step polymerization. It was found that self-assembled
micelles had a high drug loading capacity (18%) and great pH-responsive release performance. The
release of drugs was significantly accelerated from micelles as the pH dropped from 7.4 to 5.0. However,
the delivery system formed by linear amphiphilic block polymers is unstable in vivo environment
as compared to star polymers. In 2013, Yang et al. [16] developed a series of 4-armed star triblock
copolymers poly(ε-caprolactone)-b-poly(2-(diethylamino)ethyl methacrylate)-b-poly(poly(ethylene
glycol) methyl ether methacrylate) (4As-PCL-PDEAEMA-PPEGMA) based on a tetrafunctional alcohol
core. It was found that star copolymers had a low critical micelle concentration (2.2–4.0 mg/L) and
pH-dependent properties. However, 40% of Doxorubicin (DOX) was released from micelles at pH 7.4,
leading to unwanted side-effects on normal cells.

Although pH-sensitive polymeric micelles have the potential to revolution cancer diagnosis
and therapy, there are significant challenges in translating basic research to clinical applications.
A number of self-assembled micelles are unstable in vivo environment, and the interaction among
blood components and carriers has been reported to induce drug leakage [17–19]. In addition, low
drug loading capacity of existing carriers is another hurdle to their widespread application. The low
drug loading content makes it necessary to use exogenous materials (for making carriers) frequently,
which may induce significant safety problems [20]. Hence, it would therefore be desirable to develop a
delivery system that possesses excellent stability and high drug loading capacity. The adamamtane
with unique lipophilicity and biocompatibility are widely used in medicine, functional materials as
well as nanotechnology [13,21,22]. Thus pH-sensitive polymeric micelles with adamamtane as the
molecular core may provide a new guideline for drug control and release system in overcoming
cancer treatment.

In this work, we report a novel star amphiphilic polymer
adamantane-[poly(ε-caprolactone)-b-poly(2-(diethylamino)ethyl methacrylate)-b-poly(poly(ethylene
glycol) methyl ether methacrylate)]4 (Ad-(PCL-b-PDEAEMA-b-PPEGMA)4), which has a highly
drug-loaded capacity and high stability of micelles featured by adamantane as the molecular
core. In order to further study the relationship between the structure of polymer and the
performance of micelles, a series of Ad-(PCL-b-PDEAEMA-b-PPEGMA)4 with different molecular
weights are synthesized. During the synthesis, 1,3,5,7-tetrahydroxy adamantane (Ad-(OH)4) is
used as a tetrafunctional initiator for ring-opening polymerization (ROP) of ε-caprolactone to
obtain adamantane-[poly(ε-caprolactone)]4 [denoted as Ad-(PCL)4]. Ad-(PCL)4 is modified with
2-bromoisobutyryl bromide to prepare adamantane-[poly(ε-caprolactone)-bromine]4 [termed
as Ad-(PCL-Br)4]. Ad-(PCL-Br)4 is employed as a macroinitiator for continuous activators
regenerated by electron transfer atom transfer radical polymerization (ARGET ATRP) of
2-(Diethylamino) ethyl methacrylate and poly(ethylene glycol) methyl ether methacrylate to
synthesize Ad-(PCL-b-PDEAEMA-b-PPEGMA)4. During the preparation of pH-responsive micelles,
DOX is employed as a model, and the star polymers self-assemble by dialysis. A schematic of the
encapsulation and release of DOX is shown in Scheme 1. DOX are expected to encapsulate into the
micelles and keep stable in the normal physiological environment of pH = 7.4, and DOX are released
from micelles in weakly acidic pH, which results from the protonation of amine groups of PDEAEMA.
In this work, critical micelle concentration (CMC), pKb, particle size, zeta potential, loading content,
entrapment efficiency, as well as drug release performance of micelles, are investigated in detail.
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Scheme 1. Illustration of the formation of the drug-loaded adamantane-[poly(ε-caprolactone)-b-
poly(2-(diethylamino)ethyl methacrylate)-b-poly(poly(ethylene glycol) methyl ether methacrylate)]4

(Ad-(PCL-b-PDEAEMA-b-PPEGMA)4) micelles and the pH-dependent release of Doxorubicin (DOX).

2. Materials and Methods

2.1. Materials

ε-caprolactone (ε-CL, Mackin, Shanghai, China) was stirred with CaH2 for 48 h, followed
by distillation under reduced pressure. 2-(Diethylamino) ethyl methacrylate (DEAEMA, Energy
Chemical, Shanghai, China) and poly(ethylene glycol) methyl ether methacrylate (PEGMA, Mn =
500 Da, Energy Chemical, Shanghai, China) were passed through a column of basic alumina to
remove the inhibitors and stored at −18 ◦C. Triethylamine (TEA, Aldrich, Saint Louis, MO, USA)
and tetrahydrofuran (THF, Energy Chemical, Shanghai, China) were stirred overnight with CaH2

and then distilled at atmospheric pressure. Toluene (Energy Chemical, Shanghai, China) was soaked
with the activated 4Å molecular sieves. N,N,N′,N′,N”-pentamethyldiethylenetriamine (PMDETA)
was purchased from Energy Chemical (Shanghai, China) and used as received. Stannous octoate
(Sn(Oct)2), 2-Bromoisobutyryl bromide (BIBB), Cupric bromide (CuBr2) and pyrene were purchased
from Shanghai Macklin Biochemical Co., Ltd. (Shanghai, China) and used as received. Doxorubicin
hydrochloride (DOX·HCl) which was purchased from Beijing HuaFeng United Technology Co., Ltd.
(Beijing, China), was dispersed in the phosphate buffer (pH 7.4), static for 24 h, and collected by
centrifuging before being used. All other reagents were used as received without further purification.

