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ABSTRACT
The Mouse Double Minute 2 (MDM2) oncogene plays a critical role in cancer
development and progression through p53-dependent and p53-independent
mechanisms. Both natural and synthetic MDM2 inhibitors have been shown anticancer
activity against several human cancers. We have recently identified a novel ginsenoside,
25-OCH3-PPD (GS25), one of the most active anticancer ginsenosides discovered thus
far, and have demonstrated its MDM2 inhibition and anticancer activity in various
human cancer models, including prostate cancer. However, the oral bioavailability
of GS25 is limited, which hampers its further development as an oral anticancer
agent. The present study was designed to develop a novel nanoparticle formulation
for oral delivery of GS25. After GS25 was successfully encapsulated into PEG-PLGA
nanoparticles (GS25NP) and its physicochemical properties were characterized, the
efficiency of MDM2 targeting, anticancer efficacy, pharmacokinetics, and safety were
evaluated in in vitro and in vivo models of human prostate cancer. Our results indicated
that, compared with the unencapsulated GS25, GS25NP demonstrated better MDM2
inhibition, improved oral bioavailability and enhanced in vitro and in vivo activities.
In conclusion, the validated nano-formulation for GS25 oral delivery improves its
molecular targeting, oral bioavailability and anticancer efficacy, providing a basis
for further development of GS25 as a novel agent for cancer therapy and prevention.

has been used for the treatment and prevention of many
diseases, including cancer [3–4]. The anticancer properties
of ginseng have largely been attributed to its saponin
constituents, which are termed ginsenosides [4]. We have
recently identified a novel ginsenoside, 25-OCH3-PPD
(GS25), from Panax notoginseng, which is thought to be
the most potent anticancer ginsenoside discovered thus
far [5–6]. GS25 has been shown to be active against
several human cancers such as lung [7], pancreatic [8],
breast [9], and prostate cancers [10–11]. In various cancer

INTRODUCTION
The majority of current cancer chemotherapeutic
agents are natural product derivatives, and natural
products represent valuable sources of bioactive
compounds, with many naturally-occurring compounds
and their synthetic analogs being developed for cancer
therapy and prevention in both preclinical and clinical
settings [1–2]. One such natural product with a long
history of chemopreventive usage is ginseng, which
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cell lines, GS25 inhibited proliferation, induced cell cycle
arrest and apoptosis, and inhibited cell migration in vitro,
and exerted these effects while also preventing metastasis
in vivo [9]. In addition, GS25 sensitized prostate cancer
cells to chemotherapy and radiation therapy [10].
Our mechanistic studies have demonstrated that
inhibition of the MDM2 oncogene is one the major
mechanisms responsible for the anticancer activity of
GS25 [7–11]. The MDM2 oncogene is amplified and/
or overexpressed in many human cancers, including
prostate cancer [12–14]. We and other investigators
have demonstrated that MDM2 has both p53dependent and -independent oncogenic activities; it
is considered a promising molecule for developing
targeted cancer therapy and prevention approaches
[15–22]. Several MDM2 inhibitors under preclinical
and clinical development have been shown to have
excellent efficacy, including Nutlin-3 [23], RITA [24],
MI-219 [25], SP-141 [26–27], and JapA [28], although
their mechanisms of action vary. As a natural productderived MDM2 inhibitor, GS25 has dual inhibitory
functions, i.e., inhibiting MDM2 transcription and
inducing MDM2 protein autoubiquitination and
degradation [9], which is different from the other
reported MDM2 inhibitors. In addition, GS25 exerts
its MDM2 inhibitory activity and anticancer effects
in a p53-independent manner, which is critical, since
more than half of human cancers have p53 mutations or
dysfunctional p53.
GS25 is now under preclinical development as
a novel anticancer agent. However, as seen with other
natural compounds, its therapeutic applications are limited
by low aqueous solubility and instability under harsh
conditions, resulting in pharmacokinetic restrictions such
as low bioavailability by oral administration, extensive
metabolism, and rapid elimination [29]. An ideal solution
to the bioavailability problem is to develop a formulation
which protects the drug in its intact form and increases its
absorption and bio-stability. Recently, a self-emulsifying
drug delivery system (SEDDS) for GS25 was developed
to allow oral administration, but there was no evidence
of improved anticancer efficacy of the drug when it was
administered in an emulsion [30]. Therefore, it is of high
importance to develop an orally active formulation for
GS25 that can provide improved anticancer efficacy and
minimal toxicity.
Biodegradable polymeric nanoparticle-based drug
delivery systems are extensively used to improve the
bioavailability and enhance the efficacy of therapeutic
drugs. Encapsulation of drugs with nanoparticles
protects the molecules from premature degradation,
increases their solubility, promotes controlled drug
release, and improves drug targeting, often resulting
in improved therapeutic efficacy [31–32]. Different
materials, such as chitosan, cyclodextrins, polymers,
and dendrimers have been employed as carriers to
www.impactjournals.com/oncotarget

improve drug bioavailability [33–34]. Among them,
Poly(lactic-co-glycolic acid) (PLGA) is an efficient
carrier for the delivery of hydrophobic drugs and has
been approved by the U.S. Food and Drug Administration
(FDA) for use in therapeutic formulations due to its
biodegradability and biocompatibility [35]. There is
increasing evidence that PLGA can efficiently improve
the aqueous solubility, permeability and bioavailability
of many potent drugs that are difficult to deliver orally,
such as curcumin and paclitaxel [35–37]. However, PLGA
nanoparticles exhibit short circulation times due to their
rapid clearance by cells of the mononuclear phagocytic
system (MPS) [38]. Surface coating nanoparticles with
hydrophilic polymers, such as polyethylene glycol (PEG),
sterically stabilizes the particles, leading to increased
plasma circulation and drug bioavailability, as well
as a prolonged half-life, improving the drug targeting
efficacy [39]. Therefore, in the present study, we designed
and prepared GS25-loaded PEG-PLGA nanoparticles
(GS25NP) in order to improve the oral bioavailability
of GS25.
The specific goals of the present study were to
design, prepare, and optimize the formulation for GS25
and to demonstrate that the new formulation increased the
oral absorption and improved the anticancer efficacy at
a low dose. The physicochemical and pharmacological
properties of GS25NP were evaluated both in vitro and
in vivo. In addition, a preliminary assessment of the safety
profile of GS25NP was accomplished. The investigation
described herein is highly significant, and is relevant to
the development of GS25 as a therapeutic agent for cancer
therapy and prevention.

