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ABSTRACT: The natural flavonoid fisetin (3,3′,4′,7-tetrahydroxyflavone)
was discovered to possess antitumor activity, revealing its potential value in
future chemotherapy. However, its poor water solubility makes it difficult
for intravenous administration. In this study, the monomethyl poly-
(ethylene glycol)−poly(ε-caprolactone) (MPEG−PCL) copolymer was
applied to prepare nanoassemblies of fisetin by a self-assembly procedure.
The prepared fisetin micelles gained a mean particle size of 22 ± 3 nm,
polydisperse index of 0.163 ± 0.032, drug loading of 9.88 ± 0.14%, and
encapsulation efficiency of 98.53 ± 0.02%. Compared with free fisetin,
fisetin micelles demonstrated a sustained and prolonged in vitro release
behavior, as well as enhanced cytotoxicity, cellular uptake, and fisetin-
induced apoptosis in CT26 cells. As for in vivo studies, fisetin micelles were
more competent for suppressing tumor growth and prolonging survival
time than free fisetin in the subcutaneous CT26 tumor model.
Furthermore, histological analysis, terminal deoxynucleotidyl transferase-mediated nick-end labeling assay, immunohistochemical
detection of Ki-67, and microvessel density detection were conducted, demonstrating that fisetin micelles gained increased tumor
apoptosis induction, proliferation suppression, and antiangiogenesis activities. In conclusion, we have successfully produced a
MPEG−PCL-based nanocarrier encapsulating fisetin with enhanced antitumor activity.
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1. INTRODUCTION

Cancer, the leading worldwide cause of death, is always
recognized as a vital target of human medical science. Since
chemotherapy became one of the most efficient approaches to
reduce the threat of malignancies, many efforts have been made
to search for more new antitumor drugs or ameliorate current
chemotherapeutic agents. Natural derivatives, once used for
disease prevention and treatment in ancient times, made a
contribution to the development of modern chemotherapy. For
example, it was reported that during 1981−2006 in North
America, Europe, and Japan 47.1% of a total of 155 clinically
approved anticancer drugs were either unmodified natural
products or their synthesized molecules.1 It should be
considered that natural products have a promising future to
expand the fields of chemotherapy studies.
Recently, there has been an increasing interest in fisetin

(3,3′,4′,7-tetrahydroxyflavone), a natural flavonoid commonly
found in fruits, vegetables, nuts, and wine,2,3 that was
discovered to possess various biological properties like
antibacterial,4 antioxidative, anti-inflammatory,5 and anticon-
vulsant effects.6 Molecular targets found related to fisetin
include cyclin-dependent kinases, DNA topoisomerases I and
II, urokinase, actin polymerization, and androgen receptor
signaling.7 More importantly, the antitumor function of fisetin

has been investigated on a range of cancers, such as
hepatocellular carcinoma, lung, prostate, pancreatic cancers, as
well as colon cancer, confirming the antitumor activity of
fisetin. Furthermore, the mechanism of fisetin’s antitumor effect
was discovered to be associated with antiandrogenic and
antimetastatic activities8,9 and antiangiogenesis.10 There were
studies reporting that fisetin could induce apoptosis in colon
cancer cells via certain triggers such as inhibition of COX2 and
Wnt/EGFR/NF-κB-signaling pathways or activation of the
death receptors and mitochondrial-dependent pathway.11−13

However, we cannot ignore the problem that the water
solubility of fisetin is poor. Fisetin is hydrophobic, and its water
solubility is less than 1 mg/g.7 Therefore, the difficulties of
intravenous administration, low bioavailability, poor selectivity
and targeting,14 or even the toxicity of solvent are all crucial
factors for future clinical applications and commercial
production.15 With the help of developing nanotechnology,16,17

biodegradable polymeric micelles are gradually gaining
attention, in the form of drug delivery systems (DDSs),18,19

to meet these challenges. Polymeric copolymers are nanosized
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self-assembled amphiphilic particles, in which the hydrophobic
blocks can serve as a container for hydrophobic drugs in the
central, and the hydrophilic blocks form a shell contacting with
blood components or aqueous solvent.20 The drug-loaded
micelles possess increased antitumor activity and tumor
selectivity (passive targeting), due to their sustained release
behavior in blood vessels and enhanced permeation and
retention effects (EPR effects) in tumor tissues.21

In this study, monomethyl poly(ethylene glycol)−poly(ε-
caprolactone) (MPEG−PCL) polymeric micelles were chosen,
together with fisetin to form a DDS. Fisetin micelles were
prepared and characterized. In the following, the antitumor
activity of fisetin micelles was investigated both in vitro and in
vivo. The studies of in vitro drug release, cytotoxicity, cellular
uptake, and in vitro apoptosis induction were conducted. In vivo
antitumor activity of fisetin micelles was later examined in the
subcutaneous CT26 tumor model. Furthermore, we took steps
to detect the apoptosis, proliferation, and angiogenesis of tumor
tissues treated by fisetin micelles.