2.2. Measurements

The chemical structure of the polymers was measured by Bruker AVANCE III 400 MHz
superconducting fourier (Bruker, Billerica, MA, USA) at 25 ◦C using chloroform (CDCl3) as deuterated
solvent. The number average molecular weight (Mn) and dispersity index (Mw/Mn) of the polymers
were characterized by gel permeation chromatography (GPC) with THF as the eluent (1.0 mL/min)
and monodisperse polystyrene solution as standard. The GPC system was carried out with a
Waters 1525/2414 system (Waters, Milford, MA, USA) equipped with isocratic high performance
liquid chromatography (HPLC) pump and refractive index detector. A FluoroMax-4 fluorescence
spectrometer (HORIBA Jobin Yvon, Clifton Park, NY, USA) was used to determine CMC of the
star polymers using pyrene as the fluorescence probe. A fluorescence scanner ranging from 240 to
350 nm was performed with 373 nm emission wavelength and the scanning interval was 4 nm at
room temperature. The diameter (Dh) and zeta potential of blank micelles was examined via dynamic
light scattering (DLS) by a ZetaPALS zeta potential and granularity analyzer (Brookhaven, New York,
NY, USA), and the studied samples were filtered through a 0.45 m filter before testing. A TalosF200S
transmission electron microscopy (TEM, FEI, Hillsboro, OR, USA) was employed to characterize the
morphologies of drug-loaded micelles.
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2.3. Synthesis of Ad-(PCL-b-PDEAEMA-b-PPEGMA)4 Copolymers

Three star polymers Ad-(PCL-b-PDEAEMA-b-PPEGMA)4 with different feed ratios were
synthesized by comprehensively utilizing the technology of adamantane chemistry [22], ROP and
ARGET ATRP. Synthetic procedure of Ad-(PCL-b-PDEAEMA-b-PPEGMA)4 is as follows. Notably,
Ad-(OH)4, a four-directional initiator for ROP of ε-CL was prepared according to the reported
procedure with adamantane as the starting material [23].

2.3.1. Synthesis of Ad-(PCL)4

Ad-(PCL)4 was prepared by the ROP of ε-CL in the presence of Ad-(OH)4 as initiator and Sn(Oct)2

as the catalyst [24]. Ad-(OH)4 (0.126 g, 0.63 mmol) was added into a 100 mL dried two-necked flask
with magnetic stir bar, and the flask was then evacuated and purged with argon (Ar) three times.
Under the protection of Ar, ε-CL (6.32 g) and Sn(Oct)2 (0.1% wt of ε-CL, 0.008 g) solution in toluene
were added into the flask in turn by syringe, followed by disperse ultrasonic treatment for 10 min.
Subsequently, the reaction apparatus was transferred to a thermostat controlled oil bath at 120 ◦C for
24 h. Later, the toluene was removed by rotary evaporation, and the crude product was dissolved in
THF, followed by being dropwisely added into 10-fold excess of n-hexane. The resulting product was
collected by suction filtration and dried at 40 ◦C in vacuum oven for 24 h.

2.3.2. Synthesis of Ad-(PCL-Br)4

Ad-(PCL-Br)4, a macroinitiator, was synthesized by adding Ad-(PCL)4 (3 g, 0.256 mmol) to a
dried flask equipped with a magnetic stirring bar under argon, and anhydrous THF (20 mL) and
TEA (0.71 mL, 5.11 mmol) was added into the flask in turn. BIBB (0.60 mL, 5.11 mmol) in anhydrous
THF (5 mL) was added dropwisely into the flask with vigorous stirring under ice bath conditions.
The reaction was cooled down to room temperature and stirred for a period of 24 h. Subsequently,
the quaternary ammonium salt produced by the reaction was removed by a neutral alumina column
and then most of the THF was evaporated by rotary evaporation. The resulting solution was added
dropwisely into cold n-hexane and the precipitate was separated by filtration and dried at 40 ◦C in
vacuum oven for 24 h.

2.3.3. Synthesis of Ad-(PCL-b-PDEAEMA-b-PPEGMA)4

Ad-(PCL-b-PDEAEMA-b-PPEGMA)4 was synthesized via ARGET ATRP [25] using Ad-(PCL-Br)4

as the macroinitiator. Ad-(PCL-Br)4 (1.5 g, 0.12 mmol) and the catalyst CuBr2 (0.027 g, 0. 12 mmol)
were added to a 100 mL dried Schlenk flask with a magnetic stirrer under argon. Solvent anhydrous
THF (18 mL), monomer DEAEMA (1.6 g, 8.64 mmol), ligand PMDETA (0.05 mL, 0.24 mmol) were
sequentially added to the reaction flask with syringes. After stirring for 10 min to promote the
formation of catalyst complex CuBr2/PMDETA, the mixed solution was transferred to an oil bath at
65 ◦C. Subsequently, reducing agent Sn(Oct)2 (0.097 g, 0.24 mmol) in THF (2 mL) was added into the
flask by syringe. After 4 h, monomer PEGMA (1.92 g, 3.84 mmol) was added to carry out continuous
polymerization. After the reaction, the mixed solution was cooled down to room temperature, and
diluted with THF. CuBr2 was removed by flowing through a neutral alumina column, and the solution
was concentrated on a rotary evaporator. The resulting solution was added dropwisely to n-hexane
to obtain precipitate which was filtered and dried in vacuum oven at 40 ◦C for 24 h to obtain the
final polymer.

2.3.4. Determination of CMC Values

The formation of polymeric micelles self-assembled from Ad-(PCL-b-PDEAEMA-b-PPEGMA)4

in aqueous solution was monitored on a fluorescence spectrometer with a pyrene as the probe.
The polymer was dissolved in acetone, followed by diluted with deionized water to obtain a
polymer mother liquor at the concentration of 0.1 mg/mL, which was stirred for 24 h to remove
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acetone. Sequentially, the polymer solution was diluted to a series of concentration from 0.0001 to
0.1 mg/mL and then combined with a pyrene solution (12 × 10−7 M) to obtain polymer/pyrene
solutions. The mixed solution was equilibrated at room temperature in the dark for 48 h before
test. Notably, the concentration of pyrene was controlled at 6 × 10−7 M. The fluorescence
excitation spectra of the polymer/pyrene solutions were employed to characterize the CMC value of
Ad-(PCL-b-PDEAEMA-b-PPEGMA)4. Each experimental point was done in triple.

