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Penetration of the blood–brain barrier (BBB) and the blood–brain tumor barrier (BBTB)
remains a significant challenge for the delivery of drugs in the treatment of glioma.
Therefore, the development of targeted preparations with the ability to penetrate the
BBB and BBTB, and target gliomas, is an important approach if we are to improve the
efficacy of glioma treatment. In the current study, an active targeting preparation based on
PLGA nanoparticles coated with erythrocyte membranes (RBCNPs) and dual-modified
with DWSW and NGR peptide ligands (DWSW/NGR-RBCNPs). Euphorbia factor L1
(EFL1) extracted from euphorbiae semen was used as the model drug. The final
nanoparticles were characterized by in vivo and in vitro tests. In vitro results showed
that EFL1-loaded DWSW/NGR-RBCNPs were taken up by cells and had the ability to
penetrate the BBB and BBTB and produce cytotoxic effects. Furthermore, in vivo studies
in mice showed that when injected intravenously, these specialized NPs could enter the
brain, target tumor tissue, and significantly extend life span. The results showed that dual-
targeting EFL1-loaded DWSW/NGR-RBCNPs have significant potential as a
nanotherapeutic tool for the treatment of brain glioma.

Keywords: dual-targeting, biomimetic nanoparticles, NGR, DWSW, blood–brain barrier, blood–brain tumor barrier,
euphorbia factor L1, glioma
INTRODUCTION

Biomimetics has been recognized as an important mission in science and engineering for a long
time. Currently developed drug delivery carrier materials are usually synthetic polymer compounds.
The carrier materials or the carrier surface are modified according to the different purposes of use
(1–4). However, such modification often fails to fully recognize complex endogenous substances in
the body. And sometimes it is even regarded as exogenous poisons excreted from the body, failing to
reach the lesion site and achieve the desired effect as designed. Cell membrane biomimetic
nanoparticles are realized by using natural cell membrane as the shell to encapsulate the
synthesized nanoparticles. Through this strategy, the structure and function of the cell
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membrane, especially the specific functional proteins on the cell
membrane surface, are preserved (2, 5, 6). This means it can also
reduce the elimination of nanoparticles.

Glioma is a fatal disease that has high incidence, recurrence,
and mortality rates. Clinical data demonstrates that the cure rates
for this disease are low (7). The current methods that are
commonly used for the treatment of glioma are surgery,
radiotherapy, and chemotherapy. However, the clinical efficacy
of the drugs used to treat glioma is not satisfactory. Many drugs
cannot be used in patients with glioma because of their poor
physicochemical properties, lack of targeting capability, and their
inability to penetrate the blood–brain barrier (BBB) and blood
−brain tumor barrier (BBTB) (8–10). Therefore, there is
significant interest in developing new ways to deliver
therapeutic drugs to the site of gliomas.

Dual-targeting nanocarriers have already demonstrated their
ability to circumvent the BBB and BBTB and deliver specific
drugs to glioma sites (11). Over the past few decades, a range of
nanocarriers have emerged; many of these exploit different
materials to alter their properties. However, these synthetic
materials are generally associated with poor efficacy and
commonly cause toxicity (12, 13). Research has shown that
many nanoparticles are eliminated by the immune system,
thus resulting in a reduction in therapeutic effect (14–17). Over
recent years, the membranes of erythrocytes have attracted
significant attention within the nanotechnology sector, largely
because of they are easily obtained and their low levels of
immunogenicity. Encapsulating erythrocyte/red blood cell
membranes on poly(lactic-co-glycolic acid) (PLGA)
nanoparticles (RBCNPs) with targeting modifications has
already been shown to achieve unexpected therapeutic effects
(1, 2, 18–20).