2. MATERIALS AND METHODS
2.1. Materials. Fisetin (Sigma, USA), monomethyl poly(ethylene

glycol) (MPEG, Mn = 2000, Fluka, USA), ε-caprolactone (ε-CL, Alfar
Aesar, USA), stannous octoate (Sn(Oct)2, Sigma, USA), Roswell Park
Memorial Institute 1640 medium (RPMI 1640, Gibco, USA), thiazoyl
blue tetrazolium bromide (MTT, AMRESCO, USA), Hochest33342
(Sigma, USA), propidium iodide (PI, Sigma, USA), and methanol
(HPLC grade, Fisher scientific, UK) were used without purification.
Other materials were identified as analytic reagent grade and used as
received.
MPEG−PCL copolymer was synthesized according to our previous

work,22 and the obtained copolymers were characterized by 1H NMR
(molecular weight: 3950).
Mice CT26 and L929 cell lineage were purchased from the

American Type Culture Collection (ATCC; Rockville, MD) and
cultured in RPMI 1640 supplement with 10% fetal bovine serum
(FBS; Caoyuan lvye, Huhht, China). The cell culture was in an
incubator with controlled temperature of 37 °C and humidified
atmosphere of 5% CO2.
BALB/c mice (18 ± 2 g), purchased from the Laboratory Animal

Center of Sichuan University, were provided with standard laboratory
animal living conditions, including laboratory chow and tap water ad
libitum controlled temperature between 20 and 22 °C, relative
humidity of 50%−60%, and 12 h light−dark cycles. Through the
process of animal tests, all the mice were treated carefully and
humanely following the protocol approved by the Institutional Animal
Care and Treatment Committee of Sichuan University (Chengdu,
China).
2.2. Preparation and Characterization of Fisetin Micelles.

Fisetin and MPEG−PCL micelles (fisetin:MPEG−PCL (wt) = 1:9)
were codissolved in dehydrated ethanol under mild stirring. Then, we
evaporated the mixed solution with a rotary evaporator at 60 °C,
during which fisetin could be distributed in the MPEG−PCL
copolymer, and they formed a homogeneous amorphous coevapora-
tion. Finally, the coevaporation was dissolved in a certain volume
(dependent on the designed fisetin concentration) of normal saline
(NS) at 60 °C so the self-assembly process occurred forming fisetin
micelles.
The morphological characteristics of fisetin micelles were evaluated

by a transmission electron microscope (TEM, H-6009IV, Hitachi,
Japan). The prepared fisetin micelles were diluted with distilled water
and put on a copper grid covered with nitrocellulose. Those samples
were negatively stained with phosphotungstic acid and dried at room
temperature.
The particle size distribution and zeta potential of fisetin micelles

were determined by a Malvern Nano-ZS 90 laser particle size analyzer

at 25 °C. All the data appeared as mean ± standard deviation (SD, n =
3).

The drug loading (DL) and encapsulation (EE) of fisetin micelles
were evaluated according to eqs 1 and 2

=
+

×DL (%)
Drug (g)

Polymer (g) Drug (g)
100%

= ×EE (%)
Practical drug loading (g)

Theoretical drug loading (g)
100%

The prepared fisetin micelles were lyophilized into powder. Then the
powder was weighed and dissolved in methanol. Briefly, the
concentration of fisetin in solution was measured by a high
performance liquid chromatography (HPLC, Shimadzu LC-20AD,
Japan) instrument. The samples were diluted with methanol to reach a
proper concentration (10−100 ng/mL) and filtered through a 0.22 μm
syringe filter (Millea-LG, Millipore Co., USA) before analysis.
Chromatographic separation was performed on a reversed-phase C18
column (4.6 mm × 250 mm, 5 μm, WondaSil, Japan) at a temperature
of 25 °C. The mobile phase contained 60% (v/v) methanol and 40%
(v/v) acidified water (2% (v/v) glactial acetic acid), at a float rate of 1
mL/min. Detection was taken on a diode array detector (SPD-M20A)
set at 360 nm. In this way the retention time of fisetin was about 8.8
min. In addition, the standard curve equation was: H = 26305.578X −
12584.28 (H: the area of peaks; X: the concentration of fisetin; R2 =
0.9999).