2.3.5. Acid–Base Titration

The Ad-(PCL-b-PDEAEMA-b-PPEGMA)4 polymers and NaCl (control) were dissolved in
deionized water (1 mg/mL) and the initial pH value of the solution was adjusted to 3 with 0.2 M
HCl. 0.1 M NaOH was added stepwisely into the resulting solution while the pH of the solution was
measured with a pH meter. All titrations were repeated three times.

2.3.6. Micelle Preparation and Characterization

The self-assembled polymeric micelles were prepared by dialysis method. Briefly, 5 mg polymer
Ad-(PCL-b-PDEAEMA-b-PPEGMA)4 was dissolved in 20 mL of DMSO, followed by adding dropwisely
50 mL of phosphate buffer (pH 7.4). The mixed solution was transferred into a dialysis bag (molecular
weight cutoff, MwCO = 3.5 kDa) and then dialyzed against phosphate buffer (pH 7.4). Notably, the
dialysate was refreshed every 2 h at the first 12 h and then every 6 h for 36 h. The resulting solution
was filtered through a 0.45 µm filter to remove the large aggregates. The pH value of micellar solution
was adjusted from 2.0 to 10.0 with NaOH or HCl (0.1 M). The particle sizes and zeta potentials of
Ad-(PCL-b-PDEAEMA-b-PPEGMA)4 micelles at different pH were characterized by DLS analysis
using a ZetaPALS zeta potential and granularity analyzer (Brookhaven, New York, NY, USA). Each
experimental point was measured in triple.

2.3.7. Encapsulation and Release of DOX

DOX was utilized as a model drug to test the properties of the polymer micelles as drug carriers.
The self-assembled DOX-loaded Ad-(PCL-b-PDEAEMA-b-PPEGMA)4 micelles were prepared by
dialysis technique. The polymer Ad-(PCL-b-PDEAEMA-b-PPEGMA)4 (40 mg) was dissolved in 20 mL
of DMSO, and the DOX (10 or 20 mg) was added to the solution with vigorous stirring for 1 h, followed
by dropwisely adding 40 mL of phosphate buffer (pH 7.4). The mixed solution was transferred into
a dialysis bag (MwCO = 3.5 kDa) and then dialyzed against phosphate buffer (pH 7.4) at first 5 h
and later against deionized water. After 48 h, the solution was filtered through a 0.45 µm filter and
freeze-dried for characterization.

The drug loading content (DLC) and entrapment efficiency (EE) of micelles was evaluated in 0.1
mg/mL micellar solution on a UV–Vis spectrophotometer (UV-9600) (Shanghai, China) by monitoring
the absorbance at 480 nm. DLC and EE were calculated as follows:

DLC =
weight of loaded drug

weight of polymer and loaded drug
× 100% (1)

EE =
weight of loaded drug
weight of drug in feed

× 100% (2)

The DOX release properties from drug–loaded Ad-(PCL-b-PDEAEMA-b-PPEGMA)4 micelles
were investigated in phosphate buffer or acetic buffer (DOX/polymer = 20/40). Typically, 5 mg of
lyophilized DOX-loaded micelles was dispersed in 5 mL of phosphate buffer (pH 7.4, 6.8, 6.5, 6.0 ) or
acetic buffer (pH 5.5, 5.0, 4.5) and then transferred into a dialysis bag (MwCO = 3.5 kDa), followed by
stirring in a shaking water bath at 37 ◦C and 100 rpm. Along with taking out 4 mL of solution at a
certain time interval, the same volume of fresh buffer was immediately added to keep the total volume
of the solution. The concentration of DOX was monitored at 480 nm by UV–Vis spectrophotometer. The
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cumulative release of DOX was calculated by the following formula. Each experiment was repeated
three times.

Er =

Ve
n−1
∑
1

ci + c0V0

mDOX
× 100% (3)

where Ve = 4 mL; V0 = 44 mL; ci is the sample concentration at the i-th replacement sample; mDOX
represents the amount of DOX in the micelles.

3. Results and Discussion

3.1. Synthesis and Characterization of Ad-(PCL-b-PDEAEMA-b-PPEGMA)4 Star Copolymers

Ad-(PCL-b-PDEAEMA-b-PPEGMA)4 is prepared according to a combination of ROP and ARGET
ATRP, as shown in Scheme 2. Firstly, Ad-(PCL)4 is synthesized by ROP of ε-CL with Ad-(OH)4

as initiator. Secondly, the synthesis of Ad-(PCL-Br)4 is carried out by using Ad-(PCL)4 with 5
equivalent BIBB. Finally, Ad-(PCL-b-PDEAEMA-b-PPEGMA)4 is polymerized in THF at 65 ◦C by
using Ad-(PCL-Br)4 as macroinitiator, and the mole ratio of Ad-(PCL-Br)4/PMDETA/CuBr2/Sn(Oct)2

is 1:2:1:2.

Scheme 2. Synthetic Route of Star Copolymer Ad-(PCL-b-PDEAEMA-b-PPEGMA)4.

By changing the feed ratio, three amphiphilic polymers of Ad-(PC22-b-PD18-b-PP8)4

Ad-(PC28-b-PD18-b-PP8)4 and Ad-(PC28-b-PD25-b-PP8)4 were prepared. 1H NMR spectrum was
employed to characterize the chemical structures and compositions of star polymers (Figure 1).
The 1H NMR spectra of Ad-(PCL)4 (Figure 1A) shows that there are four major peaks: the triplet
peak at 4.06 ppm is the characteristic resonances of the (–CH2–O–) protons, the triplet peak at
2.31 ppm belongs to the (–CH2–CO–) protons, the multiple peak at 1.65 ppm is ascribe to the
(–O–CH2–CH2–CH2–CH2–CH2–CO–) protons, the multiple peak at 1.38 ppm is the characteristic
resonances of the (–CH2–CH2–CH2–) protons, the tiny triplet peak at 3.65 ppm belongs to the
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(–CH2–OH) protons which are at the end of chains and the peak of the adamantane protons coincides
with the peaks of (–CH2–CH2–CH2–) protons.

