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Passive targeting of thermosensitive 
diblock copolymer micelles to the lungs: 
synthesis and characterization of poly(N-isoprop
ylacrylamide)-block-poly(ε-caprolactone)
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Abstract 

Background: Amphiphilic poly(N‑isopropylacrylamide)‑block‑poly(ε‑caprolactone) (PNiPAAm‑b‑PCL) copolymers 
were synthesized by ring‑opening polymerization to form thermosensitive micelles as nanocarriers for bioimaging 
and carboplatin delivery.

Results: The critical micelle concentration increased from 1.8 to 3.5 mg/l following the decrease of the PNiPAAm 
chain length. The copolymers revealed a lower critical solution temperature (LCST) between 33 and 40°C. The copoly‑
mers self‑assembled to form spherical particles of 146–199 nm in diameter. Carboplatin in micelles exhibited a slower 
release at 37°C relative to that at 25°C due to the gel layer formation on the micellar shell above the LCST. The micelles 
containing dye or carboplatin were intravenously injected into the rats for in vivo bioimaging and drug biodistribu‑
tion. The bioimaging profiles showed a significant accumulation of micelles in the lungs. The micelles could mini‑
mize the reticuloendothelial system (RES) recognition of the dye. In vivo biodistribution demonstrated an improved 
pulmonary accumulation of carboplatin from 2.5 to 3.4 μg/mg by the micelles as compared to the control solution. 
Carboplatin accumulation in the heart and kidneys was reduced after encapsulation by the micelles.

Conclusion: This study supports the potential of PNiPAAm‑b‑PCL micelles to passively target the lungs and attenuate 
RES uptake and possible side effects.
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Background
Polymeric micelles are the nanoparticles developed by 
the self-assembly of amphiphilic polymers. They are use-
ful for entrapping lipophilic drugs for targeted antican-
cer drug delivery via the enhanced permeation retention 
(EPR) effect. The micelles are also found to prolong the 
circulation time of drugs, reduce the adverse effect, and 
improve the therapeutic index [1, 2]. Polymeric micelles/
nanoparticles are the biomedical nanostructures with 
the most commercialized products after liposomes [3]. 

Biodegradable polymers are preferred as the nanomateri-
als for therapeutic application. Poly(ε-caprolactone) (PCL) 
is one of the biodegradable polymers widely used in nan-
oparticles for bioimaging, drug delivery, and tissue scaf-
folding [4]. This polyester is approved by the US Food and 
Drug Administration (USFDA) because of its biocompat-
ibility, biodegradation, and nontoxicity in nature [5]. Due 
to its lipophilic characteristics, pendent functionalization 
with other polymers to produce the copolymers is highly 
needed to achieve the suitable hydrophilicity, bioadhe-
sion, and drug encapsulation for biological use [6].

Poly(N-isopropylacrylamide) (PNiPAAm) is a ther-
mosensitive polymer with a lower critical solution tem-
perature (LCST) of ~32°C. It is extensively employed to 
form the temperature-responsive copolymers with other 
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polymers [7]. Some investigations synthesize the copol-
ymers of PNiPAAm and PCL conjugates for their bio-
compatibility and temperature sensitivity [6, 8, 9]. For 
temperature-triggered drug delivery, it is generally recog-
nized that the thermosensitive micelles show a slow drug 
release at temperatures below the LCST, whereas heating 
above the LCST results in the destruction of the micellar 
structure and the expulsion of the entrapped drug. How-
ever, in the case of the conjugates of PNiPAAm and PCL, 
a gel layer on the micellar shell is formed after trigger-
ing the thermoresponsiveness [10, 11]. This layer creates 
a diffusion barrier to enhance the sustained drug release.

Although the copolymers related to combined PNiPAAm 
and PCL were developed previously, no in vivo data proved 
their usefulness for biological application. Herein we blocked 
the lipophilic segments of PCL to the hydrophilic block 
of PNiPAAm to prepare a core–shell micelle. We aimed to 
develop a multifunctional nanocarrier for bioimaging and 
controlled drug delivery. The diblock copolymers were syn-
thesized with different PNiPAAm and PCL block lengths. 
The micelles were fabricated using a dialysis technique to 
determine the physicochemical properties. Carboplatin was 
used as the model anticancer drug in this study. The passive 
targeting of the micelles to organs was examined. The safety 
of the micelles was evaluated at the cell level, including the 
lactic dehydrogenase (LDH) leakage of human neutrophils 
and the viability of 293T and HaCaT cells.

Results
Synthesis of PNiPAAm‑b‑PCL
PNiPAAm-b-PCL diblock copolymers were synthe-
sized by ring-opening polymerization of CL with 

hydroxyl-terminated PNiPAAm as shown in Figure  1. 
Three copolymers with different monomer numbers, 
including PNiPAAm8-b-PCL20, PNiPAAm9-b-PCL15, 
and PNiPAAm14-b-PCL59, were conjugated in this 
work. Figure  2A illustrates the representative 1H NMR 
spectrum of PNiPAAm8-b-PCL20. Observations 
showed typical signals of PNiPAAm blocks at 1.15 ppm 
(Ha, –CH(CH3)2), 3.88–4.08  ppm (Hb, –CH(CH3)2), 
1.35–1.83  ppm (Hc, –CH2–CH–), and 2.15–2.33  ppm 
(Hd, CH2–CH–). The signals at 2.15–2.33 ppm were also 
assigned to the protons of PCL (Hg, –COCH2–). The 
chemical shifts at 1.35–1.83  ppm were ascribed to the 
protons of PCL (Hh, Hi, and Hj, –CH2–). The peaks at 
3.88–4.08 ppm corresponded to –OCH2– moiety in PCL 
(Hk).

Figure 2B displays the FTIR spectra of PNiPAAm8, CL, 
and the grafted PNiPAAm8-b-PCL20. The PNiPAAm 
spectrum showed the characteristic peaks at 3,306 cm−1 
(N–H), 2,973 cm−1 (C–H), and 1,651 cm−1 (amide C=O). 
The CL spectrum revealed the signals at 2,934  cm−1 
(C–H), 1,730 cm−1 (ester C=O), and 1,170 cm−1 (C–O). 
In the FTIR spectrum of the grafted copolymer, the exist-
ence of the peaks from PNiPAAm and CL confirmed an 
effective synthesis of PNiPAAm-b-PCL. The absorption 
peak at 1,188  cm−1 became stronger in the spectrum 
of the copolymer as compared to that of CL, indicating 
that there existed a number of C–O groups introduced 
by PCL backbone. The molecular weights of the diblock 
copolymers are measured by GPC as shown in Additional 
file 1: Table  S1. The molecular weight of PNiPAAm8-
b-PCL20, PNiPAAm9-b-PCL15, and PNiPAAm14-
b-PCL59 was 5,578, 3,792, and 6,879  Da, respectively. 
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The traces of GPC exhibited a unimodal peak, demon-
strating a narrow molecular weight distribution of the 
copolymers.