2.3. In Vitro Drug Release Study. The drug release behavior was
analyzed in a modified dialysis method.23 An amount of 1 mL of fisetin
micelles and free fisetin (with a fisetin concentration of 1 mg/mL)
were placed in dialysis bags (molecular mass cutoff is 3.5 kDa),
respectively, which were incubated in 10 mL of prewarmed phosphate-
buffered saline (PBS, pH = 7.4, 37 °C) containing 0.5 wt % of
Tween80 (for better fisetin dissolution) at 37 °C with gentle shakes at
a speed of 100 rpm. At specific points of time, all the release media
were collected, stored at −20 °C until analysis, and replaced by
prewarmed fresh release media. The concentration of released fisetin
in each sample was quantified with HPLC, and tests of each group
were performed in triplicate.

2.4. Cytotoxicity of Fisetin Micelles and the MPEG−PCL
Copolymer. The cytotoxicity of fisetin micelles and free fisetin was
evaluated with the MTT method.24 CT26 cells were seeded in 96-well
plates at a density of 2 × 103 cells per well. After cultured for 12 h, they
were exposed to a series of fisetin micelles or free fisetin at gradient
concentrations (0−100 μg/mL) for 48 h. In the end, the cell viability
was expressed as the mean percentage of cell survival relative to that of
untreated cells (n = 6). Furthermore, the cytotoxicity of blank
MPEG−PCL micelles on CT26 and L929 cells was also measured in
the MTT method mentioned above.

2.5. Cellular Uptake of Fisetin Micelles. The cellular uptake
behavior was analyzed using both confocal microscopy and flow
cytometric (FCM) analysis. CT26 cells were seeded onto glass
coverslips at a density of 1 × 104 cells per well. 24 h later, the growth
media were removed, and serum-free media were added into the
plates, which, respectively, contained blank micelles (as control), free
fisetin, and fisetin micelles. For better detection of the weak
florescence, the fisetin concentration used in free fisetin and fisetin
micelles was 25 μg/mL, and the MPEG−PCL concentration was 225
μg/mL. After incubation for 0, 2, and 4 h (controlled at 37 °C), the
glass coverslips were carefully washed with PBS. To observe the
cellular uptake behavior using a confocal microscope (DM6000CS,
Leica, Germany), cells were fixed with cold ethanol and stained with
Hochest33342. For FCM analysis, CT26 cells were collected and
washed with PBS. The intracellular fisetin fluorescence in 10 000 cells
was analyzed after being excited with a 488 nm argon laser (BD, USA).
Fluorescence emission at 520−530 nm was collected, amplified, and
scaled to generate a single parameter histogram (n = 3).

2.6. In Vitro Apoptosis Detection. To explore the fisetin-induced
apoptosis of CT26 cells, cells at a density of 10 × 104 were plated onto
coverslips. After 24 h they were treated with NS, blank micelles (180
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μg/mL), free fisetin (20 μg/mL), and fisetin micelles (20 μg/mL). 48
h later, the growth media were removed, and cells were carefully
washed with PBS. In order to observe the cell nuclei, CT26 cells were
fixed with cold ethanol, stained with PI, and photographed.
Furthermore, the annexin V-PI double staining assay was conducted
to quantify the apoptotic level of CT26 cells, using an annexin V-FITC
apoptosis detection kit (KeyGen, Nanking, China). The samples of
four groups were analyzed with a flow cytometer (BD FACSCalibur,
BD, USA), and 10 000 cells were collected for each sample. In the end,
the total apoptosis ratio and early/late apoptotic cell ratio were
quantified and expressed as mean ± SD (n = 3).
2.7. In Vivo Tumor Model and Treatment Plans. To establish