Typically, the surface of the erythrocyte membrane is
modified with a peptide by lipid-insertion. Quorum sensing
(QS) signaling molecules are one of them. Coordinated
changes in a growing microbial population that are achieved
through signaling molecules is referred to as quorum sensing
(QS). Some peptides can selectively penetrate the BBB. For
example, the DWSW (DWDSDWDGDPDYDS) peptide originates
from Clostridium acetobutylicum and could be used to target the
brain (21, 22). In addition, specific drugs can be designed in such
a way that they can target highly expressed targets in glioma cells.
CD13 is one such target and can be targeted by NGR (Asn-Gly-
Arg), a peptide that exhibits high affinity for CD13. The CD13
receptor also plays a crucial role in promoting angiogenesis in
receptor-mediated anti-angiogenic therapy. Over recent years,
DWSW- and NGR-modified nanocarriers have been developed
(23–26).

Euphorbia factor L1 (EFL1) is a lathyrane-type diterpenoid
active component that is extracted and separated from
Euphorbiae Semen (seeds of Euphorbia lathyris L.), a
traditional form of Chinese medicine. Existing research shows
that EFL1 has significant antitumor effects and has been
demonstrated to exert cytotoxic effects in HeLa, A549, C6,
MCF-7, and HL-60 cells; it can also reverse activity against P-
glycoprotein-mediated multidrug resistance in cells (27–31).
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However, the clinical application of EFL1 is limited by its poor
water solubility and low bioavailability. The solubility of EFL1
can be increased by encapsulation in PLGA nanoparticles
(32, 33).

Based on these previous findings, we designed dual-targeting
RBCNPs that were modified with DWSW and NGR by lipid
insertion. These nanocarriers were able to penetrate the BBB
and the BBTB synergistically and target glioma cells. The
efficacy of these dual-modified RBCNPs (DWSW/NGR-
RBCNPs) following EFL1 encapsulation with respect to glioma
treatment was evaluated using both in vitro and in vivo approaches
(Figure 1). The current study aimed to develop a safe and effective
treatment for glioma.
MATERIALS AND METHODS

Materials
PLGA, with a lactic/glycolic acid ratio of 75/25 (5600 Da), was
obtained from Jinan Daigang Biomaterial Co., Ltd (Shandong,
China). 1,2-distearoyl-sn-glycero-3-phosphoethanolamine -N-
[maleimide(polyethylene glycol)-2000] (DSPE-PEG2000-Mal),
DWSW, and NGR peptides were purchased from Xi`an ruixi
Biological Technology Co., Ltd (Shanxi, China). Euphorbia
factor L1 (EFL1) was obtained from Chendu Dsiter Co., Ltd
(Sichuan, China). Anti-CD47 antibodies were purchased from
Abcam (Cambridge, UK). All chemical reagents were of
analytical grade and were purchased from Macklin
Biochemical Co., Ltd (Shanghai, China).

Cells and Experimental Animals
Glioma cells (C6), mouse brain endothelial cells (bEnd.3), and
human umbilical vascular endothelial cells (HUVECs), were
supplied by the Cell Resource Centre of IBMS (Beijing, China)
and cultured in Dulbecco’s modified Eagle’s medium (DMEM)
containing 10% FBS (Gibco) and 100 IU penicillin.

Female and male ICR mice (initially weighing 18–22 g) were
purchased from SPF Biotechnology Co., Ltd (Permit number:
SCXK (Jing) 2019-0010, Beijing, China). All animal experiments
complied with the National Laboratory Animal Management
Regulations, and the Beijing Municipal Laboratory Animal
Management Regulations. All procedures and experiments
involving the care and handling of animals were carried out
with the approval of the Animal Care and Use Ethics Committee
of Beijing Institute of Pharmacology and Toxicology
(Beijing, China).