Characterization of PNiPAAm‑b‑PCL micelles
The excitation spectra of pyrene in copolymer solu-
tion were examined to calculate the values of the critical 
micelle concentration (CMC). The distinguishing prop-
erty of the excitation spectra was a red shift from 331 
to 334  nm upon pyrene partitioning into the lipophilic 
core of the micelles. Figure  3 depicts the intensity ratio 
(I334/I331) of pyrene versus the logarithm of the copoly-
mer concentration (log C). The I334/I331 ratio showed 
a substantial increase at a particular concentration, 

suggesting the pyrene entrapment into the micelles. 
Additional file 1: Table S1 summarizes the CMC values 
of different copolymers. It could be observed that the 
CMC decreased following the increase of the PNiPAAm 
chain length. The copolymer with the longest PCL length 
(PNiPAAm14-b-PCL59) demonstrated the lowest CMC 
(1.75 mg/l) among the copolymers.

We had characterized the LCST of the copolymer 
micelles by recognizing the transmittance change. As 
shown in the left panel of Figure  3b, a sharp transmit-
tance reduction is visualized at a determined tempera-
ture. This indicates a phase transition from a transparent 
and clear solution to a formation of suspension contain-
ing aggregates as observed in the right panel of Figure 3b. 
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Figure 2 The representative 1H NMR spectrum of PNiPAAm8‑b‑PCL20 (A) and FTIR spectra of PNiPAAm8 (line a), CL (line b) and PNiPAAm8‑b‑PCL20 
(line c) (B).
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As shown in Additional file 1: Table S1, 33, 35, and 40°C, 
respectively, are the LCST of PNiPAAm8-b-PCL20, PNi-
PAAm9-b-PCL15, and PNiPAAm14-b-PCL59.

Additional file 1: Table S1 summarizes the size, poly-
dispersity, and zeta potential of the micelles. At 25°C, 
PNiPAAm8-b-PCL20 revealed a mean diameter of 
146  nm. The average size was increased following the 
increase of the PNiPAAm chain length. The polydisper-
sity of the three micelles ranged between 0.22 and 0.25, 
expressing a narrow size distribution. The zeta potential 
of the micelles was anionic, with no significant difference 
among the surface charge of the three nanosystems. The 
negative zeta potential of the micelles is a result of lone-
pair electrons in the grafted PNiPAAm.

Stability of PNiPAAm‑b‑PCL micelles
PNiPAAm displays a coil-to-globule transition tempera-
ture at 32°C, which can undergo a conversion from room 
temperature to body temperature (37°C). This LCST is 
feasible for clinical application. PNiPAAm8-b-PCL20 
was selected as the model copolymer for further inves-
tigation because its LCST (33°C) is so close to 32°C. 
Figure 4a illustrates the TEM image of the PNiPAAm8-
b-PCL20 micelles. A spherical core–shell morphology 

was observed. The self-assembled micelles were well dis-
tributed as individual particles. The micellar size shown 
in the TEM image was smaller than that determined by 
the laser-scattering technique. A broad size range was 
also observed by TEM. This is attributed to the detection 
of the dehydrated solid state by TEM, whereas a hydro-
dynamic diameter was detected by laser scattering. The 
micelles were water-swollen in the hydrodynamic state.

The stability of the PNiPAAm8-b-PCL20 micelles 
was examined by incubating the nanosystems at 25°C 
for 3  weeks. Average diameter and zeta potential were 
used as the indicators to evaluate the micellar stability. 
As illustrated in Figure 4b, the size and zeta potential of 
PNiPAAm8-b-PCL20 showed no significant change dur-
ing the 3  weeks. This suggests that the thermosensitive 
micelles are stable for at least 3 weeks; thus further appli-
cation can be promised.

The change of physicochemical properties of micelles  
as a function of temperature
The size and zeta potential of PNiPAAm8-b-PCL20 were 
assessed by varying the temperature from 25 to 40°C. 
As shown in Additional file 1: Table S2, the diameter 
of the micelles increased from 146 to 370 nm when the 

-5 -4 -3 -2 -1 0
0.85

0.90

0.95

1.00

1.05

1.10

I 33
4
/I 3

31

Log C (g/l)

 PNiPAAm8-b-PCL20

-5 -4 -3 -2 -1 0
0.85

0.90

0.95

1.00

1.05

1.10

I 33
4
/I 3

31

Log C (g/l)

 PNiPAAm9-b-PCL15

-5 -4 -3 -2 -1 0
0.85

0.90

0.95

1.00

1.05

1.10

I 33
4
/I 3

31

Log C (g/l)

 PNiPAAm14-b-PCL59

Temperature (oC)

25 30 35 40 45 50

Tr
an

sm
itt

an
ce

 (%
)

0

20

40

60

80

100

120
PNiPAAm8-b-PCL20
PNiPAAm9-b-PCL15
PNiPAAm14-b-PCL59

< LCST > LCST 

a

b
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temperature was raised from 25 to 36°C. A further size 
augmentation to 567  nm was found as the temperature 
was increased to 40°C. The polydispersity of the micelles 
at 40°C was 1.00, indicating a very broad distribution of 
the different sizes in the nanosystems. The zeta potential 
remained constant after the heating.