RESULTS
Preparation and characterization of GS25loaded PEG-PLGA nanoparticles (GS25NP)
Both void PEG-PLGA nanoparticles (NPs) and
GS25-loaded nanoparticles (GS25NP) were prepared,
and representative diagrams showing the sizes and size
distributions of the void NPs and GS25NP by dynamic
light scattering (DLS) are presented in Figures 1A and 1B,
respectively. The narrow, monomodal particle size
distribution was further confirmed by transmission
electron microscopy (TEM) (Figures 1C and 1D). Both
DLS and TEM established that the average diameters
of the void NPs and GS25NP were ~ 43 nm, with a low
polydispersity (PDI = 0.3) (Figure 1E). The zeta potentials
of the void NPs and GS25NP were measured to be −13.2
and −12.0 mV, respectively (Figure 1E). The drug loading
and encapsulation efficiency of GS25NP was determined
to be 9.1% (w/w) and 89% (w/w), respectively, using an
established LC-MS/MS method [29].
The stability of GS25NP was assessed by measuring
the cumulative release of GS25 at physiological
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Figure 1: Preparation and characterization of PEG-PLGA nanoparticles. The size and size distribution of the A. void and

B. GS25-loaded PEG-PLGA NPs determined by dynamic light scattering. The morphology of the C. void and D. GS25-loaded PEGPLGA NPs examined by transmission electron microscopy. E. The characteristics of the void and GS25-loaded PEG-PLGA NPs. PDI,
polydispersity. F. The cumulative release kinetics of GS25 from GS25NP in simulated gastric fluid (pH 1.2), simulated intestinal fluid
(pH 6.8) without enzymes and PBS (pH 7.4). The concentration unit for GS25NP is GS25 equivalent in all experiments and all experiments
were repeated three times.

pH condition (pH 7.4), in simulated intestinal fluid
(pH 6.8), and in simulated gastric fluid (pH 1.2). Over an
8 h period, 13.8%, 18.0%, and 27.9% of the total GS25
was released from the nanoparticles at pH 7.4, pH 6.8,
and pH 1.2, respectively, confirming that the majority of
GS25NP is stable under these conditions (Figure 1F). The
cumulative drug release after 24 h was found to be 24.5%,
29.5%, and 45.2%, respectively, at these pH values. There
was a steady release of GS25 over the next six days
(Figure 1F). This provides strong evidence that GS25NP
is able to allow sustained release of the compound in
both the stomach and intestine, protecting GS25 from
premature degradation.

drug were investigated using the Caco-2 cell line,
a well-characterized model for intestinal epithelial
permeability studies. As shown in Figure 2A, the
transepithelial transport of GS25 was significantly
enhanced by the nano-delivery system, in a timeand dose-dependent manner. After a 2 h incubation,
there was an approximately 6-fold increase in GS25
transport in the nanoparticle groups with both low and
high concentrations of GS25, compared to that for
GS25 alone. The apparent permeability coefficients
(Papp) of GS25 and GS25NP were 3.8 × 10−5 cm/s and
24.6 × 10−5 cm/s, respectively, indicating that there
was a carrier-mediated increase in the permeability of
GS25. The transepithelial electrical resistance (TEER)
was not significantly affected by GS25 and GS25NP
throughout the experiment, which suggested that the
increased GS25 transport was not due to a decrease
in the monolayer integrity or the opening of tight
junctions.

In vitro permeability and cellular uptake
of GS25NP
The effects of the encapsulation of GS25 into
PEG-PLGA nanoparticles on the permeability of the
www.impactjournals.com/oncotarget
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Figure 2: In vitro permeability and cellular uptake of GS25 and GS25NP. A. The permeation of 1 and 5 μg/mL of free

GS25 and GS25NP from apical to basolateral across Caco-2 cell monolayers at 37°C, presented as the amount of GS25 transported.
B, C. The cellular uptake of GS25 and GS25NP in prostate cancer cells. Cells were treated with B 10 μg/mL of GS25 or GS25NP for 2 h
or C 1, 5 or 10 μg/mL of GS25 or GS25NP for 1 h. GS25 was extracted and quantified by a LC-MS/MS analysis and normalized to the
protein content. D. Cells were incubated with free coumarin-6 or coumarin-6-loaded NPs for 2 h, then the cellular uptake was monitored by
a fluorescence microscope (scale bar, 20 μm). The concentration unit for GS25NP is GS25 equivalent in all experiments and all experiments
were repeated three times. (*P < 0.05 and #P < 0.01).

In vitro cytotoxicity of GS25NP

The cellular uptake of GS25 and GS25NP was
subsequently investigated in the LNCaP, DU145, and
PC3 prostate cancer cell lines. As shown in Figure 2B, the
cellular uptake increased in a time-dependent manner for
both GS25 and GS25NP. Compared to that of free GS25,
there was an approximately three-fold high cellular uptake
of GS25NP in all three cell lines after a 2-h incubation.
Similarly, in the experiments using different doses of
GS25, the uptake of the drug into cancer cells was also
largely improved by the nano-delivery system (Figure 2C).
Furthermore, the nanoparticle-induced enhancement of the
cancer cell uptake of the encapsulated drug was confirmed
using coumarin-6 and coumarin-6-loaded NPs. The
fluorescence detection of this marker indicated that there
was a significant increase in the uptake of this compound
into all three prostate cancer cell lines (Figure 2D).
www.impactjournals.com/oncotarget

Given the improved stability and cellular uptake
of GS25 by the nano-formulation, we further compared
the in vitro cytotoxicity of GS25 and GS25NP in prostate
cancer cells. Considering that GS25 is a natural MDM2
inhibitor that can exert its anticancer activity in a
p53-independent manner, three prostate cancer cell lines
with different p53 backgrounds were selected for this
study, i.e. LNCaP (p53 wild-type), DU145 (p53 mutant),
and PC3 (p53 null). As shown in Figures 3A and 3B,
the cell viability assays (24 h) for GS25 and GS25NP
revealed that nanoparticle encapsulation of GS25 resulted
in a ~ 50% decrease in the IC50 values compared with
free GS25 in all three cell lines. Similar results were
obtained after 48 and 72 h post-treatment, suggesting that
21382

Oncotarget

Figure 3: In vitro cytotoxicity of GS25 and GS25NP. LNCaP, DU145, and PC3 cells were exposed to various concentrations of

GS25 and GS25NP for 24, 48, or 72 h for determination of A. the cell viability (24 h) and B. IC50 values. The same cell lines were exposed
to various concentrations of GS25 and GS25NP for C. 48 h for the determination of cell apoptosis, which was evaluated by the Annexin
V-FITC method and D. for 24 h to determine the expression levels of various proteins by Western blotting. The intensity ratio under each
band was obtained by IMAGEJ software analysis normalized on untreated control. The concentration unit for GS25NP is GS25 equivalent
in all experiments and all experiments were repeated three times. (*P < 0.05 and #P < 0.01).

there was sustained release of GS25 from the nanoparticles
(Figure 3B).
We further compared the effects of GS25 and GS25NP
on apoptosis in these prostate cancer cell lines. A significant
enhancement of GS25-induced apoptosis by our delivery
system was observed in all three cell lines (Figure 3C). At a
concentration of 12.3 μg/mL, 48 h treatment with GS25NP
resulted in about 55.6%, 55.2%, and 48.2% apoptotic cells
in the LNCaP, DU145, and PC3 cell lines, respectively.
However, only 28.5%, 18.2%, and 22.9% of the free GS25treated cells underwent apoptosis. Consistent with the results
for apoptosis, GS25NP decreased MDM2 protein level and
increased the protein levels of the wild-type p53, Bax, and
cleaved-PARP at a very low concentration (2.5 μg/mL),
while the free GS25 did not produce significant effects on
these apoptosis-associated proteins at this concentration
(Figure 3D, compare intensity ratio of lane 2 with that of
lane 5 in each band). Similar results were observed with
regard to the inhibitory effects of GS25 and GS25NP on
www.impactjournals.com/oncotarget

the expression of the androgen receptor (AR) and prostatespecific antigen (PSA) in LNCaP cells.