the subcutaneous CT26 model, 24 BALB/c mice were subcutaneously
injected with 100 μL of CT26 cell suspension containing 5 × 105 cells
on day 0. On day 4, when the tumors were palpable, those mice were
randomly divided into four groups (n = 6) and were treated with NS
(as control), blank micelles (450 mg/kg), free fisetin (50 mg/kg), and
fisetin micelles (50 mg/kg) daily for 2 weeks. For each mouse, 100 μL
of control or fisetin agent was injected into the tail vein. From day 4 to
day 24, the tumor size was measured every 3 days with calipers. The
tumor volume was calculated based on the equation vol = 1/2 × a ×
b2 (vol: the volume of tumors; a: the length of major axis; b: the length
of minor axis). On day 26, mice of four groups were sacrificed by
cervical vertebra dislocation. Subsequently, tumors in each group were
immediately collected and stored for further analyses. Furthermore, to
explore the therapeutic effect of fisetin micelles on extending the
lifetime of tumor-bearing mice, another 24 BALB/c mice were divided
into four groups and treated with NS, blank micelles, free fisetin, and
fisetin micelles as mentioned above, and the survival times were
recorded.
2.8. Histological Analysis. Tumor tissues were collected, fixed in

4 wt % paraformaldehyde, embedded in paraffin, and sectioned. After
dewaxation and rehydration, sections were stained with hematoxylin
and eosin (H&E) to analyze the pathological change of tumor tissues
treated with NS, blank micelles, free fisetin, and fisetin micelles.25

2.9. Quantitative Assessment of Apoptosis. To conduct the
quantitative assessment of apoptosis cells in tumor sections, terminal
deoxynucleotidyl transferase-mediated nick-end labeling (TUNEL)
staining was used (in situ cell death detection kit, Roche, USA) based
on the enzymatic addition of digoxigenin-nucleotide to nicked DNA
by the recombinant terminal deoxynucleotidyl transferase.26 Similar
high-power fields (five fields for each group) of equal size were chosen
to calculate the apoptotic index (the ratio of apoptotic cells to the total
number of tumor cells).
2.10. Immunohistochemical Detection of Ki-67. The tumor

proliferations were further analyzed by immunohistochemical
detection of Ki-67 expression using the labeled streptavidin−biotin
method.27 The primary antibody was rabbit antimouse polyclonal Ki-
67 antibody (Millipore, USA), and the secondary antibody was
biotinylated goat antirabbit immunoglobulin (ZSGB-BIO, China).
Five similar high-power areas for each group were randomly selected
to calculate the Ki-67 labeling index (Ki-67 LI, Ki-67 positive/total
number of cells), which could quantify the tumor cell proliferation.
2.11. Detection of Microvessel Density (MVD). The antiangio-

genesis effect of fisetin micelles could be tested by immofluorescent
analysis of neovascularization in tumor tissues.28 Tumors harvested
were cryosectioned and fixed in cold actone, washed with PBS, and
stained with rat antimouse CD31 polyclonal antibody (BD
Pharmingen, USA). Then they were incubated with Rhodamine
(TRITC)-conjugated affinipure goat antirat second antibody (ZSGB-
BIO, China). Finally, MVD was evaluated by counting the number of
microvessels of the sections in each similar high power field with a
fluorescence microscope.
2.12. Statistical Analysis. The statistical analysis was carried out

using SPSS 16.0 software. The comparisons of FCM apoptosis rate,
tumor weight, and MVD were performed using one-way analysis of
variance (ANOVA). As for the heterogeneity of data variance, the
comparisons of tumor volume, apoptotic index, and Ki-67 LI were
conducted in nonparametric tests. Data of pair groups were analyzed
in a Student’s t test. Survival curves were generated based on the

Kaplan−Meier method, and the statistical significance of them was
determined by Mann−Whitney U-tests. A P value <0.05 on a two-
tailed test was supposed to be statistically significant.

3. RESULTS
3.1. Preparation and Characterization of Fisetin

Micelles. A one-step solid dispersion preparation of fisetin
micelles is shown in Figure 1, which could be easily used in

future scale-up. Fisetin (Figure 1B) could distribute in MPEG−
PCL copolymer (Figure 1A) during the evaporation process.
Later the coevaporation was dissolved in NS to self-assemble
into fisetin micelles.
As Figure 2A presented, the solubility of fisetin in water (b)

was poor, while the clear solution of blank micelles (c, 27 mg/
mL) and fisetin micelles (d, 3 mg/mL) could be observed,
indicating fisetin micelles gained good water solubility. TEM
(Figure 2B) demonstrated the spherical shape of fisetin micelles
in aqueous solution. The particle size distribution of prepared
fisetin-loaded micelles was 22.4 ± 3.0 nm (Figure 1C) with a
polydisperse index (PDI) of 0.163 ± 0.032, and the zeta
potential was −3.61 ± 0.24 mV (Figure 1D). The particles of
fisetin micelles were stable and homogeneous, and the diameter
was in good agreement with the results of particle size
determination, revealing a very narrow distribution. Moreover,
DL and EE were 9.88 ± 0.14% and 98.53 ± 0.02%, respectively.