Carboplatin release from micelles
To explore the effect of temperature on carboplatin deliv-
ery, the drug-release experiment was performed at the 
temperatures of 25 and 37°C. Figure  5 depicts the per-
centage of released carboplatin plotted as a function of 
time. A 4% DMSO in double-distilled water was used as 
the control vehicle for dissolving carboplatin. As shown 
in Figure 5a, a two-phase release pattern was observed for 

carboplatin released from the control solution. Carbopl-
atin exhibited an initial burst from the control, then grad-
ually leveled off after 10 h. About 65% of the carboplatin 
had been released by 24 h. The control solution showed a 
faster release of carboplatin above the LCST than below 
the LCST. This discrepancy was not significant. Encapsu-
lation of carboplatin into PNiPAAm8-b-PCL20 micelles 
revealed a more controllable drug release compared to 
the control as observed in Figure 5b. The burst carbopl-
atin release was alleviated by the micellar incorporation. 
Carboplatin was continuously released from the micelles 
within 24  h. Approximately 10% of the carboplatin was 
released at the end of the experiment (24 h). When the 
temperature was elevated from 25 to 37°C, the drug 
release was suppressed to a significant degree.
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Figure 4 Transmission electron microscopic micrograph of PNiPAAm8‑b‑PCL20 micelles (a) and storage stability of PNiPAAm8‑b‑PCL20 micelles 
determined by average size and zeta potential (b). Each value represents the mean ± SD (n = 4).

Figure 5 In vitro cumulative amount‑time profiles across cellulose membrane of carboplatin release from control solution (a) and PNiPAAm8‑
b‑PCL20 micelles (b) assessed by Franz diffusion cell at 25 and 37°C. Each value represents the mean ± SD (n = 4).
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Cytotoxicity of the micelles
The preliminary examination on the cytotoxicity of 
PNiPAAm8-b-PCL20 was performed in various cells. 
Figure  6 shows the results. Neutrophils are the main 
leukocytes (50–70%) in systemic circulation. The cyto-
toxicity of neutrophils can be associated with disruption 
of membrane integrity as indicated by LDH. As demon-
strated in Figure 6a, micelle intervention does not show 
cytotoxicity against human neutrophils at all concentra-
tions tested (1.5–48 μg/ml). Human embryonic kidney 
cells (293T) and keratinocytes (HaCaT) were chosen 
as the model systems to evaluate the cytotoxicity of 
micelles. Figure 6b, c exhibit the cell viability (%) of 293T 
and HaCaT in the presence of micelles, respectively. The 
copolymer micelles did not elicit a significant cytotoxicity 
to both cell lines compared to the nontreatment control.

Organ bioimaging
The possible application of the copolymer micelles was 
further assessed by organ bioimaging and drug distri-
bution in rats. The rats intravenously administered with 
DiR solution or micelles were sacrificed 2  h postinjec-
tion, and the organs were then harvested and imaged 
as shown in Figure 7. DiR solution clearly resided in the 
reticuloendothelial system (RES), including the liver and 
spleen (Figure 7a). Some signals were shown in the brain, 
lungs, kidneys, and gastrointestinal tract. However, the 
intensity of these organs was much less than that of RES. 
The bright signal of the liver was also achieved by micelle 
administration (Figure 7b). A negligible signal was visu-
alized in the spleen treated with micelles, indicating a 
lower RES uptake of micelles than the control. A lower 
level of intensity was also noted in the brain treated with 
micelles compared to DiR solution. It is noticeable that, 
in contrast to the control, the micelles induced a much 
greater accumulation in the lungs. An extensive distribu-
tion of near IR signal was observed in the lungs treated 
with micelles. The near IR intensity in the kidneys and 

gastrointestinal tract was comparable between the two 
groups.

Biodistribution of carboplatin
To investigate the delivery effectiveness of the micelles, 
in vivo biodistribution of carboplatin in the organs of 
interest was assessed. Additional file 1: Table  S3 com-
pares carboplatin accumulation in the organs at 2 h fol-
lowing intravenous injection of the control solution 
and micelles. The carboplatin uptake by the brain, liver, 
and spleen was comparable between the aqueous solu-
tion and the micelles. For the PNiPAAm8-b-PCL20 
micelles, 3.35 μg/mg carboplatin was distributed in the 
lungs, which was a higher accumulation (p < 0.05) than 
in the control (2.5 μg/mg). Inclusion within the micelles 
allowed a significantly lower drug heart uptake (1.04 μg/
mg) compared to the control (1.83  μg/mg) (p  <  0.05). 
Lower carboplatin concentration (p < 0.05) in the kidneys 
was detected at 2  h postinjection of micelles (0.74 μg/
mg) compared to aqueous solution (1.45 μg/mg).

Discussion
Polymeric modification by copolymer strategy is advan-
tageous for biomedical use because of the possibility of 
modulating drug release, mechanical properties, and bio-
compatibility [12]. We had synthesized PNiPAAm-b-PCL 
diblock copolymers consisting of thermosensitive moi-
ety and biodegradable polyester backbones. PNiPAAm-
b-PCL formed self-assembly micelles containing a core 
made from PCL blocks surrounded by PNiPAAm ther-
moresponsive coronal chains. The spectra of 1H NMR 
and FTIR confirmed a successful coupling between PNi-
PAAm and PCL.

The copolymer with the largest PCL block (PNi-
PAAm14-b-PCL59) showed the lowest CMC. This could 
be due to the stronger lipophilic interaction and reduced 
solvency resulting from the more lipophilic core in the 
presence of long PCL chains [13]. Previous studies [14, 
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15] also suggest that the increased lipophilic segment 
or decreased hydrophilic segment in PNiPAAm-based 
copolymers resulted in the lower CMC. However, this 
concept cannot explain the higher CMC of PNiPAAm8-
b-PCL20 compared to PNiPAAm9-b-PCL15 since the 
former copolymer possessed less hydrophilic moiety and 
more lipophilic moiety than the latter copolymer. This 
could be due to the greater molecular weight of PNi-
PAAm8-b-PCL20 than PNiPAAm9-b-PCL15. The high 
molecular mass of the copolymer may lead to the high 
threshold for forming micelles. The experimental results 

indicate that PNiPAAm-b-PCL exhibited a lower CMC 
as compared to most of the low-molecular-weight sur-
factants such as sodium lauryl sulfate (2.3 g/l) [16]. This 
suggests a strong tendency of the copolymers toward 
self-assembly of micelles. The low CMC also demon-
strates the thermodynamic stability of the micelles and 
the prevention of premature drug release from micelles 
[17].