In vivo pharmacokinetics of GS25NP
The in vivo pharmacokinetics of GS25 and GS25NP
were first assessed in male CD-1 mice. As shown in
Figures 4A and 4B, compared to the i.v. injection of
20 mg/kg GS25, oral administration of GS25 (100 mg/kg)
caused a very low peak value of drug concentration
(Cmax = 0.9 μg/mL) due to its low bioavailability (~ 14.9%).
The nanoparticle encapsulation of GS25 resulted in a
dramatically altered plasma concentration–time profile,
compared with that of free GS25. However, compared to
the oral administration of GS25 at the dose of 100 mg/kg,
the Cmax values for the oral administration of 20 and
100 mg/kg GS25NP were 3- and 9-fold higher,
respectively, indicating that the absorption of GS25
was greatly increased after it was encapsulated into
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Figure 4: Pharmacokinetics and biodistribution of GS25 and GS25NP. The plasma concentration-time curves following

A. intravenous administration of 20 mg/kg GS25 or B. oral administration of GS25 (100 mg/kg) or GS25NP (20 and 100 mg/kg) to CD-1
mice. C. The plasma concentration-time curves following oral administration of GS25 (100 mg/kg) or GS25NP (100 mg/kg) to nude mice
bearing PC3 xenograft tumors. D. The time-dependent distribution of GS25 and GS25NP in PC3 xenograft tumors. E. The pharmacokinetic
parameters of GS25 and GS25NP in CD-1 mice and nude mice bearing PC3 tumors. The concentration unit for GS25NP is GS25 equivalent
in all experiments.

the nanoparticles. Similarly, compared to the oral
administration of GS25 (T1/2 = 2.1 h), the half-life for the
oral administration of GS25NP was extended to more than
7 h. Further, the AUC0-t values for the 20 and 100 mg/kg
oral doses of GS25NP increased to 21.4 and 93.1 h · μg/mL,
compared with that of the 100 mg/kg oral GS25
(3.5 h · μg/mL), which suggested that the encapsulation
greatly improved the oral bioavailability of GS25.
To further investigate the effects of nanoparticle
encapsulation on the tumor uptake of GS25 in vivo,
pharmacokinetic studies of GS25 and GS25NP were
performed in nude mice bearing PC3 xenograft tumors.
Consistent with the pharmacokinetic profiles in CD-1 mice,
encapsulation of GS25 into nanoparticles increased the
Cmax and prolonged the half-life in the plasma of nude
mice, indicating no significant strain-related variations
(Figure 4C). More importantly, there was a large increase
in the tumor uptake of GS25NP compared to GS25 alone
(Figure 4D). The Cmax was approximately 8-fold higher
for GS25NP compared to GS25, and both the half-life
and Tmax were extended, which allowed for better tumor
targeting of GS25NP than free GS25 in vivo. Selected
pharmacokinetic parameters for GS25 and GS25NP in
both mouse models are shown in Figure 4E.
www.impactjournals.com/oncotarget

The tissue biodistribution of GS25 and GS25NP
was also analyzed; the drug accumulation was increased
by the nano-delivery system in almost all of the tissues
tested, including liver, lungs, kidneys, spleen, heart, brain,
pancreas, and fat (Figure 5), except the gastrointestinal
(GI) tract (Figure 6). Although GS25NP had better stability
under physiological conditions, the drug concentrations
for GS25 (100 mg/kg) and GS25NP (100 mg/kg) in the
GI tract were almost the same (Figure 6), which further
confirmed the better absorption of GS25NP in the GI tract.

In vivo efficacy and toxicity of GS25NP
To determine the optimal therapeutic doses of GS25
and GS25NP for in vivo efficacy studies, initial maximum
tolerated dose (MTD) studies were performed in CD-1
mice. The results showed no toxicity to the mice at a dose
of up to 400 mg/kg of GS25 or GS25NP. No significant
decrease in mouse body weight or any other signs of
toxicity were observed. Further, a histological examination
of the various tissues (liver, lungs, kidneys, spleen, heart,
and brain) from mice treated with the vehicle, GS25, or
GS25NP showed no significant differences among the
groups (Figure 7).
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Figure 5: Tissue biodistribution of GS25 and GS25NP. The time-dependent distribution of GS25 and GS25NP in various tissues

(liver, lungs, kidneys, spleen, heart, brain, pancreas, and fat) of CD-1 mice after an oral dose of 100 mg/kg of GS25, 20 mg/kg of GS25NP,
or 100 mg/kg of GS25NP. The concentration unit for GS25NP is GS25 equivalent in all experiments.

Figure 6: Biodistribution of GS25 and GS25NP in the gastrointestinal tract. The time-dependent distribution of GS25

in the gastrointestinal tract of CD-1 mice after an oral dose of 100 mg/kg of GS25, 20 mg/kg of GS25NP, or 100 mg/kg of GS25NP.
The concentration unit for GS25NP is GS25 equivalent in all experiments.
www.impactjournals.com/oncotarget
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Figure 7: No host toxicity was caused by GS25 and GS25NP. CD-1 mice were orally treated with GS25 or GS25NP at a dose of

200 or 400 mg/kg/d for 7 days. At the end of the experiments, H&E staining of the paraffin sections of various tissues (liver, lungs, kidneys,
spleen, heart, and brain) from mice was performed. All images represented the series of sections. The concentration unit for GS25NP is
GS25 equivalent in all experiments.

expression of MDM2, Bax, and PARP in vivo (Figure 8D).
The in vivo inhibition of MDM2 and increase in
apoptosis in tumor tissues were further confirmed by an
immunohistochemical analysis (Figure 8E). In addition,
there were no significant differences in the histological
findings between the control and various treatment
groups in any of the tissues examined (liver, lungs,
kidneys, spleen, heart, and brain), indicating that GS25NP
treatment was safe at therapeutic doses (Figure 9).

The anticancer efficacy of GS25 and GS25NP
was evaluated using the PC3 xenograft model of human
prostate cancer. As shown in Figures 8A and 8B,
100 mg/kg of GS25 had moderate effects on tumor
growth, and a 4-week oral treatment led to approximately
41% inhibition of the PC3 tumor growth. However,
treatment for the same period of time using 20 and
100 mg/kg of GS25NP inhibited the growth of PC3
xenograft tumors by approximately 75% and 87%,
respectively (Figures 8A and 8B). In addition, there were
no significant changes in the average body weights of the
mice in any of the treatment groups, suggesting that the
treatment did not lead to host toxicity (Figure 8C).
We further examined the expression levels of
MDM2 and other apoptosis-related proteins in vivo.
Consistent with the in vitro observations, nanoparticle
encapsulation also enhanced the effects of GS25 on the
www.impactjournals.com/oncotarget

DISCUSSION
In the present study, we prepared and characterized
a novel nano-delivery system for the oral administration
of a natural MDM2 inhibitor, GS25, and evaluated its
pharmacokinetics, toxicity, and efficacy in preclinical
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Figure 8: In vivo anticancer efficacy of GS25 and GS25NP. A. Nude mice bearing PC3 xenograft tumors were treated with GS25