Preparation of Peptide-Modified RBCNPs
Synthesis and Characterization of Materials
DSPE-PEG2000-

DWSW and DSPE-PEG2000-NGR were
synthesized using the sulfhydryl-maleimide coupling method
between thiolated peptides and DSPE-PEG2000-Mal. In brief,
DSPE-PEG2000-Mal in PBS (pH 7.4) was slowly added to a
DWSW or NGR (1:1 molar ratio) solution (PBS, pH 7.4) at
room temperature for 24 h while stirring. Unreacted compounds
were then removed by washing with distilled water (MWCO 3.0
October 2020 | Volume 10 | Article 563938
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kDa). The final solution was freeze-dried to await further use.
Prior to application, the compounds were assessed by MALDI-
TOF mass spectrometry (MALDI-TOF MS).

Collection of Erythrocyte Membranes
Erythrocyte membranes were collected as previously reported
(34, 35). In brief, cells were collected from mice and transferred
into tubes coated with an anticoagulant. Plasma and leukocytes
were removed by centrifugation (3,000 rpm for 10 min at 4°C).
PBS (pH = 7.4) was then added into the tubes and centrifuged at
3,000 rpm for 10 min at 4°C; this procedure was repeated three
times. The red blood cells (RBCs) were suspended in 0.25 × PBS
(pH = 7.4), stored at 4°C for 0.5 h, and then centrifuged (8000
rpm for 10 min at 4°C); this procedure was repeated three times.
Finally, the erythrocyte membranes were suspended in PBS
(pH = 7.4) and stored at 4°C to await further use.

Preparation of PLGA Nanoparticles
PLGA nanoparticles (NPs) were prepared by a nano-
precipitation method, as described previously (36–38). A total
Frontiers in Oncology | www.frontiersin.org 3
of 40 mg of PLGA, and 4 mg of EFL1 or Cy5.5 (hydrophobic
probe, 100 mL), was added to 4 mL of acetone. Once completely
dissolved, the mixture was poured into 10 mL of water slowly.
Then, the mixture was then stirred in open air for 24 h to
eliminate the organic solvent; the resultant products were EFL1-
loaded NPs or Cy5.5-labelled NPs.

Preparation of RBCNPs Modified With Peptides
Erythrocyte membranes were sonicated for 3 min in a bath
sonicator (KQ3200, Kunshan, China) at a frequency of 37 kHz
and a power of 250 W. Using a mini-extruder (Avanti Polar
Lipids, AL, USA), we isolated erythrocyte membrane vesicles by
extruding the membranes repeatedly through 400 nm and 200
nm polycarbonate porous membranes.

To prepare nonmodified-RBCNPs (N-RBCNPs), EFL1-
labelled NPs or Cy5.5-loaded NPs were mixed with erythrocyte
membrane vesicles (at a ratio of 3:1) and then extruded through a
200 nm polycarbonate membrane at least 10 times; this
procedure created EFL1-loaded RBCNPs or Cy5.5-labelled
RBCNPs. The DWSW-modified RBCNPs (DWSW-RBCNPs),
FIGURE 1 | Graphical abstract of this study. Schematic illustration of dual-target peptides modified using erythrocyte membrane-enveloped PLGA nanoparticles for
the treatment of glioma. The nanoparticles were designed to penetrate the BBB and BBTB and then to aggregate at tumor sites. DWSW peptide was used to
penetrate BBB and NGR was used to target tumor. DWSW/NGR-RBCNPs were observed to selectively accumulate in tumor tissue and exert a therapeutic effect.
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NGR-modified RBCNPs (NGR-RBCNPs), and DWSW/NGR
modified RBCNPs (DWSW/NGR-RBCNPs), were prepared
using a lipid-insertion technique. DSPE-PEG2000-

DWSW (4%,
weight ratio of DSPE-PEG2000-

DWSW to NPs), or DSPE-
PEG2000-NGR (3%, weight ratio), was added to RBCNPs in
PBS (pH 7.4) at 37°C with stirring for approximately 0.5 h. In
order to prepare DWSW/NGR-RBCNPs, both DSPE-
PEG2000-

DWSW and DSPE-PEG2000-NGR were added to
the solution.