The copolymers would be hydrated below the LCST 
due to the production of hydrogen binding between the 
copolymers and water. The PNiPAAm moiety becomes 
lipophilic above the LCST because of the lipophilic 
interaction among the isopropyl groups. This leads to 
the fusion of the micelles. The size enlargement of the 
micelles as a function of temperature can confirm the 
production of aggregates. The hydrophilicity level of PNi-
PAAm can largely influence the transition temperature of 
the thermosensitive copolymers. Previous studies [9, 18] 
indicate that the LCST of PNiPAAm-b-PCL-b-PNiPAAm 
triblock copolymers increases with the increase in the 
chain length of the PNiPAAm block, which is due to the 
increased hydrophilicity of the copolymers. Our LCST 
results correlated with this tendency. PNiPAAm14-
b-PCL59 showed an LCST value of 40°C. The increment 
of the PNiPAAm-based copolymer molecular weight 
and the degree of polymerization leads to the shift of the 
LCST to a higher temperature [15, 19]. The diameter of 
PNiPAAm8-b-PCL20 micelles increased to 567  nm at 
40°C due to the aggregation. This size is still acceptable 
in the bloodstream without the risk of clogging. There 
would be finite aggregation of the micelles in a dilute sys-
tem [20].

With a copolymer concentration prepared at 50-fold 
CMC, the copolymer with the largest PCL block (PNi-
PAAm14-b-PCL59) displayed the greatest micelle size 
(199  nm). The extension of the average diameter with 
increasing PCL length originates from the increment of 
lipophilic degree and the capacity in the micellar core 
[10, 21]. Nevertheless, this cannot explain the larger 
size of PNiPAAm9-b-PCL15 compared to PNiPAAm8-
b-PCL20. This could be attributed to the longer length of 
the PNiPAAm block having the more-hydrated and bulk-
ier shell [6, 16].

The hydrophilicity of the shell of PNiPAAm-based 
micelles has been found to be weakened once the tem-
perature is increased above the LCST [17, 22]. This can 
result in the partial destruction of the micellar structure, 
leading to the facile drug release at body temperature. 
This was not the case in this study since PNiPAAm-
b-PCL micelles exhibited a slower drug release upon 
heating to 37°C. The burst carboplatin release from the 
control solution was also restrained after incorporation 
into the micelles. Choi et al. [10] demonstrated that the 

Figure 7 Fluorescence imaging of organs under Pearl® Impulse sys‑
tem at near IR wavelength after a 2‑h injection of DiR control solution 
(a) and DiR‑loaded PNiPAAm8‑b‑PCL20 micelles (b).
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phase transition causes a sol to gel transformation of 
PNiPAAm-b-PCL copolymers. An additional gel layer 
around the particulate surface is created above the LCST, 
contributing to the diffusion barrier for drug passage. It 
is postulated that the PNiPAAm block turns lipophilic 
above the LCST. This phase transition causes a thicken-
ing of the lipophilic segment in the micellar shell [23]. 
The drug-release process from the micelles includes the 
drug escape from the micellar core, and then the diffu-
sion across the shell and the drug partitioning into the 
external phase occurs. The enlarged lipophilic shell pre-
vents drug delivery into the aqueous phase and promotes 
drug entrapment in the micelles [20]. Almost no further 
carboplatin release was shown after an initial burst. Car-
boplatin inclusion in the micelles produced a prolonged 
and continuous release. This suggests a sustained delivery 
of carboplatin by micellar entrapment. This effect is espe-
cially important when administering the nanocarriers 
into circulation. The biodegradable copolymers always 
suffer from hydrolytic and enzymatic erosion in systemic 
circulation [24]. This may lead to a quick drug release 
before targeting the specific organs. PNiPAAm-b-PCL 
micelles may ameliorate this drawback.

Free DiR exhibited an extensive distribution in RES 
[25]. Our in vivo bioimaging profiles confirmed this 
trend. The RES uptake accelerated elimination in the 
body. DiR accommodated in micelles had avoided 
the recognition by RES, especially in the spleen. The 
nanoparticle size of <200 nm minimizes the degree of 
RES uptake and lessens renal excretion, thus increas-
ing the possible targeting to specific organs or tumors 
[26]. The micelles developed in this study fulfilled 
this criterion. The thermosensitive micelles contain-
ing DiR still showed a significant accumulation in the 
liver. This was because of the critical role of the liver 
in PCL-based micelle clearance [27]. The micelles 
showed a negligible delivery to the brain, indicat-
ing a difficult passage across the blood–brain barrier 
(BBB). A significant accumulation of micelles was 
found in the lungs, demonstrating a passive targeting 
to this organ. It is proposed that the prolonged circula-
tion of the micelles due to RES bypassing leads to an 
opportunity to target specific organs such as the lungs. 
The lungs serve in the circulation as the first filter for 
xenobiotics [28]. This effect is unlikely to be mediated 
by RES. Pulmonary vasculature contains extensive vas-
cular networks with 25–30% of the total endothelial 
surface of the body [29]. The unique feature promotes 
the PNiPAAm-b-PCL micelle deposition in the lungs. 
The transition from the hydrophilic to the lipophilic 
corona of thermosensitive micelles at body tempera-
ture also accelerates micellar escape from the circula-
tion to the peripheral tissues.

Since the DiR-loaded micelles largely accumulated 
in the lungs, the nanocarriers delivered a higher carbo-
platin amount to this organ as compared to the control. 
Micellar loading partly decreased the RES uptake of DiR. 
However, this effect was minor for carboplatin. It is inter-
preted that DiR and carboplatin are different molecules 
with different metabolism pathways. The tendency to 
escape RES by micelles is dependent on the loaded mol-
ecules. The thermoresponsive micelles enhanced carbo-
platin uptake by the lungs but decreased the distribution 
in the heart and kidneys. This approach ameliorated drug 
delivery to targeted tissues and reduced accumulation to 
nontargeted tissues, an improvement that would help to 
avoid side effects. A major problem of anticancer drug 
administration is the clearance of the renal system [30]. 
Free carboplatin is a small molecule with a molecular 
mass of 371 Da. Nanoparticles with a size of 10–200 nm 
can prevent the rapid renal excretion of some antican-
cer drugs [31]. The negative surface charge of micelles 
is beneficial in the blood for evading micellar aggrega-
tion caused by adsorption of plasma proteins [32]. The 
copolymer micelles with a very low CMC demonstrate 
an excellent stability in the systemic circulation owing to 
slower micelle dissociation than occurs with small molec-
ular surfactant nanoparticles [11]. The physicochemical 
characteristics of PNiPAAm-b-PCL micelles suggest that 
this thermosensitive nanocarrier is stable in the circula-
tion, making it conducive to slowly delivering the drug 
over a long period.