(100 mg/kg) or GS25NP (20 and 100 mg/kg) by oral administration 5 days/week for 4 weeks. The control mice received vehicle only or
void nanoparticles. B. At the end of the experiments, representative tumors were removed and photographed. C. All mice were monitored
for changes in body weight as a surrogate marker of toxicity. Tumors were excised and cut into multiple sections for D. Western blotting
for the protein expression of MDM2, Bax and PARP, where the intensity ratio under each band was obtained by IMAGEJ software analysis
normalized on untreated control; and E. MDM2 immunohistochemical staining and TUNEL staining. The concentration unit for GS25NP
is GS25 equivalent in all experiments.

models of human prostate cancer. We have made several
novel findings. First, an oral formulation of GS25 is
developed by employing biodegradable PEG-PLGA
copolymers, leading to the steady and sustained release
of GS25. Second, the nanoparticle encapsulation of GS25
protects this drug from premature degradation in the
stomach, increases its intestinal epithelial permeability,
and improves its cancer cell uptake in vitro and tumor
uptake in vivo. Third, this nanoparticle encapsulation
dramatically alters the pharmacokinetic profiles of GS25,
resulting in increased absorption, a prolonged half-life,
and improved oral bioavailability. Fourth, GS25NP shows
enhanced anticancer efficacy in vitro and in vivo, with
initial effects beginning at low concentrations, suggesting
that this nano-delivery system provides a remarkable dose
advantage. Finally, GS25 does not induce toxicity in mice
even at very high doses (up to 20-fold higher than the
effective dose). These results demonstrate that our newly
developed oral nano-formulation of GS25 improves its
drug-like properties and enhances its anticancer efficacy
without inducing toxicity, providing a basis for the
further development of this drug for cancer treatment and
prevention.
www.impactjournals.com/oncotarget

GS25 is a novel natural anticancer ginsenoside, and
has shown therapeutic efficacy in preclinical models of
several human cancers. There is an increasing interest
in developing GS25 as an agent for cancer therapy and
prevention due to its high efficacy and minimal toxicity.
However, the potential clinical translation of GS25 has
been limited by its poor bioavailability and short half-life,
which stem from the low aqueous solubility, poor
absorption, and instability under acidic conditions of this
compound. Oral delivery is the most commonly used
method of drug administration and it has a high level of
patient acceptance. Therefore, an oral delivery system for
GS25 is urgently needed for further development of this
compound. Although a SEDDS formulation was developed
for the oral administration of GS25, no evidence of the
efficacy of this delivery system has been reported yet.
Therefore, we have recently designed and developed an
oral nano-formulation of GS25, which directly improves
the bioavailability of the drug and significantly enhances
its anticancer efficacy in vitro and in vivo.
It is known that the poor absorption and limited
oral bioavailability of hydrophobic drugs, such as
GS25, is mainly due to the unfavorable physicochemical
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Figure 9: No host toxicity was caused by GS25 and GS25NP. GS25 (100 mg/kg/day) and GS25NP (20 and 100 mg/kg/day) were
administered orally to nude mice bearing PC3 xenografts 5 days/week for 4 weeks. At the end of experiments, H&E staining of the paraffin
sections of various tissues (liver, lungs, kidneys, spleen, heart, and brain) from mice was performed. All images represented the series of
sections. The concentration unit for GS25NP is GS25 equivalent in all experiments.

properties as well as the GI mucus barriers [32]. Recently,
various types of nanocarriers, including nanoparticles of
biodegradable polymers are being developed to prevent
the drug degradation caused by low pH and enzymes of
the GI tract [40–42]. In the present study, to facilitate the
transition of GS25 from preclinical to clinical studies,
various FDA-approved nanoformulations, including
PLGA have been considered as potential carriers for
the oral delivery of this compound. Recent evidence
demonstrates that PLGA is a safe and efficient nanosystem
for the oral delivery of hydrophobic natural products,
resulting in improved bioavailability and enhanced
efficacy in vitro and in vivo [35–37]. Considering the
acidic nature of PLGA monomers, we therefore designed
and synthesized the PEG-PLGA nanoparticles for the
oral delivery of GS25. Our initial studies showed that
PEG-PLGA nanoparticles had high encapsulation
efficiency of GS25 and a sustained release up to
1 week. It also stabilized the compound in the GI tract,
increased plasma circulation, and prolonged half-life,
www.impactjournals.com/oncotarget

leading to the improved drug targeting efficacy and
bioavailability.
Although the tremendous nanotechnological
advances have allowed many methods available for
preparing nanoparticles, it is important to choose the
best preparation method of nanoparticles according to
the physicochemical properties of the drugs [40, 43–44].
Because GS25 is a liposoluble drug and has poor stability
in the acidic environment, several methods that can be
applied to this compound have been used to prepare PEGPLGA nanoparticles, including emulsification-diffusion,
solvent emulsion-evaporation, and nanoprecipitation.
We then compared the nanoparticle size distribution,
encapsulation efficiency, and the release kinetics of GS25loaded nanoparticles obtained using different methods.
Our results indicated that PEG-PLGA encapsulated GS25
successfully by nanoprecipitation method, having more
than 9% drug loading and 89% encapsulation efficiency
with an average particle size of 43 nm, which was in the
same range as reported in other studies using the same
21388
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nanoprecipitation method [44–46]. More importantly,
the encapsulation of GS25 by PEG-PLGA nanoparticles
improved its anticancer activity and inhibitory effects on
MDM2, without disturbing its chemical structure.
In this study, we demonstrated that our novel
oral nano-delivery system for GS25 allows it to exert
substantial effects in a model of prostate cancer,
suggesting that the compound has great potential for
further development for use in the clinical setting. We
first demonstrated that GS25NP has a gradual, steady, and
sustained release profile under physiological conditions.
It has been reported that once orally delivered, GS25 starts
to be degraded in the stomach due to the acidic pH [29].
Our release kinetic studies in simulated physiological
media have indicated that the majority of GS25NP is
stable even under the harsh conditions of the stomach
(pH 1.2) and small intestine (pH 6.8), resulting in an
optimal release profile. Second, we demonstrated that
nanoparticle encapsulation optimizes the absorption and
bioavailability of GS25. Our studies using Caco-2 cell lines,
CD-1 mice, and nude mice bearing PC-3 xenografts have
shown that GS25NP has improved intestinal permeability,
increased drug accumulation in plasma and various tissues,
and an extended circulation lifetime, leading to optimal
pharmacokinetic and biodistribution profiles.
Third, we demonstrated that GS25NP has better
inhibitory effects on MDM2 in vitro and in vivo.
Assays for the protein expression of MDM2 and other
apoptosis regulators have indicated that GS25NP
initiates its effects at a low dose, at which GS25 was not
effective for inhibiting MDM2 either in vitro or in vivo.
These results have been attributed to the increase in cancer
cell uptake and tumor penetration of GS25NP. Fourth, we
demonstrated that GS25NP has better in vitro and in vivo
efficacy than free GS25. Our results have shown that
GS25NP starts to inhibit prostate cancer cell viability at
very low dose levels in vitro and in vivo, independent of
the p53 status of the cells. These findings make it clear
that this oral delivery system contributes to improving
the efficacy of GS25 through various aspects, including
the various factors mentioned above. Of note, our initial
MTD studies indicated that GS25NP has a favorable
safety profile and leads to no mortality even at a high dose
of 400 mg/kg/d (administered for 7 days). No significant
morphological changes were seen in various tissues
obtained from these mice. Furthermore, we have found
that there were no significant changes in the body weight
or tissue morphology in nude mice bearing PC3 xenograft
tumors after a 4-week treatment with GS25 (100 mg/kg)
or GS25NP (20 and 100 mg/kg). However, further
investigations on the long-term oral toxicity of GS25NP
are needed.
In summary, we have prepared and characterized
an oral nano-delivery system for a novel natural
MDM2 inhibitor, GS25, and herein demonstrated