3.2. In Vitro Drug Release Study. As shown in Figure 2E,
in vitro drug release behavior of free fisetin and fisetin micelles
was significantly different. The data suggested that the rate of
fisetin released from micelles was much slower in comparison
with free fisetin. Within 24 h, the percentage of free fisetin in
the outside media was up to 88%, whereas only 56% of fisetin
had released from micelles. Then there was a relatively
sustained release behavior of fisetin micelles in the following
6 days. At the end of this study, the cumulative release rate of
fisetin micelles was 73.58 ± 3.99%, which was much lower than
that of free fisetin (92.95 ± 6.51%, P < 0.05). This important
delay indicated that MPEG−PCL micelles, as an efficient drug
carrier, could minimize the exposure of chemotherapeutic
agents to normal tissues and increase the accumulation in
tumor tissues.

3.3. Cytotoxicity of Fisetin Micelles and the MPEG−
PCL Copolymer. MTT assay was conducted to compare the
cytotoxicity of free fisetin and fisetin micelles. The data were
given as the percentage of viable cells remaining after treatment
with a series of fisetin micelles and free fisetin for 48 h. Figure
3A showed both fisetin micelles and free fisetin had significant

Figure 1. Preparation scheme of fisetin micelles. (A) Chemical
structure of MPEG−PCL copolymer. (B) Chemical structure of
fisetin. (C) Preparation of fisetin micelles by the self-assembly method.
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cytotoxicity against CT26 cells, while half maximal inhibitory
concentration (IC50) of fisetin micelles was much lower than
that of free fisetin (mean = 7.968 versus 28.513 μg/mL, P <
0.001). The results somehow suggested that the encapsulation
of fisetin in micelles played an essential role in enhancing the
cytotoxicity of fisetin.
The cytotoxicity of blank micelles was evaluated on CT26

and L929 cells, respectively. With increasing concentration of
MPEG−PCL micelles, the cell viability decreased, as shown in
Figure 3B. When the input concentration of micelles reached
1000 μg/mL, cell viabilities of CT26 and L929 cells were up to
72.13% and 66.13%, respectively, indicating that MPEG−PCL
micelles were biocompatible and contained low cytotoxicity,
which made it a safe drug carrier.
3.4. Cellular Uptake of Fisetin Micelles. The study of

cellular uptake behavior could be visualized using a confocal
microscope (DM6000CS, Leica, Germany). The nuclei
(stained with Hochest33342) and cytoplasm could be easily
distinguished due to the spontaneous green fluorescence of
fisetin. Figure 4A presented the images of CT26 cells at 0, 2,
and 4 h after treatment with blank micelles (as a control
group), free fisetin, and fisetin micelles. Obviously, the cellular

uptake was an increasing trend within 4 h because cells
observed after 4 h showed a much more bright green
fluorescence compared to those observed 2 h earlier. Moreover,
the green fluorescence of the fisetin micelles group (both 2 and
4 h incubation) was more distinctive than that of free fisetin,
while cells treated with blank micelles did not show any
fluorescence until the end, which clarified the nanopackage did
not interfere in evaluating the fluorescence of fisetin.
Furthermore, FCM analysis was used to quantify the cellular

uptake behaviors. Flow cytometric histograms (Figure 4B)
showed that the cellular accumulation of fisetin micelles in
CT26 cells was in a relatively higher level compared to that of
free fisetin after an incubation of 4 h.

3.5. In Vitro Apoptosis Detection. The fisetin-induced
apoptosis of CT26 cells was exhibited in Figure 5.
Karyopyknosis could be observed in apoptotic cells. In other
words, PI-stained nuclei of apoptotic cells would be more
condensed, thicker-stained, or even fragmented, different from
those of normal cells. In Figure 5A and B, cells in NS and blank
micelle groups were in homogeneous tarnished red, and few
apoptotic cells existed. Figure 5C and D reported that there was
a significant reduction in the number of cells in free fisetin and
the fisetin micelles group. Condensed, thick-stained nuclei,
fragmented chromatin, as well as apoptotic bodies (shown by
arrows) were observed.
Figure 6A presented the double-staining FCM histograms,

where the early (Annexin V+/PI−, quadrant 4) and late
apoptotic cells (Annexin V+/PI+, quadrant 2) were quantified.