The experimental results suggested a passive target-
ing of PNiPAAm-b-PCL micelles to the lungs, which was 
preferred for pulmonary disease or lung cancer therapy. 
Active targeting such as antibody or peptide conjugation 
to nanoparticles is an efficient way to deliver the drug to 
targeted sites; nevertheless, the antibody-ligand nano-
carriers are accompanied by a toxicity concern [33, 34]. 
For example, the exogenous antibodies can contribute 
to antibody-mediated acute lung injury [35]. The cost of 
the antibody is also high. Passive targeting by micelles 
is another option for efficient drug delivery to the lungs. 
The micelles exhibited no toxicity toward mammalian 
cells, including 293T and HaCaT. The results of the LDH 
assay demonstrated a favorable blood compatibility of 
micelles. The micelles developed in the present study can 
be regarded as safe. The next investigation for evaluating 
the applicability of the carboplatin-loaded micelles is the 
evaluation of tumor targeting and anticancer efficacy in 
the lungs.

Conclusion
Diblock copolymer PNiPAAm-b-PCL was synthesized 
and characterized with the aim of combining thermo-
sensitivity and biocompatibility. The grafted copolymers 
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self-assembled into spherical micelles with an LCST of 
33–40°C. The CMC of the copolymers was in the range of 
1.8–3.5 mg/l, which decreased as the length of the PNi-
PAAm chains grew. The micelles formed a gel layer on 
the shell above the LCST, producing a delayed and sus-
tained diffusion of carboplatin. We assessed neutrophil, 
293T, and HaCaT cytotoxicity in response to the micelles, 
and we detected no toxicity to these cells. The improved 
lung delivery and decreased RES uptake of the micelles 
enabled passive targeting to the lungs. The avoidance of 
the undesirable organ accumulation and toxicity associ-
ated with the drug was also achieved. The amphiphilic 
copolymer micelles fabricated in this study appear prom-
ising as nanocarriers for carboplatin.

Methods
Materials
N-Isopropylacrylamide (NiPAAm), ε-caprolactone (CL), 
carboplatin, azobisisobutyronitrile (AIBN), and toluene 
were purchased from Sigma-Aldrich (St. Louis, MO, USA). 
1,1′-Dioctadecyl-3,3,3′,3′-tetramethylindotricarbocyanine 
iodide (DiR) was supplied by ATT Bioquest (Sunnyvale, 
CA, USA). Benzoyl peroxide (BPO) came from Shimakyu 
(Osaka, Japan). 2-Mercaptoethanol was provided by Avan-
tor (Center Valley, PA, USA). N,N-dimethylformamide 
(DMF) and tetrahydrofuran (THF) were purchased from 
Mallinckrodt (St. Louis, MO, USA). Tin(II) 2-ethylhex-
anoate (Sn(Oct)2) was from Strem Chemicals (Newbury-
port, MA, USA).

Synthesis of PNiPAAm
A determined amount of NiPAAm (6 g for PNiPAAm8-
b-PCL20, 4  g for PNiPAAm9-b-PCL15, and 2  g for 
PNiPAAm14-b-PCL59), 2-mercaptoethanol (0.2  g for 
PNiPAAm8-b-PCL20, 0.09  g for PNiPAAm9-b-PCL15, 
and 0.13  g for PNiPAAm14-b-PCL59), and 2% (w/v) 
BPO were added to a round-bottom flask under nitro-
gen atmosphere. THF (15 ml) was then added to the flask 
with stirring for 24 h. The crude product was purified by 
ether in the presence of THF to remove the unreacted 
monomer and initiators. The product was purified twice 
to obtain the white powder of PNiPAAm. Figure 1 shows 
the scheme of PNiPAAm synthesis.

Synthesis of PNiPAAm‑b‑PCL
The diblock copolymer of PNiPAAm-b-PCL was pre-
pared through a ring-opening polymerization of CL with 
PNiPAAm in toluene by utilizing Sn(Oct)2 as the cata-
lyst. PNiPAAm (5.92  g for PNiPAAm8-b-PCL20, 5.1  g 
for PNiPAAm9-b-PCL15, and 5.0  g for PNiPAAm14-
b-PCL59), CL (10.3  g for PNiPAAm8-b-PCL20, 9.1  g 
for PNiPAAm9-b-PCL15, and 20.1  g for PNiPAAm14-
b-PCL59), and 1.5% (w/v) Sn(Oct)2 were refluxed in 

toluene (30 ml) under a nitrogen stream for 24 h. After 
this reaction, the mixture was concentrated by rotary 
evaporator. The product was dissolved in chloroform and 
precipitated into ether/n-hexane (1:5). This procedure 
was repeated twice. The purified copolymer was dried 
under vacuum conditions. Figure  1 demonstrates the 
process of the copolymer synthesis.

1H nuclear magnetic resonance (1H NMR)
1H nuclear magnetic resonance spectra were detected by 
a Bruker Avance 400 MHz spectrometer (Billerica, MA, 
USA) with CDCl3 as a solvent.

Fourier transform infrared (FTIR) spectroscopy
Fourier transform infrared spectra of the polymers and 
copolymers were recorded using a Bruker Tensor 27 
FTIR spectrophotometer. The samples were pressed into 
KBr pellets for analysis.

Molecular weight
The molecular weights of the copolymers were measured 
by gel permeation chromatography (GPC), which was 
performed on a Jasco high-performance liquid chroma-
tography (HPLC) system (Tokyo, Japan) equipped with 
a refractive-index detector. Jordi Gel polydivinyl ben-
zene columns with pore sizes of 100, 500, and 1,000  Å 
were employed for determination. The eluent used in this 
experiment was chloroform at a flow rate of 0.5 ml/min. 
Polyethylene glycol was used as the standard for estab-
lishing a calibration curve.

Preparation of micelles
The copolymer micelles of PNiPAAm-b-PCL were pre-
pared using the dialysis method. A solution of diblock 
copolymer (30 mg) was dissolved in DMF (5 ml) and was 
then placed in a dialysis bag with a molecular weight cut-
off of 3,500  Da. Carboplatin (5  mg) was added in DMF 
to prepare the drug-containing nanocarriers if necessary. 
The DMF solution was dialyzed against double-distilled 
water (ddH2O) at room temperature for 24 h. The water 
was replaced every 30 min during the first 3 h.