www.impactjournals.com/oncotarget

its pharmacokinetics, efficacy, and safety in various
preclinical models of human prostate cancer. These
outcomes suggest that the newly developed oral
formulation may have direct practical implications for
developing GS25 as an agent for cancer therapy and
prevention.

MATERIALS AND METHODS
Cell lines and cell culture
Human prostate cancer cell lines LNCaP
(p53 wild-type), DU145 (p53 mutant), and PC3 (p53 null)
and human intestinal epithelial cell line Caco-2 were
purchased from the American Type Culture Collection
(Rockville, MD, USA). LNCaP cells were cultured in
RPMI 1640 medium. PC3 cells were grown in Ham’s
F-12 medium. DU145 and Caco-2 cells were cultured in
Eagle’s minimum essential medium (EMEM). All cell
culture media contained 10% fetal bovine serum and
1% penicillin/streptomycin.

PEG-PLGA polymers, chemicals, antibodies,
and other reagents
The novel agent, 25-OCH3-PPD (GS25), was
isolated and characterized as described in our earlier
studies [5–6]. All chemicals and solvents were of the
highest grade available. The m-polyethyleneglycolpolylactic-glycolic acid [mPEG (MW = 5,000 Da)PLGA (50:50; MW = 45,000 Da)] polymers were
purchased from Advanced Polymer Materials Inc.
(Montreal, Canada). Acetone and poly-vinyl alcohol
(PVA) were purchased from Sigma (St Louis, MO, USA).
The anti-human p53, Bax, and PARP antibodies were
from Santa Cruz Biotechnology Inc. (Dallas, TX, USA).
The anti-human MDM2 antibody was from Calbiochem
(Billerica, MA, USA). The anti-human PSA and AR
antibodies were purchased from BD Pharmingen (San
Diego, CA, USA).

Preparation of PEG-PLGA nanoparticles
A total of 40 mg of PEG-PLGA polymers and 5 mg
of GS25 were dissolved in 4 mL of acetone and then added
drop-wise under rigorous mixing into 40 mL of DD H2O
containing 0.5% PVA. The mixture was then sonicated
for 5 min in a bath sonicator. The organic solvent in the
mixture was evaporated by continuous stirring overnight.
The resultant solution was centrifuged and washed with
water twice to remove free drug, and the precipitate
was resuspended in 5 mL of water. Finally, nanoparticle
suspensions were freeze-dried for 48 h and stored at 4°C.
Blank nanoparticles were produced in a similar manner
without adding the drug.
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Analyses of the particle size, zeta potential, and
morphology of PEG-PLGA nanoparticles

Caco-2 cell monolayer permeability assay
The Caco-2 cell monolayer permeability assay was
performed as reported previously [48]. In brief, Caco-2
cells were seeded onto polycarbonate 6-well Transwell®
inserts (mean pore size 3.0 μm, Corning Costar Inc., NY,
USA) at a density of 4 × 105 cells/well, then the confluent
monolayers (10–12 days) were used for permeability
studies. The transepithelial electrical resistance (TEER)
of the monolayer was measured using an epithelial
voltohmmeter (EVOM, WPI Inc., USA) to determine
the formation of the monolayer and its integrity during
the experiment. The studies were carried out in HBSS
containing 30 mM HEPES at pH 6.0. Monolayers were
washed with HBSS prior to the experiment, after which
0.5 and 1.2 mL of HBSS was placed into the upper and
lower compartments, respectively. A total volume of
100 μL of solution (1 or 5 μg/mL) was taken from the
lower compartment at regular intervals over 120 min and
replaced with the same volume of fresh buffer, followed by
a LC-MS/MS analysis. Apparent permeability coefficients
(Papp) were calculated using the equation: (∂Q/∂t)/(A*C0),
where “∂Q/∂t” is the permeability rate of the drug across
the cells, “A” is the diffusion area of the monolayer and
“C0” is the initial concentration of GS25 in the upper
compartment.

The size distribution and zeta potential of
PEG-PLGA nanoparticles in water with 0.05% Tween 80
were determined using dynamic light scattering (Zetasizer
3000HS, Malvern Instruments Ltd, UK). The particle size
was determined using a He-Ne laser beam at a wavelength
of 633 nm with a fixed scattering angle of 90° at 25°C.
The data were evaluated using the volume distribution.
The zeta potential values were measured at the default
parameters of the dielectric constant, refractive index,
and viscosity of water, using a disposable capillary cell
with a volume of 1 mL at 25°C. The morphology of the
PEG-PLGA nanoparticles was examined by transmission
electron microscopy (Hitachi H-9500, Hitachi High
Technologies America, Inc. Dallas, TX, USA). Freezedried nanoparticles were dissolved in water with
0.05% Tween 80, and a small droplet was placed on a
carbon-coated copper grid, followed by drying at room
temperature before measurements were taken.

Characterization of the drug loading and
encapsulation efficiency of GS25NP
The drug loading and encapsulation efficiency of
GS25NP were determined using the previously reported
methods [47]. Briefly, 1 mg of freeze-dried GS25NP
was dissolved in 1 mL of methanol and the mixture was
incubated for 1 h in a 37°C water bath for complete
extraction of GS25 into methanol. The solutions were
centrifuged at 13,500 rpm for 5 min, and the amount
of GS25 in the supernatant was determined using an
LC-MS/MS method established in our previous study [29].
The drug loading and encapsulation efficiency were
defined as the ratio of the amount of GS25 encapsulated
in nanoparticles to the total amount of GS25NPs, and the
ratio of the amount of encapsulated GS25 to that initially
added in the process, respectively.

Analysis of the cellular uptake of GS25NP
The uptake of GS25NP into prostate cancer
cells was determined by a LC-MS/MS analysis and
fluorescence detection [28–29]. Briefly, LNCaP, DU145,
and PC3 cells were incubated with 10 μg/mL of GS25 or
GS25NP for 0.5, 1, and 2 h or with 1, 5, and 10 μg/mL
of GS25 or GS25NP for 1 h. Cells were then washed with
cold PBS and kept at −80°C overnight for cell lysis. GS25
and cellular proteins were extracted by sonication for
1 min and centrifugation at 12,000 rpm for 10 min. The
amount of GS25 in the cell lysates was quantified by a
LC-MS/MS analysis and normalized to the protein content
in each sample. For fluorescence detection, cells were
incubated with coumarin-6 or coumarin-6-loaded NPs for
2 h and were fixed using 4% formalin in PBS. Cells were
counterstained with DAPI and analyzed under an Olympus
fluorescence microscope (Olympus America Inc).