Figure 2. Characterization and in vitro release study of fisetin micelles.
(A) Morphology of water (a), fisetin in water (b), blank micelles (c),
and fisetin micelles (d, the same fisetin amount with b). (B) TEM
image of fisetin micelles. (C) Particle size distribution of fisetin
micelles. (D) Zeta potential of fisetin micelles. (E) In vitro drug release
data of free fisetin and fisetin micelles in PBS (containing 0.5 wt % of
Tween80, pH = 7.4, 37 °C).

Figure 3. Cytotoxicity studies of fisetin micelles and blank micelles.
(A) Cell viability of CT26 cells treated with fisetin micelles and free
fisetin for 48 h. (B) Cell viability of CT26 cells and L929 cells treated
with blank MPEG−PCL micelles for 48 h.
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As shown in Figure 6B, the total apoptosis rates of free fisetin
(32.07 ± 1.06%) and the fisetin micelle group (41.17 ± 2.90%)
were significantly higher than that of the NS group (6.33 ±
0.77%, P < 0.001). The blank micelles group (9.09 ± 0.35%)
was not determined as different from the NS group (P > 0.05).
In addition, fisetin micelles showed more efficient apoptosis
induction than free fisetin (P < 0.05). Figure 6C demonstrated
the comparison of the early and late apoptosis rate of free
fisetin and the fisetin micelles group. In the early apoptosis
stage, there was no significant divergence in fisetin micelles and
free fisetin (P > 0.05). As for late apoptosis, the rate of the
fisetin micelles group was larger than that of the free fisetin
group (mean apoptosis rate = 19.64 ± 0.65 vs 27.77 ± 3.41%, P
< 0.05), indicating that encapsulation of fisetin in MPEG−PCL
micelles improved fisetin-induced apoptosis of the late stage in
CT26 cells.

3.6. Subcutaneous Tumor Model of CT26 Carcinoma.
Figure 7 displayed the data of the subcutaneous CT26 animal
model. For the weight of tumors in each group, Figure 7B
suggested that fisetin micelles (0.83 ± 0.28 g) were significantly
more competent for inhibiting tumor growth than NS (1.80 ±
0.84 g, P < 0.05), blank micelles (1.75 ± 0.77 g, P < 0.05), and

Figure 4. Cellular uptake studies of fisetin micelles. (A) Representative
fluorescent images of CT26 cells treated with blank medium, blank
micelles, free fisetin, and fisetin micelles under a confocal microscope
at specific time (cell nuclei were stained with Hochest33342, and the
green fluorescence inside the cytoplasm indicated the cellular
distribution of fisetin micelles). (B) Flowcytometric histograms for
fisetin micelles and free fisetin accumulating in CT26 cells for 4 h.

Figure 5. Representative images of CT26 cells treated with NS (A),
blank micelles (B), free fisetin (C), and fisetin micelles (D) for 48 h.
Cell nuclei were stained with PI, and arrows point to the apoptotic
body.

Figure 6. Quantitative determination of fisetin-induced apoptosis in
CT26 cells. (A) Representative images of double staining FCM
histograms of NS (a), blank micelles (b), free fisetin (c), and the
fisetin micelles group (d) (quadrant 1: Annexin V−/PI+; quadrant 2:
Annexin V+/PI+, late apoptosis; quadrant3: Annexin V−/PI-;
quadrant 4: Annexin V+/PI−, early apoptosis). (B) The apoptosis
rate in each group. (C) The rate of early and late apoptosis in free
fisetin and the fisetin micelles group.
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free fisetin (1.32 ± 0.41 g, P < 0.05) groups. Compared to the
NS group, fisetin micelles suppressed the growth of tumors (P
< 0.01) as Figure 7C showed, while free fisetin did not show
significant antitumor activity after day 19 (P > 0.05). Tumors in
the blank micelles group were not evidently smaller than those
in the NS group (P > 0.05). Fisetin micelles were more efficient
in suppressing growth of tumors than free fisetin (P < 0.05).
Furthermore, the median survival observation (Figure 7D)
indicated that fisetin micelles extended the lifetime of tumor-
bearing mice (74 days), compared to NS (42 days, P < 0.05),
blank micelles (41 days, P < 0.01), and free fisetin (57days, P <
0.05). In addition, the body weight of mice bearing
subcutaneous CT26 carcinoma in each group was measured
every 3 days. The body weight of the blank micelles group was
not significantly lighter than that of the NS group (P > 0.05),
suggesting that blank MPEG−PCL micelles would not produce
severe systemic toxicity.
3.7. Histological Analysis and Quantitative Assess-