Critical micelle concentration (CMC)
The CMC of the copolymers was measured by fluores-
cence spectroscopy (Hitachi F-7000, Tokyo, Japan) using 
pyrene as the probe. The pyrene solution (100 μl) in ace-
tone at a concentration 6.1 × 10−5 M was added to a vial. 
After evaporation, the measured quantities of micellar 
solutions with various concentrations of PNiPAAm-b-PCL 
ranging from 1.83 × 10−5 to 0.3 g/l were incorporated into 
the vial. The concentration of pyrene in the micellar solu-
tion was 6.1 × 10−7 M. After equilibration at room tem-
perature overnight, the fluorescence excitation spectra of 
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the final solution were determined at an emission wave-
length of 390  nm. The excitation fluorescence values I334 
and I331, respectively, at 334 and 331 nm, were detected for 
the subsequent measurement of the CMC.

Lower critical solution temperature (LCST)
The LCST of the diblock copolymers was measured by 
detecting the optical transmittance. A UV spectrometer 
(Jasco V-550, Tokyo, Japan) was used by monitoring the 
transmittance of a 500-nm light beam through the copol-
ymer solution at the concentration of a 50-fold CMC. 
The samples were heated at a rate of 0.15°C/min from 25 
to 50°C. The LCST was determined at the temperature at 
which the optical transmittance was 50%.

Average diameter and zeta potential
The mean diameter (z-average) and zeta potential of the 
prepared micelles were detected using a laser-scattering 
method (Nano ZS90, Malvern, Worcestershire, UK). The 
determination was performed at the concentration of a 
50-fold CMC.

Transmission electron microscopy (TEM)
The morphology of PNiPAAm-b-PCL micelles was moni-
tored by Jeol JEM-1400 TEM (Tokyo, Japan). A 10-μl 
of micelle dispersion was pipetted onto a carbon-film-
coated copper grid to form a thin-film specimen and 
stained with 1% phosphotungstic acid. The prepared 
samples were photographed by TEM.

Carboplatin release from micelles
This experiment was conducted with Franz diffusion 
cells. A cellulose membrane with a molecular weight cut-
off of 6,000–8,000  Da (Cellu-Sep® T2, Membrane Filtra-
tion Products, Seguin, TX, USA) was mounted between 
the receptor and the donor. The receptor contained 30% 
ethanol in pH 7.4 buffer with a volume of 5.5  ml. The 
donor (0.5  ml) was loaded with carboplatin-containing 
micelle dispersion or carboplatin in control solution (4% 
DMSO in double-distilled water). Carboplatin concen-
tration in the dispersions was 0.1  mg/ml. The available 
diffusion area for carboplatin was 0.785  cm2. The tem-
perature was set at 25 or 37°C. The 300 μl aliquots of the 
receptor medium were withdrawn at determined inter-
vals. The receptor compartment was immediately added 
to an equal volume of fresh medium. The samples taken 
from the receptor were analyzed by atomic absorption 
spectroscopy (Hitachi Z-5000, Tokyo, Japan) to quantify 
the amount of carboplatin.

Cytotoxicity determined by lactate dehydrogenase (LDH)
The neutrophils from healthy volunteers (20–30  years 
old) were purified using a protocol approved by the 

Institutional Review Board at Chang Gung Memorial 
Hospital. All subjects were required to provide written 
informed consent. Neutrophils were isolated with sedi-
mentation prior to centrifugation in a Ficoll Hypaque 
gradient and hypotonic lysis of erythrocytes. LDH leak-
age from the neutrophils after micelle treatment was 
detected by a commercially available method (Cyto-
Tox 96®, Promega, Madison, WI, USA). Neutrophils 
(6 ×  105  cells/ml) were equilibrated at 37°C for 2  min 
and subsequently treated with copolymer dispersion at 
different concentrations (1.5–48 μg/ml) for 15 min. The 
cytotoxicity was displayed by LDH release in cell-free 
medium as a percentage of the total LDH released. The 
total LDH release was measured by treating 0.1% Triton 
X-100.

Cell viability
Human embryonic kidney cells (293T) and human 
keratinocytes (HaCaT) were seeded in 96-well plates by 
properly-selected culture medium for 24 h. Different vol-
umes of copolymer dispersion were added to the wells 
to make final copolymer concentrations of 1.5, 3, 6, 12, 
and 48 μg/ml. The incubation time of the cells exposed 
to the micelles was 24 h. Tetrazolium salt in isopropanol 
was pipetted into the wells after 24 h. The optical density 
of the dissolved material was determined using a spec-
trophotometer to calculate the viability of the 293T and 
HaCaT cells.

Animals
Male Sprague–Dawley rats (~400  g) were used for the 
in vivo experiments. The experimental protocol was 
received and approved by the Institutional Animal Care 
and Use Committee of Chang Gung University. All ani-
mals were housed and handled according to the institu-
tional guidelines.

Organ bioimaging
The rats were anesthetized using Zoletil® 50 (60 mg/kg). 
The body temperature of the rats was kept at 37°C with 
a heating pad. The control solution or micelle dispersion 
containing DiR (0.05%, w/v) as a fluorescence dye was 
injected into the femoral vein at a volume of 0.25 ml/kg. 
Isoflurane/oxygen was used to maintain the anesthetized 
status. The rats were sacrificed 2  h postinjection. The 
organs were removed from the body and washed with 
saline. The DiR fluorescence in the organs was monitored 
using the Pearl® Impulse imaging system (Li-Cor, Lincoln, 
NE, USA) at near IR wavelength.

Biodistribution of carboplatin
Twelve rats were randomly divided into two groups. The 
rats in each group were injected with the control solution 
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(4% DMSO in ddH2O) or micelles at a carboplatin dose 
of 0.25 mg/kg. The rats were sacrificed 2 h after dosing. 
The brain, lungs, heart, liver, spleen, and kidneys were 
harvested from the body. The organs were weighed and 
suspended in methanol (1  ml) by MagNA Lyser (Roche, 
Indianapolis, IN, USA). The homogenates were centri-
fuged at 10,000×g for 10  min. The supernatant (0.2  ml) 
was taken and then mixed with acetonitrile (0.6 ml). Fol-
lowing a centrifugation at 10,000×g for 10 min, the super-
natants were assessed by atomic absorption spectroscopy.

Statistical analysis
Statistical calculation was performed using an unpaired 
t-test. The post hoc Newman–Keuls test was utilized to 
check the individual differences between the groups. A 
probability of <0.05 was considered significant.