Figure 1. 1H NMR spectra of Ad-(PCL)4 (A), Ad-(PCL-Br)4 (B) and Ad-(PCL-b-PDEAEMA-b-
PPEGMA)4 (C).

The 1H NMR spectrum of Ad-(PCL-Br)4 can be seen in Figure 1B. The peaks at 3.65 ppm
disappears completely while the signals at 1.93 ppm appears, which are ascribe to (–C(CH3)2–Br)
protons. This indicated that Ad-(PCL-Br)4 is prepared successfully.

The 1H NMR spectrum of Ad-(PCL-b-PDEAEMA-b-PPEGMA)4 is shown in Figure 1C. In addition
to the peaks from Ad-(PCL-Br)4, the peaks at 0.89 and 1.81 ppm are assigned as (–CCH3) and (–CH2–)
protons of the methacrylate backbone respectively; the peaks at 2.70 and 4.06 ppm are assigned as
(–CH2CH2–) protons of DEAEMA unit; the peaks at 1.04 and 2.58 ppm are assigned as (–CH2CH3)
protons of DEAEMA unit; the peaks at 3.38 and 3.64 ppm are the characteristic resonances of (–OCH3)
and (–OCH2–CH2O–) protons of PEGMA unit, respectively.

The molecular weights (Mn) and distribution coefficients (Mw/Mn) of the star polymers were
characterized by GPC analysis (Table 1 and Figure 2). It can be seen that the polymers had a narrow
molecular weight distribution (Mw/Mn < 1.5) and the GPC trace curves of star copolymers and their
intermediates in Figure 2 exhibit a symmetrical unimodal distribution, indicating that the ROP as
well as ARGET ATRP process are controllable. However, the molecular weight measured by GPC is
smaller than that measured by 1H NMR spectrum. The reason is that GPC uses linear polystyrene
as a standard sample, and the hydrodynamic volume of star polymers is smaller than that of linear
polymers [26,27].
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Table 1. Synthesis Results of Copolymers Ad-(PCL-b-PDEAEMA-b-PPEGMA)4.

Sample 1 Mn,th
2 Mn,GPC

3 Mw/Mn
3 Mn,NMR

4

Ad-(PC22-b-PD18-b-PP8)4 40,495 34,524 1.37 36,209
Ad-(PC28-b-PD18-b-PP8)4 43,234 36,735 1.42 38,823
Ad-(PC28-b-PD25-b-PP8)4 48,422 41,793 1.46 44,826

1 PC = PCL; PD = PDEAEMA; PP = PPEGMA. the subscripts are the target degree of polymerization of ε-CL,
DEAEMA and PEGMA. 2 Calculated by theory analysis from the feed ratio of ε-CL, DEAEMA and PEGMA
to initiator. 3 Determined by gel permeation chromatography (GPC) with tetrahydrofuran (THF) as the eluent
(1.0 mL/min). 4 Calculated by the equations Mn,NMR = (114 × x + 185 × y + 500 × z) + 1112. The x, y and z are the
degree of polymerization of ε-CL, DEAEMA and PEGMA calculated from 1H NMR spectra.

Figure 2. GPC traces of Ad-(PC22-b-PD18-b-PP8)4, Ad-(PC28-b-PD18-b-PP8)4, Ad-(PC28-b-PD25-b-PP8)4

and their intermediates.

3.2. CMC Values Determined by Fuorescence Analysis

It is generally believed that amphiphilic polymer with low CMC value would keep micelles
stable in blood circulation system and prevent chemotherapy drugs release before reaching the cancer
cells [28]. The CMC of amphiphilic polymers Ad-(PCL-b-PDEAEMA-b-PPEGMA)4 was performed on
fluorescence spectroscopy in the presence of pyrene as the probe (Figure 3). As the concentration of
Ad-(PCL-b-PDEAEMA-b-PPEGMA)4 increases, excitation spectrum intensity of pyrene increases and
the third peak shifted from 333 to 335 nm. The CMC of copolymers is determined from the threshold
concentration, where the intensity ratio I335/I333 begins to increase obviously. The CMC values of
Ad-(PC22-b-PD18-b-PP8)4, Ad-(PC28-b-PD18-b-PP8)4 and Ad-(PC28-b-PD25-b-PP8)4 are 0.0034 mg/mL,
0.0028 mg/mL and 0.0025 mg/mL respectively. These values are lower than the CMC reported for
common surfactant, indicating a long-circulating characteristics of the polymeric micelles. It should be
noted that the longer the length of the PCL and PDEAEMA segment, the lower the CMC value. The
reason is that the hydrophobic interactions of the copolymer is related to the length of the hydrophobic
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segment. An excellent lipophilicity and rigidity characteristics of adamantane and hydrophobicity of
PDEAEMA in neutral conditions would be good to enhance the hydrophobicity of the polymers.

Figure 3. Graphs of intensity ratios (I335/I333) as function of logarithm of polymeric concentrations in
aqueous solution.

3.3. Titration of Ad-(PCL-b-PDEAEMA-b-PPEGMA)4 Copolymers

As shown in acid-base titration curve (Figure 4), the apparent pKb of Ad-(PC22-b-PD18-b-PP8)4,
Ad-(PC28-b-PD18-b-PP8)4 and Ad-(PC28-b-PD25-b-PP8)4 are 6.05, 5.68 and 5.31, respectively. The pH
buffering region of polymers are in pH 4.22–7.20, 4.49–6.96, and 4.71–7.00. The results show potential
of micelles in avoiding undesirable side-effects for normal cells.