Physicochemical Characterization of Dual-
Modified RBCNPs
Binding Efficiency of Peptides Onto RBCNPs
We created a DSPE-PEG2000-peptide-fluorescent probe by reacting
the carboxyl group in a fluorescent probe with the primary amine
group in the DSPE-PEG2000-peptide. Specifically, DSPE-PEG2000-
NGR was labelled with 5-(and 6)-carboxyfluoresceindiacetate
(CFDA) using the following protocol. First, CFDA was dissolved
in dimethyl sulfoxide; we then added N, N’-dicyclohexyl
carbodiimide and N-hydroxysuccinimide (4:2:1). This solution
was stirred in the dark for 24 h at room temperature and then
centrifuged (4,000 r/min, 15 min) to obtain a supernatant. Next,
1.2% of DSPE-PEG2000-NGR, and one drop of triethylamine, were
added and allowed to react for 24 h in the dark. Then, the products
were dialyzed (MWCO 3.5 kDa) in purified water for 24 h in a
light-proof environment. The purified solid product (DSPE-
PEG2000-NGR-CFDA) was obtained by freeze-drying. Using the
same methodology, we labelled DSPE-PEG2000-

DWSW with 5-
carboxy-X-rhodamine (5-ROX). The purified solid product
(DSPE-PEG2000-

DWSW-5-ROX) was also obtained by freeze-
drying. The preparation of fluorescent probe-labelled dual-
modified RBCNPs (DWSW-5-ROX/CFDA-NGR-RBCNPs)
involved DSPE-PEG2000-

DWSW-5-ROX and DSPE-PEG2000-
NGR-CFDA; the methodology was the same as that used to
prepare the DWSW/NGR-RBCNPs.

The DSPE-PEG2000-NGR-CFDA, DSPE-PEG2000-
DWSW-5-

ROX, or N-RBCNPs, were dispersed in PBS (pH 7.4). Next, the
maximum absorption wavelengths of DSPE-PEG2000-NGR-
CFDA and DSPE-PEG2000-

DWSW-5-ROX were determined
using a UV-visible spectrophotometer (scanned at 200-800
nm). The absorbance (A) of CFDA was measured at 493 nm
while that of 5-ROX was measured at 578 nm (standard solution,
0.5 to 3.50 mg/mL); this allowed us to perform linear
regression analysis.

DWSW-5-ROX/NGR-CFDA-RBCNPs were diluted with PBS
to measure the total absorbance (ATotal). Then, the absorbance of
the free targeting-peptide (AFree) was determined by
ultrafiltration centrifugation (MWCO 300 kDa, 12000 r/min).
The formula used to determine the connection efficiency of
DWSW-5-ROX/NGR-CFDA-RBCNPs is given in Equation (1).

Connection efficiency = (ATotal − AFree)=ATotal � 100% (1)

Characterization of Dual-Modified RBCNPs
Biomimetic nanoparticle particle size distribution and zeta potential
were measured by dynamic light scattering (Litesizer™ 500,
Frontiers in Oncology | www.frontiersin.org 4
Anton-Paar, Austria). Transmission electron microscopy (TEM)
(HITACHI, H-7650, Japan) was used to characterize themorphology
of EFL1-loaded DWSW/NGR-RBCNPs. Protein analysis was
performed by sodium dodecyl sulfate-polyacrylamide gel
electrophoresis (SDS-PAGE) (39). Protein concentration was
determined using a BCA assay kit (Pierce, China) and western
blotting was used to analyze the expression levels of the
glycoprotein CD47 (40). Turbiscan Lab® Expert (Formulaction,
L’Union, France) was used to evaluate the 72-hour stability of
EFL1-loaded DWSW/NGR-RBCNPs in FBS (37°C); we also used
this instrument’s software to apply a variety of back-scattering (DBS)
profiles to investigate stability.