Authors’ contribution
RL carried out the copolymer synthesis studies, design of the study, and 
drafted the manuscript. CL carried out the physicochemical characterization. 
IAA participated in drug release and biodistribution experiments. KH partici‑
pated in the copolymer synthesis and bioimaging studies, and performed the 
statistical analysis. JF conceived of the study, and participated in its design and 
coordination and drafted the manuscript. All authors read and approved the 
final manuscript.

Author details
1 The Center of General Education, Chang Gung University, Kweishan, Taoyuan, 
Taiwan. 2 Center for General Education, Chang Gung University of Science 
and Technology, Kweishan, Taoyuan, Taiwan. 3 Department of Pharmaceutics, 
College of Pharmacy, King Saud University, Riyadh, Saudi Arabia. 4 Pharmaceu‑
tics Laboratory, Graduate Institute of Natural Products, Chang Gung University, 
259 Wen‑Hwa 1st Road, Kweishan, Taoyuan 333, Taiwan. 5 Immunology Con‑
sortium, Chang Gung Memorial Hospital, Kweishan, Taoyuan, Taiwan.  
6 Research Center for Industry of Human Ecology, Chang Gung University 
of Science and Technology, Kweishan, Taoyuan, Taiwan. 

Acknowledgements
The authors are grateful to the financial support of Chang Gung Memorial 
Hospital (Grant number: CMRPF1D0071‑3).

Compliance with ethical guidelines

Competing interests
The authors declare that they have no competing interests.

Received: 23 March 2015   Accepted: 8 June 2015

References
 1. Oerlemans C, Bult W, Bos M, Storm G, Nijsen JFW, Hennink WE (2010) 

Polymeric micelles in anticancer therapy: targeting, imaging and trig‑
gered release. Pharm Res 27:2569–2589

Additional file

Additional file 1. Physicochemical characterization of PNiPAAm‑b‑PCL 
micelles and the carboplatin accumulation (μg/mg) in organs after 
intravenous administration of solution vehicle and PNiPAAm8‑b‑PCL20 
micelles.

 2. Cabral H, Kataoka K (2014) Progress of drug‑loaded polymeric micelles 
into clinical studies. J Control Release 190:465–476

 3. Etheridge ML, Campbell SA, Erdman AG, Haynes CL, Wolf SM, McCullough 
J (2013) The big picture on nanomedicine: the state of investigational 
and approved nanomedicine products. Nanomed Nanotechnol Biol Med 
9:1–14

 4. Dash TK, Konkimalla VB (2012) Poly‑ε‑caprolactone based formulations 
for drug delivery and tissue engineering: a review. J Control Release 
158:15–33

 5. Couet F, Rajan N, Mantovani D (2007) Macromolecular biomateri‑
als for scaffold‑based vascular tissue engineering. Macromol Biosci 
7:701–718

 6. Li M, Pan P, Shan G, Bao Y (2015) Thermoresponsive poly(ε‑caprolactone)‑
graft‑poly(N‑isopropylacrylamide) graft copolymers prepared by a combi‑
nation of ring‑opening polymerization and sequential azide‑alkyne click 
chemistry. Polym Int 64:389–396

 7. Rösler A, Vandermeulen GWM, Klok HA (2012) Advanced drug delivery 
devices via self‑assembly of amphiphilic block copolymers. Adv Drug 
Deliv Rev 64(Suppl):270–279

 8. Dai XH, Jin H, Yuan SS, Pan JM, Wang XH, Yan YS et al (2014) Synthesis and 
characterization of thermosensitive, star‑shaped poly(ε‑caprolactone)‑
block‑poly(N‑isopropylacrylamide) with porphyrin‑core for photody‑
namic therapy. J Polym Res 21:412

 9. Mishra AK, Vishwakarma NK, Patel VK, Biswas CS, Paira TK, Mandal TK et al 
(2014) Synthesis, characterization, and solution behavior of well‑defined 
double hydrophilic linear amphiphilic poly(N‑isopropylacrylamide)‑b‑
poly(ε‑caprolactone)‑b‑poly(N‑isopropylacrylamide) triblock copolymers. 
Colloid Polym Sci 292:1405–1418

 10. Choi C, Chae SY, Nah JW (2006) Thermosensitive poly(N‑
isopropylacrylamide)‑b‑poly(ε‑caprolactone) nanoparticles for efficient 
drug delivery system. Polymer 47:4571–4580

 11. Choi C, Jang MK, Nah JW (2007) Preparation and characterization of 
nanoparticles using poly(N‑isopropylacrylamide)‑b‑poly(ε‑caprolactone) 
and poly(ethylene glycol)‑poly(ε‑caprolactone) block copolymers with 
thermosensitive function. Macromol Res 15:623–632

 12. Dash TK, Konkimalla VB (2012) Polymeric modification and its implica‑
tion in drug delivery: poly‑ε‑caprolactone (PCL) as a model polymer. Mol 
Pharm 9:2365–2379

 13. Chen WQ, Wei H, Li SL, Feng J, Nie J, Zhang XZ et al (2008) Fabrication of 
star‑shaped, thermo‑sensitive poly(N‑isopropylacrylamide)‑cholic acid‑
poly(ε‑caprolactone) copolymers and their self‑assembled micelles as 
drug carriers. Polymer 49:3965–3972

 14. Lee RS, Chen WH, Huang YT (2010) Synthesis and characteriza‑
tion of dual stimuli‑responsive block copolymers based on poly(N‑
isopropylacrylamide)‑b‑poly(pseudoamino acid). Polymer 51:5942–5951

 15. Lee RS, Wu KP (2011) Synthesis and characterization of temperature‑
sensitive block‑graft PNiPAAm‑b‑(CPαN3CL‑g‑alkyne) copolymers by ring‑
opening polymerization and click reaction. J Polym Sci A Polym Chem 
49:3163–3173

 16. Lee RS, Wang SW, Li YC, Fang JY (2015) Synthesis and characterization of 
thermo‑responsive and photo‑cleavable block copolymers as nanocarri‑
ers. RSC Adv 5:497–512

 17. Cheng Y, Hao J, Lee LA, Biewer MC, Wang Q, Stefan MC (2012) Thermally 
controlled release of anticancer drug from self‑assembled γ‑substituted 
amphiphilic poly(ε‑caprolactone) micellar nanoparticles. Biomacromol‑
ecules 13:2163–2173