Figure 4. The pH-profile of Ad-(PCL-b-PDEAEMA-b-PPEGMA)4 (1 mg/mL)and NaCl (1 mg/mL) by
acid–base titration with 0.2 M HCl and 0.1 M NaOH.
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3.4. Particle Size and Zeta Potential of the Micelles at Different pH

Figure 5a presents the effective diameter of micelles at different pH ranging from 2 to 10, which
demonstrates pH-responsive behavior of self-assembled micelles. When pH value drops from 10 to 7,
there is no significantly effect on the Dh of the micelles. The reason is that the tertiary amine groups
of the PDEAEMA segment are completely deprotonated and PDEAEMA simultaneously forms the
core of the micelles with the PCL segment. The reason why the Dh of micelles increases significantly
when pH gradually decreases from 7 to 4 is that the tertiary amine groups of the PDEAEMA segment
are protonated gradually and the micelles swell to balance the increasing electrostatic repulsions [29].
When pH drops to less than 4, the Dh of micelles decreases, which is attributed to the fact that the
electrostatic repulsion is larger than intra-micellar hydrophobic interactions, thus the aggregation
number of the polymers decreases.

Figure 5. Effects of pH on the Dh (a) and zeta potential (b) of star polymeric micelles.

Figure 5b presents the zeta potential of micelles as the pH decreases from 10 to 2. At pH > 8,
the charge of the micelles is negative, which may attributed to the hydrolysis of ester-groups in basic
medium. Further decreasing the pH of the micellar solution from 8 to 5 results in a increase in the zeta
potential, which reflects the ongoing protonation process of the tertiary amine groups of PDEAEMA. In
addition, the charge of the micelles is positive, which would enhance permeability and retention effect
(EPR) of micelles for longer duration [30]. When the pH value drops from 4 to 2, the zeta potentials
decrease slightly, which may result from the decrease of the aggregation number or the dissociation
of the micelles [25]. These properties of micelles would trigger the target-specific delivery of drugs.
Comparing the particle sizes and zeta potential of the micelles with different component mass ratios,
the higher DEAEMA content, the better pH-responsiveness.

3.5. Encapsulation and pH-Triggered Release of DOX·HCl

As shown in Table 2, the longer the hydrophobic segment, the higher drug loading content
and entrapment efficiency, which indicates that loading content and entrapment efficiency of the
DOX-loaded Ad-(PCL-b-PDEAEMA-b-PPEGMA)4 micelles are dependent on the content of PCL and
PDEAEMA [31]. The reason is that the interaction between polymer chains and drugs is improved
by enhancing the content of hydrophobic segment [32]. For example, Ad-(PC22-b-PD18-b-PP8)4 has
an EE of 37.8% and DLC of 7.7%, Ad-(PC28-b-PD18-b-PP8)4 has an EE of 40.4% and DLC of 9.9%,
while Ad-(PC28-b-PD25-b-PP8)4 has an EE of 56.0% and DLC of 11.6%. In addition, the drug loading
capacity of micelles is increased by increasing the feeding concentration of DOX. Yang et al. once
prepared the micelles by self-assembling from 4As-PCL-PDEAEMA-PPEGMA [16]. However, the
highest DLC of micelles only reached 20.6%. By replacing the flexible core of pentaerythritol with
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the rigid adamantane, the DLC is up to 22.4%, which may be result from large stereo obstacles of
adamantane. Moreover, the particle size of the DOX-loaded Ad-(PCL-b-PDEAEMA-b-PPEGMA)4

micelles increases after incorporation of DOX (feed ratios of DOX to polymer are 10–20 mg to 40 mg),
which is about 110–256 nm. Presumably, the DOX boosts the hydrophobic interaction between the
PCL, PDEAEMA and DOX, which results in the increase of the aggregation number. And the longer
hydrophobic segment induces obvious larger sizes of micelles. However, the size of DOX-loaded
micelles are larger than the theoretical values of the unimers, which might be attributed to the fact
that DOX-loaded micelles are complex multimolecular micelles rather than unimolecular micelles at a
concentration above CMC [33].

Table 2. Particle size, drug loading content (DLC) and entrapment efficiency (EE) of DOX-loaded
Ad-(PCL-b-PDEAEMA-b-PPEGMA)4 micelles.

Micelle DOX/Polymer Size (nm) DLC (%) EE (%)

Ad-(PC22-b-PD18-b-PP8)4
10/40 110.8 7.7 37.8
20/40 122.5 10.5 31.6

Ad-(PC28-b-PD18-b-PP8)4
10/40 129.0 9.9 40.4
20/40 152.5 16.7 34.7

Ad-(PC28-b-PD25-b-PP8)4
10/40 180.7 11.6 56
20/40 256.0 22.4 44.7

As shown in the TEM images (Figure 6), the representative micrograph of drug-loaded
Ad-(PC28-b-PD25-b-PP8)4 micelles is presented. The TEM images obviously reveals that the micelles
are core-shell structure and filled with DOX. On the other hand, the drug-loaded micelles are about
50 nm spherical particles, which is not in accordance with the data from DLS. This is due to the fact
that the TEM images are obtained without the solvent, while the DLS is carried out in solution, and
intermicellar aggregation may exist in micellar solution [34,35].

Figure 6. Transmission electron microscopy (TEM) of drug-loaded Ad-(PC28-b-PD25-b-PP8)4 micellles.

In order to investigate the pH-sensitive drug release behavior of micelles, the three drug-loaded
Ad-(PCL-b-PDEAEMA-b-PPEGMA)4 micelles were incubated under various pH conditions, and
the drug release behavior were monitored using UV–Vis analyzer (Figure 7). When the pH is 7.4,
Ad-(PCL-b-PDEAEMA-b-PPEGMA)4 micelles are tight and the release rates of drug are slow, and only
15–22% of DOX is released by 35 h. The release rate of DOX increases slightly as the pH decreases
from 6.8 to 4.5, resulting from the partial protonation of the tertiary amine of PDEAEMA. However,
56–67% of DOX is rapidly released at pH 4.5 within the same period, which contributes to the stronger
protonation of tertiary amine of PDEAEMA. Furthermore, higher content of the PDEAEMA segment
results in greater environmental response performance. At pH = 4.5, 67% of DOX is released from
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Ad-(PC28-b-PD25-b-PP8)4 by 35 h, which is faster than that of Ad-(PC28-b-PD18-b-PP8)4 (56%). From
this point of view, Ad-(PCL-b-PDEAEMA-b-PPEGMA)4 micelles not only can avoid drug bursts during
circulation but also enhance intracellular drug release, which is beneficial for controlled drug delivery.