In vitro release kinetic studies of GS25NP
The cumulative release of GS25 from GS25NP was
studied in simulated gastric fluid (PBS adjusted to pH
1.2 with HCL), simulated intestinal fluid (PBS at pH 6.8)
without enzymes and in PBS (pH 7.4). Briefly, 10 mg of
GS25NP was dissolved in 1 mL of simulated fluid or PBS
and sealed in a dialysis bag with a molecular weight cut-off
of 10,000–13,000 Da. The dialysis bags were placed in
50 mL of release medium containing 0.05% Tween 80 at
37°C. The release medium (about 0.2 mL) was withdrawn
at predetermined time intervals (15, 30, and 60 min, and
1, 2, 4, 8, 12, 24, 48, 72, 96, 120, 144, and 168 h). The
collected samples were analyzed using the established
LC-MS/MS method [29].
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In vitro cytotoxicity studies
Assays for cell viability and apoptosis were
performed as described previously [28, 49]. In brief,
3–4 × 104 cells were seeded in a 96-well plate and treated
with various concentrations of GS25 or GS25NP for
24, 48, or 72 h for the MTT assay. To detect apoptosis,
2–3 × 105 cells were seeded in 6-well plates and were
treated with GS25 or GS25NP for 48 h. Cells positive for
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Annexin V-FITC and PI were counted on a BD FACSVerse
instrument (BD Biosciences, CA, USA).

(57.1:14.3:28.6, v/v/v) was administered at a dose of
100 mg/kg/d for 4 weeks. The control groups received
vehicle only or void NPs. At the end of the experiment,
xenograft tumors and various organs (liver, lungs,
kidneys, spleen, heart, and brain) were excised and
snap frozen for Western blotting, immunohistochemical
studies, TUNEL assays, and hematoxylin and eosin
staining.

Western blotting analysis
In the in vitro studies, prostate cancer cells with
or without GS25 or GS25NP treatment were lysed
in NP40 lysis buffer containing a protease inhibitor
mixture (Sigma, St. Louis, MO, USA). In the in vivo
studies, tumor tissues were removed and homogenized
in NP40 lysis buffer (100 mg tumor tissue/1 mL NP40
buffer), and the supernatants of the homogenates was
collected. Then, the cell lysates and tumor homogenates
were subjected to Western blotting analyses for the
expression levels of MDM2 and other related proteins
using the methods described in our previous studies
[26–27, 50].

Pharmacokinetic and biodistribution
studies of GS25NP
Pharmacokinetic studies were carried out in normal
CD-1 mice and nude mice bearing PC3 xenograft tumors
as described previously [51–52]. Briefly, male CD-1
mice were divided randomly into four groups with three
mice per time point. One group received 20 mg/kg of
GS25 in PEG400:EtOH:saline by intravenous injection
into the tail vein. One group of mice received GS25 in
PEG400:EtOH:saline (57.1:14.3:28.6, v/v/v) at a dose of
100 mg/kg by oral administration. Two groups received
GS25NP at a dose of 20 mg/kg and 100 mg/kg by oral
administration. Nude mice bearing PC3 xenografts were
divided into two groups and given GS25 and GS25NP at
a dose of 100 mg/kg by oral administration. For orallydosed mice, the plasma and various tissues (tumor, liver,
lungs, kidneys, spleen, heart, brain, pancreas, fat, stomach,
stomach contents, small intestine, small intestine contents,
large intestine, and large intestine contents) were collected
at 0, 15, 30, and 60 min, and 2, 4, 8, 24, 48, and 72 h after
treatment. For mice that received an i.v. injection, various
tissues were collected at 0, 5, 10, 30, and 60 min, and 2, 4,
8, 24, 48, and 72 h after treament. The plasma and tissue
samples were stored at −80°C until they were analyzed by
LC-MS/MS.

Determination of the maximum tolerated
dose (MTD)
To assess the possible host toxicity of GS25 and
GS25NP and establish initial doses for in vivo treatment,
a multi-dose MTD study was initially performed for both
GS25 and GS25NP at a dose of 200 mg/kg for 7 days.
Mice were monitored for mortality, body weight changes,
and changes in physical appearance, with no signs of
toxicity being observed at this dose. The toxicity studies
were continued with dose of 400 mg/kg/d for 7 days using
a similar protocol. At the end of the study, all mice were
euthanized, and various tissues (liver, lungs, kidneys,
spleen, heart, and brain) were collected for a pathological
analysis.

Determination of the in vivo efficacy of GS25NP
in a prostate cancer xenograft model

Immunohistochemistry, TUNEL assay, and
pathological analysis

The animal study protocol was approved by the
Institutional Animal Use and Care Committee of the
Texas Tech University Health Sciences Center. Male
athymic pathogen-free nude mice (nu/nu, 4–6 weeks)
were purchased from Charles River Laboratories
(Wilmington, MA). The PC3 human prostate cancer
xenografts were established as reported previously
[26–27, 50]. Briefly, a total of 5 × 106 PC3 cells (in 0.1 mL)
were subcutaneously injected into the left inguinal
area of the mice. All animals were monitored for
activity, physical condition, body weight, and
tumor growth. When the tumor volume reached
~ 100 mm3, the mice bearing PC3 xenografts were
randomly divided into treatment and control groups
(10 mice/each group). GS25NP was dissolved
in water and administered by oral gavage at a
dose of 20 mg/kg/d or 100 mg/kg/d, 5 day/week
for 4 weeks, while GS25 in PEG400:EtOH:saline
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All of the staining assays were performed as
described previously [50]. Briefly, tissues were fixed and
embedded in paraffin, cut into 5 μm sections, and then
affixed onto glass slides. For the immunohistochemical
studies, the tumor sections were blocked and incubated
with a biotinylated anti-human MDM2 antibody (diluted
1:50 in 5% BSA in PBS) for 1–2 h at room temperature.
Sections were then incubated with pre-diluted
streptavidin-peroxidase HRP conjugates and stained
with DAB chromogen according to the manufacturer’s
instructions. Finally, sections were lightly counterstained
with hematoxylin. To detect apoptosis, tumor sections
were stained with a TdT-mediated dUTP-biotin nick end
labeling (TUNEL)-based In Situ Apoptosis Detection
kit (Trevigen, Inc, Gaithersburg, MD) according to
the manufacturer’s instructions. For hematoxylin and
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eosin staining, the paraffin-embedded tissue sections
were deparaffinized and stained with hematoxylin for
10 minutes and eosin for 1 minute. Tissue sections were
analyzed under a phase-contrast Olympus microscope
(Olympus America Inc).

7. Wang W, Rayburn ER, Hang J, Zhao Y, Wang H,
Zhang R. Anti-lung cancer effects of novel ginsenoside
25-OCH(3)-PPD. Lung Cancer. 2009; 65:306–311.
8. Wang W, Rayburn ER, Zhao Y, Wang H, Zhang R.
Novel ginsenosides 25-OH-PPD and 25-OCH3-PPD as
experimental therapy for pancreatic cancer: anticancer
activity and mechanisms of action. Cancer Lett. 2009;
278:241–248.