ment of Apoptosis. As for histological analysis (Figure 8),
images of H&E stained sections presented that treatment of
fisetin could inhibit the malignant proliferation and angio-
genesis of tumors. Moreover, fisetin-micelle-treated tissues
showed more signs of apoptosis, such as karyopyknosis and
apoptotic body.
The apoptosis induction of fisetin micelles on CT26

subcutaneous tumors was investigated by TUNEL immuno-
fluorescent staining assay. We specially chose high-power fields
of intact tumor cells to count the TUNEL positive cells (with
green fluorescence), so the central necrosis did not interfere
with the assessment. Figure 9A to D indicated that much more
apoptotic tumor cells existed in tumor tissues treated by fisetin
micelles and free fisetin, compared with those in the blank
micelles and NS groups. In addition, as shown in Figure 9E, the
apoptotic index of the fisetin micelles group (10.08 ± 3.32%)
and free fisetin (5.63 ± 1.25%) was significantly higher than
that of the NS group (2.50 ± 0.77%, P < 0.001), whereas the
fisetin micelles group was considered different from that of the
free fisetin group (P < 0.05). The apoptotic index of the blank

micelles group (2.82 ± 0.91%) was not considered different
from that of the NS group (P > 0.05).

3.8. Immunohistochemical Detection of Ki-67. The
proliferation activity of tumor tissues was examined by
immunohistochemical detection of Ki-67. Tissues treated by
free fisetin (Figure 10C) and fisetin micelles (Figure 10D)
contained less Ki-67 positive immunohistochemical staining
compared to NS (Figure 10A) and blank micelles (Figure 10B),
while fisetin micelles showed an increased efficient antiprolif-

Figure 7. Fisetin micelles inhibited tumor growth in the subcutaneous
CT26 model. (A) Representative photographs of subcutaneous tumors
in each group. (B) Weight of subcutaneous tumor in each group. (C)
Volume of subcutaneous tumors in each group. (D) Survival curves of
mice in each group.

Figure 8. Representative H&E staining images of tumor sections for
NS (A), blank micelles (B), free fisetin (C), and the fisetin micelles
(D) group.

Figure 9. Representative TUNEL immunofluorescent images of tumor
sections for NS (A), blank micelles (B), free fisetin (C), and fisetin
micelles (D) groups and apoptotic index in each group (E).
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eration function compared to free fisetin. According to Figure
10E, Ki-67 LI in the free fisetin group (39.26 ± 6.15%) and
fisetin micelles group (22.23 ± 1.96%) was significantly lower
than that of the NS group (76.35 ± 1.97%, P < 0.001).
However, compared to the NS group, the blank micelles group
did not show any difference (73.29 ± 3.48%, P > 0.05).
Moreover, Ki-67 LI in the fisetin micelles group was found to
be lower than that in the free fisetin group (P < 0.001).
3.9. Immunofluorescence Detection of CD31. As

shown in Figure 11A−D, the antiangiogenesis function of
fisetin micelles was analyzed by immunofluorescence staining of
CD31. Fewer immunoreactive microvessels (red) were
observed in tumor tissues treated by free fisetin and fisetin
micelles, compared to the NS and blank micelles group.
Besides, respectively, in Figure 11E, MVDs in fisetin micelles
(14.4 ± 1.8) and the free fisetin group (27.2 ± 3.1) were
significantly lower than those in NS (49.8 ± 6.4, P < 0.001) and
the blank micelles group (50.4 ± 3.8, P < 0.001). Moreover,
MVD in tissues treated by fisetin micelles was significantly
different from tissues treated by free fisetin (P < 0.001),
indicating that fisetin micelles had enhanced antiangiogenesis
activity.