Figure 7. Drug release profiles of DOX from DOX-loaded Ad-(PC22-b-PD18-b-PP8)4 micelles (a),
Ad-(PC28-b-PD18-b-PP8)4 micelles (b), Ad-(PC28-b-PD25-b-PP8)4 micelles (c).
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4. Conclusions

In summary, novel star amphiphilic polymers Ad-(PCL-b-PDEAEMA-b-PPEGMA)4 are developed
and have been shown to possess low CMC values (0.0025–0.0034 mg/mL), indicating that the
adamantane-based polymeric micelles possess favorable stability in solution. Because of unique
three-dimensional configuration of adamantane and hydrophobic interaction among the hydrophobic
block and DOX, the self-assembled Ad-(PC28-b-PD25-b-PP8)4 micelles exhibit high drug loading
capacity (as high as 22.4%). Owing to the protonation of amine groups of PDEAEMA, particle sizes
and zeta potentials of micelles show a desired pH-sensitivity, and the release of DOX is accelerated as
pH decreases from pH 7.4 (15–22%) to pH 4.5 (56–67%). Overall, this study presents an innovative
attempt to introduce the adamantane to improve the drug loading capacity and stability of micelles,
and the results indicate that Ad-(PCL-b-PDEAEMA-b-PPEGMA)4 micelles possess a great potential as
a vector for controlled delivery of anti-cancer drugs.

Acknowledgments: This work was financially supported by National Natural Science Foundation of China
(No. 21476051), Science and Technology Program of Guangzhou City (No. 201704030075 and No. 201604010015)
and Natural Science Foundation of Guangdong Province (No. 2016A030310349).

Author Contributions: Jianwei Guo and Chufen Yang conceived and designed the experiments; Huiyan Yang
performed the experiments; Jianwei Guo, Chufen Yang and Jem-Kun Chen analyzed the data; Rui Tong contributed
reagents/materials/analysis tools; Huiyan Yang wrote the paper.

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

References

1. Jiagge, E.; Bensenhaver, J.M.; Oppong, J.K.; Awuah, B.; Newman, L.A. Global surgical nncology disease
burden: addressing disparities via global surgery initiatives: the University of Michigan International Breast
Cancer Registry. Ann. Surg. Oncol. 2015, 22, 734–740. [CrossRef] [PubMed]

2. McGuire, S. World cancer report 2014. Geneva, Switzerland: World Health Organization, international
agency for research on cancer. Adv. Nutr. 2016, 7, 418–419. [CrossRef] [PubMed]

3. Heidenreich, A.; Bastian, P.J.; Bellmunt, J.; Bolla, M.; Joniau, S.; van der Kwast, T.; Mason, M.; Matveev, V.;
Wiegel, T.; Zattoni, F.; et al. EAU guidelines on prostate cancer. Part 1: screening, diagnosis, and local
treatment with curative intent-update 2013. Eur. Urol. 2014, 65, 124–137. [CrossRef] [PubMed]

4. Heidenreich, A.; Bellmunt, J.; Bolla, M.; Joniau, S.; Mason, M.; Matveev, V.; Mottet, N.; Schmid, H.P.; van der
Kwast, T.; Wiegel, T.; et al. EAU guidelines on prostate cancer. Part 1: screening, diagnosis, and treatment of
clinically localised disease. Eur. Urol. 2011, 59, 61–71. [CrossRef] [PubMed]

5. Jemal, A.; Siegel, R.; Ward, E.; Hao, Y.; Xu, J.; Murray, T.; Thun, M.J. Cancer statistics, 2008. CA Cancer J. Clin.
2008, 58, 71–96. [CrossRef] [PubMed]

6. Duncan, R. Polymer conjugates as anticancer nanomedicines. Nat. Rev. Cancer 2006, 6, 688–701. [CrossRef]
[PubMed]

7. Guo, J.W.; Gao, X.L.; Su, L.N.; Xia, H.M.; Gu, G.Z.; Pang, Z.Q.; Jiang, X.G.; Yao, L.; Chen, J.; Chen, H.Z.
Aptamer-functionalized PEG-PLGA nanoparticles for enhanced anti-glioma drug delivery. Biomaterials 2011,
32, 8010–8020. [CrossRef] [PubMed]

8. Parveen, S.; Sahoo, S.K. Polymeric nanoparticles for cancer therapy. J. Drug Target. 2008, 16, 108–123.
[CrossRef] [PubMed]

9. Peer, D.; Karp, J.M.; Hong, S.; FaroKHzad, O.C.; Margalit, R.; Langer, R. Nanocarriers as an emerging
platform for cancer therapy. Nat. Nanotechnol. 2007, 2, 751–760. [CrossRef] [PubMed]

10. Allen, T.M.; Cullis, P.R. Drug delivery systems: Entering the mainstream. Science 2004, 303, 1818–1822.
[CrossRef] [PubMed]

11. Haag, R. Supramolecular drug-delivery systems based on polymeric core-shell architectures. Angew. Chem.
Int. Edit. 2004, 43, 278–282. [CrossRef] [PubMed]

12. Vaupel, P.; Kallinowski, F.; Okunieff, P. Blood flow, oxygen and nutrient supply, and metabolic
microenvironment of human tumors: A review. J. Cancer Res. 1989, 49, 6449–6465.