Statistical analysis
The data are expressed as the means ± SEM from
at least three independent experiments. Two-sided t-tests
were used for comparisons between two groups. A value
of P < 0.05 was considered to be statistically significant.

9. Wang W, Zhang X, Qin JJ, Voruganti S, Nag SA,
Wang MH, Wang H, Zhang R. Natural product ginsenoside
25-OCH3-PPD inhibits breast cancer growth and metastasis
through down-regulating MDM2. PLoS One. 2012;
7:e41586.

ACKNOWLEDGMENTS & FUNDING

10. Wang W, Wang H, Rayburn ER, Zhao Y, Hill DL, Zhang R.
20(S)-25-methoxyl-dammarane-3beta, 12beta, 20-triol, a
novel natural product for prostate cancer therapy: activity
in vitro and in vivo and mechanisms of action. Br J Cancer.
2008; 98:792–802.

This work was supported by the National
Institutes of Health (NIH) grants R01 CA112029,
R01 CA121211, and R01 CA186662. The contents
are solely the responsibility of the authors, and do not
necessarily represent the official views of the National
Institutes of Health.

11. Wang W, Rayburn ER, Hao M, Zhao Y, Hill DL, Zhang R,
Wang H. Experimental therapy of prostate cancer with
novel natural product anti-cancer ginsenosides. Prostate.
2008; 68:809–819.

CONFLICTS OF INTEREST

12. Santarius T, Shipley J, Brewer D, Stratton MR, Cooper CS.
A census of amplified and overexpressed human cancer
genes. Nature reviews Cancer. 2010; 10:59–64.

The authors disclose no potential conflicts of
interest.

13. Zhang Z, Li M, Wang H, Agrawal S, Zhang R. Antisense
therapy targeting MDM2 oncogene in prostate cancer:
Effects on proliferation, apoptosis, multiple gene expression, and chemotherapy. Proc Natl Acad Sci U S A. 2003;
100:11636–11641.

REFERENCES
1. Basmadjian C, Zhao Q, Bentouhami E, Djehal A,
Nebigil CG, Johnson RA, Serova M, de Gramont A,
Faivre S, Raymond E, Desaubry LG. Cancer wars: natural
products strike back. Front Chem. 2014; 2:20.

14. Leite KR, Franco MF, Srougi M, Nesrallah LJ, Nesrallah A,
Bevilacqua RG, Darini E, Carvalho CM, Meirelles MI,
Santana I, Camara-Lopes LH. Abnormal expression
of MDM2 in prostate carcinoma. Mod Pathol. 2001;
14:428–436.

2. Pascolutti M, Quinn RJ. Natural products as lead structures:
chemical transformations to create lead-like libraries. Drug
Discov Today. 2014; 19:215–221.

15. Shangary S, Wang S. Targeting the MDM2-p53 interaction
for cancer therapy. Clin Cancer Res. 2008; 14:5318–5324.

3. Wong AS, Che CM, Leung KW. Recent advances in
ginseng as cancer therapeutics: a functional and mechanistic
overview. Nat Prod Rep. 2015; 32:256–272.

16. Wang W, Hu Y. Small molecule agents targeting the
p53-MDM2 pathway for cancer therapy. Med Res Rev.
2012; 32:1159–1196.

4. Nag SA, Qin JJ, Wang W, Wang MH, Wang H, Zhang R.
Ginsenosides as Anticancer Agents: In vitro and in vivo
Activities, Structure-Activity Relationships, and Molecular
Mechanisms of Action. Front Pharmacol. 2012; 3:25.

17. Rayburn ER, Ezell SJ, Zhang R. Recent advances in
validating MDM2 as a cancer target. Anticancer Agents
Med Chem. 2009; 9:882–903.
18. Qin JJ, Nag S, Voruganti S, Wang W, Zhang R. Natural
Product MDM2 Inhibitors: Anticancer Activity and
Mechanisms of Action. Current Medicinal Chemistry. 2012;
19:5705–5725.

5. Wang W, Zhao Y, Rayburn ER, Hill DL, Wang H,
Zhang R. In vitro anti-cancer activity and structure-activity
relationships of natural products isolated from fruits of
Panax ginseng. Cancer Chemother Pharmacol. 2007;
59:589–601.

19. Qin JJ, Nag S, Wang W, Zhou J, Zhang WD, Wang H,
Zhang R. NFAT as cancer target: Mission possible?
Biochim Biophys Acta. 2014; 1846:297–311.

6. Zhao Y, Wang W, Han L, Rayburn ER, Hill DL, Wang H,
Zhang R. Isolation, structural determination, and evaluation
of the biological activity of 20(s)-25-methoxyl-dammarane3beta, 12beta, 20-triol [20(s)-25-OCH3-PPD], a novel natural
product from Panax notoginseng. Med Chem. 2007; 3:51–60.

www.impactjournals.com/oncotarget

20. Nag S, Qin J, Srivenugopal KS, Wang M, Zhang R.
The MDM2-p53 pathway revisited. J Biomed Res. 2013;
27:254–271.

21392

Oncotarget

21. Saiki AY, Caenepeel S, Cosgrove E, Su C, Boedigheimer M,
Oliner JD. Identifying the determinants of response to
MDM2 inhibition. Oncotarget. 2015; 6:7701–7712.

32. Ensign LM, Cone R, Hanes J. Oral drug delivery with
polymeric nanoparticles: the gastrointestinal mucus barriers.
Adv Drug Deliv Rev. 2012; 64:557–570.

22. Kovatcheva M, Liu DD, Dickson MA, Klein ME,
O’Connor R, Wilder FO, Socci ND, Tap WD,
Schwartz GK, Singer S, Crago AM, Koff A. MDM2 turnover and expression of ATRX determine the choice between
quiescence and senescence in response to CDK4 inhibition.
Oncotarget. 2015; 6:8226–8243.

33. Steichen SD, Caldorera-Moore M, Peppas NA. A review of
current nanoparticle and targeting moieties for the delivery of
cancer therapeutics. Eur J Pharm Sci. 2013; 48:416–427.
34. Harde H, Das M, Jain S. Solid lipid nanoparticles: an oral
bioavailability enhancer vehicle. Expert Opin Drug Deliv.
2011; 8:1407–1424.

23. Vassilev LT, Vu BT, Graves B, Carvajal D, Podlaski F,
Filipovic Z, Kong N, Kammlott U, Lukacs C, Klein C,
Fotouhi N, Liu EA. In vivo activation of the p53 pathway
by small-molecule antagonists of MDM2. Science. 2004;
303:844–848.

35. Danhier F, Ansorena E, Silva JM, Coco R, Le Breton A,
Preat V. PLGA-based nanoparticles: an overview of
biomedical applications. J Control Release. 2012;
161:505–522.
36. Anand P, Nair HB, Sung B, Kunnumakkara AB, Yadav VR,
Tekmal RR, Aggarwal BB. Design of curcumin-loaded
PLGA nanoparticles formulation with enhanced cellular
uptake, and increased bioactivity in vitro and superior
bioavailability in vivo. Biochem Pharmacol. 2010;
79:330–338.