4. DISCUSSION
Nowadays, there are good prospects for natural derived
chemotherapeutic agents because those small molecular drugs
have more structural diversities, biologically friendly qual-
ities,29−31 and less limitations due to sourcing problems.32 The
highly anticipated fisetin is recognized as potentially valuable in
chemotherapeutic applications. Fortunately, MPEG−PCL

micelles are able to solve the problem of fisetin’s poor water
solubility.
In our previous work, different approaches were made to

prepare fisetin micelles, and rotary evaporation with ethanol
was finally chosen and employed, with products of excellent
properties. The fisetin concentration in aqueous solvent could
become much higher. It is considerable to find out that
MPEG−PCL encapsulating fisetin showed small particle size
(22.4 ± 3.0 nm), good homogeneity (a mean PDI of 0.163 ±
0.032), high EE (98.53 ± 0.02%), and high DL (9.88 ± 0.14%),
as well as lasting in vitro release behavior. What’s more, the
surface charge of fisetin micelles was nearly neutral (zeta
potential is −3.61 ± 0.24 mV), thus a stereospecific blockade
should contribute to the stability of fisetin micelles.
In our study, the superiority of fisetin micelles was confirmed

comprehensively and accurately both in vitro and in vivo. A
cytotoxicity study suggested that fisetin micelles had enhanced
cytotoxicity compared to free drug (mean IC50 = 7.968 versus
28.513 μg/mL, P < 0.001). Apart from that, cells treated by
fisetin micelles also exhibited stronger fisetin-induced apoptosis.
Both of them might be dependent on the enhanced amount of
fisetin taken up by CT26 cells, shown as small dots with green
fluorescence (Figure 4A), resulting from the MPEG−PCL
package. It was indicated that the uptake mechanisms of fisetin
micelles could be connected to some subcellular structures like
lysosomes.33 In vivo studies further proved that fisetin micelles
possessed a more efficient therapeutic effect (better tumor
inhibition and prolonged survivals). Tumor sections were
analyzed by H&E staining, TUNEL assay, immunohistochem-

Figure 10. Representative Ki-67 immunohistochemichal images of
tumor sections for NS (A), blank micelles (B), free fisetin (C), and
fisetin micelles (D) and mean Ki-67 LI in each group (E). Figure 11. Representative CD31 immunofluorescent images of tumor

sections for NS (A), blank micelles (B), free fisetin (C), and fisetin
micelles (D) and MVD in each group (E).
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ical detection of cell proliferation, and immunofluorescence
detection of MVD, illustrating that in comparison with free
fisetin fisetin micelles had enhanced apoptosis induction,
antiproliferation, and angiogenesis effects in the animal model.
Therefore, it is not difficult to recognize that the micelle-

based drug carriers for fisetin have brilliant advantages in
administration practice. The in vitro release study successfully
stimulated the procedure that chemotherapeutic agents pass
through the blood vessel walls toward tissues.34 The distinctive
different release behaviors of fisetin micelles and free fisetin
indicated that drugs encapsulated in micelles could release in
circulation at a stable speed. Thus, the drug concentration in
plasma could be kept at a relatively stable level to guarantee
enough amount of drug would reach the tumor tissues. Besides,
the limited release to normal tissues reduced the systemic
toxicity of fisetin. In addition, the EPR effect must be
referenced. Blood vessels are essential elements of oxygen
support and waste transportation in tumor tissues. Different
from normal tissues, blood vessels in tumor tissues have a leaky
vascular architecture. The gaps between adjacent endothelial
cells are large enough (20−2000 nm) for polymer micelles to
penetrate. Together with the poor lymphatic drainage of
tumors, it is easier for nanoscale particles to extravasate into
extravascular spaces and accumulate in tumor tissues.21 The
endothelial cells in normal tissues are connected by tight
junctions and less permeable for nanosized particles, which
contribute to “passive targeting”.35 Consequently, fisetin
micelles can obtain enhanced therapeutic effect and better
targeting.
The effectiveness of fisetin micelles has been successfully

proved in our study, which makes fisetin micelles a promising
source for colon cancer therapy with high antitumor activity
and low systemic toxicity. Although there are still needs for
further investigations, the excellent properties of fisetin micelles
should be taken into consideration for future chemotherapeutic
applications.

5. CONCLUSIONS

In this study, biodegradable fisetin micelles have been
successfully prepared and applied to the CT26 tumor model
in vitro and in vivo. Compared to free fisetin, fisetin micelles of
small particle size and good homogeneity demonstrated lasting
in vitro release behavior, enhanced cytotoxicity, and cellular
uptake, as well as improved apoptosis induction. In the CT26
subcutaneous tumor model, fisetin micelles were more effective
in suppressing tumor growth and prolonging survival than free
fisetin. Therefore, polymeric micelles encapsulating fisetin with
enhanced antitumor activity may become a brilliant aqueous
formulation for intravenous application of future colon cancer
therapy.
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