13. Langer, R.; Tirrell, D.A. Designing materials for biology and medicine. Nature 2004, 428, 487–492. [CrossRef]
[PubMed]

http://dx.doi.org/10.1245/s10434-014-4345-7
http://www.ncbi.nlm.nih.gov/pubmed/25582742
http://dx.doi.org/10.3945/an.116.012211
http://www.ncbi.nlm.nih.gov/pubmed/26980827
http://dx.doi.org/10.1016/j.eururo.2013.09.046
http://www.ncbi.nlm.nih.gov/pubmed/24207135
http://dx.doi.org/10.1016/j.eururo.2010.10.039
http://www.ncbi.nlm.nih.gov/pubmed/21056534
http://dx.doi.org/10.3322/CA.2007.0010
http://www.ncbi.nlm.nih.gov/pubmed/18287387
http://dx.doi.org/10.1038/nrc1958
http://www.ncbi.nlm.nih.gov/pubmed/16900224
http://dx.doi.org/10.1016/j.biomaterials.2011.07.004
http://www.ncbi.nlm.nih.gov/pubmed/21788069
http://dx.doi.org/10.1080/10611860701794353
http://www.ncbi.nlm.nih.gov/pubmed/18274932
http://dx.doi.org/10.1038/nnano.2007.387
http://www.ncbi.nlm.nih.gov/pubmed/18654426
http://dx.doi.org/10.1126/science.1095833
http://www.ncbi.nlm.nih.gov/pubmed/15031496
http://dx.doi.org/10.1002/anie.200301694
http://www.ncbi.nlm.nih.gov/pubmed/14705079
http://dx.doi.org/10.1038/nature02388
http://www.ncbi.nlm.nih.gov/pubmed/15057821


Polymers 2018, 10, 443 14 of 15

14. Stuart, M.A.C.; Huck, W.T.S.; Genzer, J.; Muller, M.; Ober, C.; Stamm, M.; Sukhorukov, G.B.; Szleifer, I.;
Tsukruk, V.V.; Urban, M.; et al. Emerging applications of stimuli-responsive polymer materials. Nat. Mater.
2010, 9, 101–113. [CrossRef] [PubMed]

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

16. Yang, Y.Q.; Zhao, B.; Li, Z.D.; Lin, W.J.; Zhang, C.Y.; Guo, X.D.; Wang, J.F.;
Zhang, L.J. pH-sensitive micelles self-assembled from multi-arm star triblock co-polymers
poly(epsilon-caprolactone)-b-poly(2-(diethylamino)ethyl methacrylate)-b-poly(poly(ethylene glycol)
methyl ether methacrylate) for controlled anticancer drug delivery. Acta Biomater. 2013, 9, 7679–7690.
[CrossRef] [PubMed]

17. Kim, S.; Shi, Y.; Kim, J.Y.; Park, K.; Cheng, J.X. Overcoming the barriers in micellar drug delivery: Loading
efficiency, in vivo stability, and micelle-cell interaction. Expert Opin. Drug Deliv. 2010, 7, 49–62. [CrossRef]
[PubMed]

18. Nel, A.E.; Mädler, L.; Velegol, D.; Xia, T.; Hoek, E.M.V.; Somasundaran, P.; Klaessig, F.; Castranova, V.;
Thompson, M. Understanding biophysicochemical interactions at the nano-bio interface. Nat. Mater. 2009, 8,
543–557. [CrossRef] [PubMed]

19. Zhao, Y.; Fay, F.; Hak, S.; Perez-Aguilar, J.M.; Sanchez-Gaytan, B.L.; Goode, B.; Duivenvoorden, R.;
Davies, C.d.; Bjørkøy, A.; Weinstein, H.; et al. Augmenting drug-carrier compatibility improves tumour
nanotherapy efficacy. Nat. Commun. 2016, 7, 11221. [CrossRef] [PubMed]

20. Wang, H.; Agarwal, P.; Zhao, S.T.; Yu, J.H.; Lu, X.B.; He, X.M. A biomimetic hybrid nanoplatform for
encapsulation and precisely controlled delivery of theranostic agents. Nat. Commun. 2016, 7, 10350.
[CrossRef] [PubMed]

21. Davis, M.E. The First Targeted delivery of siRNA in humans via a self-Assembling, cyclodextrin
polymer-based nanoparticle: from concept to clinic. Mol. Pharm. 2009, 6, 659–668. [CrossRef] [PubMed]

22. Fort, R.C.; Schleyer, P.V.R. Adamantane: consequences of the diamondoid structure. Chem. Rev. 1964, 64,
277–300. [CrossRef]

23. Fu, S.Q.; Guo, J.W.; Zhu, D.Y.; Yang, Z.; Yang, C.F.; Xian, J.X.; Li, X. Novel halogen-free flame retardants
based on adamantane for polycarbonate. RSC Adv. 2015, 5, 67054–67065. [CrossRef]

24. Yang, C.F.; Xiao, J.Y.; Xiao, W.F.; Lin, W.J.; Chen, J.R.; Chen, Q.; Zhang, L.J.; Zhang, C.Y.; Guo, J.W.
Fabrication of PDEAEMA-based pH-responsive mixed micelles for application in controlled doxorubicin
release. RSC Adv. 2017, 7, 27564–27573. [CrossRef]

25. Lin, W.J.; Nie, S.Y.; Zhong, Q.; Yang, Y.Q.; Cai, C.Z.; Wang, J.F.; Zhang, L.J. Amphiphilic miktoarm star
copolymer (PCL)3-(PDEAEMA-b-PPEGMA)3 as pH-sensitive micelles in the delivery of anticancer drug.
J. Mater. Chem. B 2014, 2, 4008–4020. [CrossRef]

26. Xu, J.; Ge, Z.; Zhu, Z.; Luo, S.; Liu, H.; Liu, S. Synthesis and micellization properties of double hydrophilic
A2BA2 and A4BA4 non-linear block copolymers. Macromolecules 2006, 39, 8178–8185. [CrossRef]