24. Issaeva N, Bozko P, Enge M, Protopopova M, Verhoef LG,
Masucci M, Pramanik A, Selivanova G. Small molecule
RITA binds to p53, blocks p53-HDM-2 interaction
and activates p53 function in tumors. Nat Med. 2004;
10:1321–1328.
25. Shangary S, Qin D, McEachern D, Liu M, Miller RS,
Qiu S, Nikolovska-Coleska Z, Ding K, Wang G, Chen J,
Bernard D, Zhang J, Lu Y, Gu Q, Shah RB, Pienta KJ,
et al. Temporal activation of p53 by a specific MDM2
inhibitor is selectively toxic to tumors and leads to complete
tumor growth inhibition. Proc Natl Acad Sci U S A. 2008;
105:3933–3938.

37. Zhao L, Feng SS. Enhanced oral bioavailability of paclitaxel
formulated in vitamin E-TPGS emulsified nanoparticles
of biodegradable polymers: in vitro and in vivo studies.
J Pharm Sci. 2010; 99:3552–3560.
38. Song G, Petschauer JS, Madden AJ, Zamboni WC.
Nanoparticles and the mononuclear phagocyte system:
pharmacokinetics and applications for inflammatory
diseases. Curr Rheumatol Rev. 2014; 10:22–34.

26. Wang W, Qin JJ, Voruganti S, Srivenugopal KS, Nag S,
Patil S, Sharma H, Wang MH, Wang H, Buolamwini JK,
Zhang R. The pyrido[b]indole MDM2 inhibitor SP-141
exerts potent therapeutic effects in breast cancer models.
Nat Commun. 2014; 5:5086.

39. Otsuka H, Nagasaki Y, Kataoka K. PEGylated nanoparticles
for biological and pharmaceutical applications. Adv Drug
Deliv Rev. 2003; 55:403–419.
40. Mei L, Zhang Z, Zhao L, Huang L, Yang XL, Tang J,
Feng SS. Pharmaceutical nanotechnology for oral
delivery of anticancer drugs. Adv Drug Deliv Rev. 2013;
65:880–890.

27. Wang W, Qin JJ, Voruganti S, Wang MH, Sharma H,
Patil S, Zhou J, Wang H, Mukhopadhyay D,
Buolamwini JK, Zhang R. Identification of a New Class
of MDM2 Inhibitor That Inhibits Growth of Orthotopic
Pancreatic Tumors in Mice. Gastroenterology. 2014;
147:893–902. e892.

41. Kumari A, Yadav SK, Yadav SC. Biodegradable polymeric
nanoparticles based drug delivery systems. Colloids Surf B
Biointerfaces. 2010; 75:1–18.

28. Qin JJ, Wang W, Voruganti S, Wang H, Zhang WD,
Zhang R. Identification of a new class of natural product
MDM2 inhibitor: In vitro and in vivo anti-breast cancer
activities and target validation. Oncotarget. 2015;
6:2623–2640.

42. Pridgen EM, Alexis F, Farokhzad OC. Polymeric
nanoparticle drug delivery technologies for oral delivery
applications. Expert Opin Drug Deliv. 2015; 1–15.
43. Pinto Reis C, Neufeld RJ, Ribeiro AJ, Veiga F.
Nanoencapsulation, I. Methods for preparation of drug-loaded
polymeric nanoparticles. Nanomedicine. 2006; 2:8–21.

29. Zhang X, Xu J, Zhang D, Gu J, Zhao Y. Pharmacokinetics
of 20(s)-25-methoxyl-dammarane-3beta, 12beta, 20-triol
and its active metabolite after oral and intravenous
administration in rat. Xenobiotica. 2009; 39:457–464.

44. Cheng J, Teply BA, Sherifi I, Sung J, Luther G, Gu FX,
Levy-Nissenbaum E, Radovic-Moreno AF, Langer R,
Farokhzad OC. Formulation of functionalized PLGAPEG nanoparticles for in vivo targeted drug delivery.
Biomaterials. 2007; 28:869–876.

30. Cai S, Shi CH, Zhang X, Tang X, Suo H, Yang L, Zhao Y.
Self-microemulsifying drug-delivery system for improved
oral bioavailability of 20(s)-25-methoxyl-dammarane3beta, 12beta, 20-triol: preparation and evaluation. Int
J Nanomedicine. 2014; 9:913–920.

45. Tang L, Azzi J, Kwon M, Mounayar M, Tong R,
Yin Q, Moore R, Skartsis N, Fan TM, Abdi R, Cheng J.
Immunosuppressive
Activity
of
Size-Controlled
PEG-PLGA Nanoparticles Containing Encapsulated
Cyclosporine, A. J Transplant. 2012; 2012:896141.

31. Pridgen EM, Alexis F, Farokhzad OC. Polymeric nanoparticle technologies for oral drug delivery. Clin Gastroenterol
Hepatol. 2014; 12:1605–1610.

www.impactjournals.com/oncotarget

21393

Oncotarget

46. Kumar R, Sahoo GC, Pandey K, Das V, Das P. Study
the effects of PLGA-PEG encapsulated Amphotericin B
nanoparticle drug delivery system against Leishmania
donovani. Drug Deliv. 2014; 22:383–388.

50. Wang W, Cheng J, Qin JJ, Voruganti S, Nag S, Fan J,
Gao Q, Zhang R. RYBP expression is associated with better
survival of patients with hepatocellular carcinoma (HCC)
and responsiveness to chemotherapy of HCC cells in vitro
and in vivo. Oncotarget. 2014; 5:11604–11619.

47. Ankrum JA, Miranda OR, Ng KS, Sarkar D, Xu C,
Karp JM. Engineering cells with intracellular agent-loaded
microparticles to control cell phenotype. Nat Protoc. 2014;
9:233–245.

51. Nag S, Qin JJ, Voruganti S, Wang MH, Sharma H, Patil S,
Buolamwini JK, Wang W, Zhang R. Development and
validation of a rapid HPLC method for quantitation of
SP-141, a novel pyrido[b]indole anticancer agent, and an
initial pharmacokinetic study in mice. Biomed Chromatogr.
2015; 29:654–663.

48. Hafner A, Lovric J, Voinovich D, Filipovic-Grcic J.
Melatonin-loaded lecithin/chitosan nanoparticles: physicochemical characterisation and permeability through Caco-2
cell monolayers. Int J Pharm. 2009; 381:205–213.

52. Nag S, Qin JJ, Patil S, Deokar H, Buolamwini JK,
Wang W, Zhang R. A quantitative LC-MS/MS method
for 
determination of SP-141, a novel pyrido[b]indole
anticancer agent, and its application to a mouse PK study.
J Chromatogr B Analyt Technol Biomed Life Sci. 2014;
969:235–240.

49. Qin JJ, Jin HZ, Huang Y, Zhang SD, Shan L, Voruganti S,
Nag S, Wang W, Zhang WD, Zhang R. Selective
cytotoxicity, inhibition of cell cycle progression, and

induction of apoptosis in human breast cancer cells by
sesquiterpenoids from Inula lineariifolia Turcz. Eur J Med
Chem. 2013; 68:473–481.

www.impactjournals.com/oncotarget

21394

Oncotarget