 18. Loh XJ, Wu YL, Seow WTJ, Norimzan MNI, Zhang ZX, Xu FJ et al (2008) 
Micellization and phase transition behavior of thermosensitive poly(N‑
isopropylacrylamide)‑poly(ε‑caprolactone)‑poly(N‑isopropylacrylamide) 
triblock copolymers. Polymer 49:5084–5094

 19. FitzGerald PA, Gupta S, Wood K, Perrier S, Warr GG (2014) Temperature‑ 
and pH‑responsive micelles with collapsible poly(N‑isopropylacrylamide) 
headgroups. Langmuir 30:7986–7992

 20. Wei H, Cheng C, Chang C, Chen WQ, Cheng SX, Zhang XZ et al (2008) 
Synthesis and applications of shell cross‑linked thermoresponsive hybrid 
micelles based on poly(N‑isopropylacrylamide)‑co‑3‑(trimethoxysilyl)pro‑
pyl methacrylate‑b‑poly(methyl methacrylate). Langmuir 24:4564–4570

 21. Duan Z, Zhang L, Wang H, Han B, Liu B, Kim I (2014) Synthesis of 
poly(N‑isopropylacrylamide)‑b‑ poly(ε‑caprolactone) and its inclusion 
compound of β‑cyclodextrin. React Funct Polym 82:47–51



Page 12 of 12Lee et al. J Nanobiotechnol  (2015) 13:42 

 22. Wei H, Cheng SX, Zhang XZ, Zhuo RX (2009) Thermo‑sensitive polymeric 
micelles based on poly(N‑isopropylacrylamide) as drug carriers. Prog 
Polym Sci 34:893–910

 23. Wei H, Zhang X, Cheng C, Cheng SX, Zhuo RX (2007) Self‑assembled, 
thermosensitive micelles of a star block copolymer based on PMMA and 
PNIPAAm for controlled drug delivery. Biomaterials 28:99–107

 24. Nair LS, Laurencin CT (2007) Biodegradable polymers as biomaterials. 
Prog Polym Sci 32:762–798

 25. Hsieh PW, Wen CJ, Yu HP, Aljuffali IA, Huang YH, Fang JY (2014) Nanostruc‑
tured lipid carriers containing a high percentage of a Pluronic copolymer 
increase the biodistribution of novel PDE4 inhibitors for the treatment of 
traumatic hemorrhage. J Biomed Nanotechnol 10:1520–1535

 26. Steichen SD, Caldovera‑Moore M, Peppas NA (2013) A review of current 
nanoparticle and targeting moieties for the delivery of cancer therapeu‑
tics. Eur J Pharm Sci 48:416–427

 27. Kao HW, Chan CJ, Chang YC, Hsu YH, Lu M, Wang JSJ et al (2013) A 
pharmacokinetics study of radiolabeled micelles of a poly(ethylene 
glycol‑block‑poly(caprolactone) copolymer in a colon carcinoma‑bearing 
mouse model. Appl Radiat Isot 80:88–94

 28. Mirzayan MJ, Probst C, Samii M, Krettek C, Gharabaghi A, Pape HC et al 
(2012) Histopathological features of the brain, liver, kidney and spleen fol‑
lowing an innovative polytrauma model of the mouse. Exp Toxicol Pathol 
64:133–139

 29. Anselmo AC, Gupta V, Zern BJ, Pan D, Zakrewsky M, Muzykantov V et al 
(2013) Delivering nanoparticles to lungs while avoiding liver and spleen 
through adsorption on red blood cells. ACS Nano 7:11129–11137

 30. Abulateefeh SR, Spain SG, Aylott JW, Chan WC, Garnett MC, Alexander C 
(2011) Thermoresponsive polymer colloids for drug delivery and cancer 
therapy. Macromol Biosci 11:1722–1734

 31. Akimoto J, Nakayama M, Sakai K, Okano T (2010) Thermally controlled 
intracellular uptake system of polymeric micelles possessing poly(N‑
isopropylacrylamide)‑based outer coronas. Mol Pharm 7:926–935

 32. Du JZ, Sun TM, Song WJ, Wu J (2010) A tumor‑acidity‑activated charge‑
conversional nanogel as an intelligent vehicle for promoted tumoral‑cell 
uptake and drug delivery. J Angew Chem Int Ed 49:3621–3626

 33. Litvak‑Greenfeld D, Benhar I (2012) Risks and untoward toxicities of 
antibody‑based immunoconjugates. Adv Drug Deliv Rev 64:1782–1799

 34. Pastore S, Lulli D, Girolomoni G (2014) Epidermal growth factor receptor 
signaling in keratinocyte biology: implications for skin toxicity of tyrosine 
kinase inhibitors. Arch Toxicol 88:1189–1203

 35. Vlaar APJ, Juffermans NP (2013) Transfusion‑related acute lung injury: a 
clinical review. Lancet 382:984–994

Submit your next manuscript to BioMed Central
and take full advantage of: 

• Convenient online submission

• Thorough peer review

• No space constraints or color figure charges

• Immediate publication on acceptance

• Inclusion in PubMed, CAS, Scopus and Google Scholar

• Research which is freely available for redistribution

Submit your manuscript at 
www.biomedcentral.com/submit


	Passive targeting of thermosensitive diblock copolymer micelles to the lungs: synthesis and characterization of poly(N-isopropylacrylamide)-block-poly(ε-caprolactone)
	Abstract 
	Background: 
	Results: 
	Conclusion: 

	Background
	Results
	Synthesis of PNiPAAm-b-PCL
	Characterization of PNiPAAm-b-PCL micelles
	Stability of PNiPAAm-b-PCL micelles
	The change of physicochemical properties of micelles as a function of temperature
	Carboplatin release from micelles
	Cytotoxicity of the micelles
	Organ bioimaging
	Biodistribution of carboplatin

	Discussion
	Conclusion
	Methods
	Materials
	Synthesis of PNiPAAm
	Synthesis of PNiPAAm-b-PCL
	1H nuclear magnetic resonance (1H NMR)
	Fourier transform infrared (FTIR) spectroscopy
	Molecular weight
	Preparation of micelles
	Critical micelle concentration (CMC)
	Lower critical solution temperature (LCST)
	Average diameter and zeta potential
	Transmission electron microscopy (TEM)
	Carboplatin release from micelles
	Cytotoxicity determined by lactate dehydrogenase (LDH)
	Cell viability
	Animals
	Organ bioimaging
	Biodistribution of carboplatin
	Statistical analysis

	Authors’ contribution
	Received: 23 March 2015   Accepted: 8 June 2015References