27. Feng, C.; Shen, Z.; Li, Y.G.; Gu, L.N.; Zhang, Y.Q.; Lu, G.L.; Huang, X.Y. PNIPAM-b-(PEA-g-PDMAEA)
double-hydrophilic graft copolymer: synthesis and its application for preparation of gold nanoparticles in
aqueous media. J. Polym. Sci., Part A: Polym. Chem. 2009, 47, 1811–1824. [CrossRef]

28. Owen, S.C.; Chan, D.P.Y.; Shoichet, M.S. Polymeric micelle stability. Nano Today 2012, 7, 53–65. [CrossRef]
29. Wu, H.; Zhu, L.; Torchilin, V.P. pH-sensitive poly(histidine)-PEG/DSPE-PEG co-polymer micelles for

cytosolic drug delivery. Biomaterials 2013, 34, 1213–1222. [CrossRef] [PubMed]
30. Van Vlerken, L.E.; Duan, Z.F.; Seiden, M.V.; Amiji, M.M. Modulation of intracellular ceramide using

polymeric nanoparticles to overcome multidrug resistance in cancer. Cancer Res. 2007, 67, 4843–4850.
[CrossRef] [PubMed]

31. Ge, Z.S.; Liu, S.Y. Functional block copolymer assemblies responsive to tumor and intracellular
microenvironments for site-specific drug delivery and enhanced imaging performance. Chem. Soc. Rev. 2013,
42, 7289–7325. [CrossRef] [PubMed]

32. Zhang, X.; Cheng, J.; Wang, Q.; Zhong, Z.; Zhuo, R. Miktoarm copolymers bearing one poly(ethylene glycol)
chain and several poly(ε-caprolactone) chains on a hyperbranched polyglycerol core. Macromolecules 2010,
43, 6671–6677. [CrossRef]

http://dx.doi.org/10.1038/nmat2614
http://www.ncbi.nlm.nih.gov/pubmed/20094081
http://dx.doi.org/10.1016/j.biomaterials.2012.05.025
http://www.ncbi.nlm.nih.gov/pubmed/22695069
http://dx.doi.org/10.1016/j.actbio.2013.05.006
http://www.ncbi.nlm.nih.gov/pubmed/23669619
http://dx.doi.org/10.1517/17425240903380446
http://www.ncbi.nlm.nih.gov/pubmed/20017660
http://dx.doi.org/10.1038/nmat2442
http://www.ncbi.nlm.nih.gov/pubmed/19525947
http://dx.doi.org/10.1038/ncomms11221
http://www.ncbi.nlm.nih.gov/pubmed/27071376
http://dx.doi.org/10.1038/ncomms10350
http://www.ncbi.nlm.nih.gov/pubmed/26739909
http://dx.doi.org/10.1021/mp900015y
http://www.ncbi.nlm.nih.gov/pubmed/19267452
http://dx.doi.org/10.1021/cr60229a004
http://dx.doi.org/10.1039/C5RA10887J
http://dx.doi.org/10.1039/C7RA04358A
http://dx.doi.org/10.1039/c3tb21694b
http://dx.doi.org/10.1021/ma061934w
http://dx.doi.org/10.1002/pola.23282
http://dx.doi.org/10.1016/j.nantod.2012.01.002
http://dx.doi.org/10.1016/j.biomaterials.2012.08.072
http://www.ncbi.nlm.nih.gov/pubmed/23102622
http://dx.doi.org/10.1158/0008-5472.CAN-06-1648
http://www.ncbi.nlm.nih.gov/pubmed/17510414
http://dx.doi.org/10.1039/c3cs60048c
http://www.ncbi.nlm.nih.gov/pubmed/23549663
http://dx.doi.org/10.1021/ma100653u


Polymers 2018, 10, 443 15 of 15

33. Hong, H.Y.; Mai, Y.Y.; Zhou, Y.F.; Yan, D.Y.; Cui, J. Self-assembly of large multimolecular micelles from
hyperbranched star copolymers. Macromol. Rapid Commun. 2007, 28, 591–596. [CrossRef]

34. Jiang, J.; Liu, Y.; Gong, Y.; Shu, Q.; Yin, M.; Liu, X.; Chen, M. pH-induced outward movement of star centers
within coumarin-centered star-block polymer micelles. Chem. Commun. 2012, 48, 10883–10885. [CrossRef]
[PubMed]

35. Yin, H.; Kang, H.C.; Huh, K.M.; Bae, Y.H. Biocompatible, pH-sensitive AB2 miktoarm polymer-based
polymersomes: preparation, characterization, and acidic pH-activated nanostructural transformation.
J. Mater. Chem. 2012, 22, 19168–19178. [CrossRef] [PubMed]

© 2018 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/10.1002/marc.200600752
http://dx.doi.org/10.1039/c2cc35680e
http://www.ncbi.nlm.nih.gov/pubmed/23033171
http://dx.doi.org/10.1039/c2jm33750a
http://www.ncbi.nlm.nih.gov/pubmed/23002330
http://creativecommons.org/
http://creativecommons.org/licenses/by/4.0/.

	Introduction 
	Materials and Methods 
	Materials 
	Measurements 
	Synthesis of Ad-(PCL-b-PDEAEMA-b-PPEGMA)4 Copolymers 
	Synthesis of Ad-(PCL)4 
	Synthesis of Ad-(PCL-Br)4 
	Synthesis of Ad-(PCL-b-PDEAEMA-b-PPEGMA)4 
	Determination of CMC Values 
	Acid–Base Titration 
	Micelle Preparation and Characterization 
	Encapsulation and Release of DOX 


	Results and Discussion 
	Synthesis and Characterization of Ad-(PCL-b-PDEAEMA-b-PPEGMA)4 Star Copolymers 
	CMC Values Determined by Fuorescence Analysis 
	Titration of Ad-(PCL-b-PDEAEMA-b-PPEGMA)4 Copolymers 
	Particle Size and Zeta Potential of the Micelles at Different pH 
	Encapsulation and pH-Triggered Release of DOXHCl 

	Conclusions 
	References