Equation (2) and (3) was used to calculate the EFL1
encapsulation efficiency (EE) and drug loading capacity (DL)
for various particles.

EE% = (Wtotal drug −Wfree drug)=Wtotal drug � 100% (2)

DL% = (Wtotal drug −Wfree drug)=Wtotal drug and carriers � 100% (3)

Wtotal drug represents the total drug in the NPs, Wfree drug

represents the amount of free drug removed by ultrafiltration
whileWtotal drug and carriers represents the weight of total drug and
carriers. The amount of EFL1 was determined by HPLC analysis.

In Vitro Evaluation of Dual-Modified
RBCNPs
In Vitro Release
The release of EFL1 from different nano-preparations was
determined using dialysis buffer (pH 7.4). Approximately 1 mL
of the various nanoparticle solutions was added to a dialysis bag
(MWCO 12 kDa). A release study was then performed in 100 mL
of medium at 37°C; 1 mL of medium was removed for analysis at
0, 0.5, 1, 2, 4, 6, 8, 10, 12, 24, 36, and 48 h and was replaced with
the same volume of fresh medium. HPLC was then used to
determine the concentration of EFL1 released at different times.

In Vitro Cell Uptake
In order to investigate the uptake of various RBCNPs, we
incubated a variety of different cells (C6, bEnd.3, and
HUVECs) in 200 mL of DiI-labeled mono- or dual-modified
RBCNPs at 37°C for 2 h. Controls were also included in these
experiments; these involved nanoparticles that were devoid of
ligands. After the experiment, cells were washed and centrifuged
three times with cold PBS. We then analyzed the cells
qualitatively using confocal laser scanning microscopy (LSM
880, Zeiss, Germany); quantitative analysis was performed by
flow cytometry (FCM).

In Vitro Cytotoxicity Assays
The MTT assay was used to evaluate the cytotoxicity of different
nanoparticles in C6 cells. Cells were first seeded in 96-well plates
(approximately 5,000 cells per well). Then, cells were exposed to
various concentrations of the RBCNP formulations. After 48 h,
we added 20 mL of MTT solution (5 mg/mL in PBS) to each well.
After a 4 h period of incubation, we determined cell viability at
490 nm using a plate reader (Tecan Spark, Austria).
October 2020 | Volume 10 | Article 563938
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In Vitro Transport Across the BBB and BBTB
An in vitro BBB model was established as reported previously by
Ying Man et al. (41). To summarize, bEnd.3 cells were inoculated
at a density of 1.0 × 105 cells per well (Corning, NY, USA).
Successful creation of the BBB was confirmed by measuring
transendothelial electrical resistance; the BBB transport assay was
performed when resistance reached 200 W.cm2 (42). Different
Cy5.5-labeled RBCNPs (50 mM) were then added to DMEM
containing 10% FBS for further culture. After 4 h, the solution
was collected from the basal chamber and the fluorescence
intensity was monitored using a fluorescence spectrophotometer
(Agilent Cary Eclipse, USA). HUVECs were seeded in the upper
inserts of the transwell and C6 cells were seeded in the lower
chamber (at a ratio of 5:1) to create the final in vitro BBTB model
(43). Different Cy5.5-labeled RBCNPs were then added to the
culture medium in each upper chamber. After 4 h, the solution was
collected from the lower chamber and the fluorescence intensity
was determined by fluorescence spectrophotometry.

In Vitro Targeting Ability
The in vitro BBB model was created by bEnd.3 and C6 cells, as
previously reported (43). To summarize, the upper side of a
transwell insert was seeded with approximately 1.0 × 105 bEnd.3
cells. The basolateral compartment was then seeded with 2000
C6 cells per compartment. The experiment was performed after
5 d of incubation. Free EFL1, and various EFL1-loaded
nanoparticles, were added to the apical compartment. The final
concentration of EFL1 in each compartment was 50 mg/mL.
Then, 48 h later, the survival rate of the C6 cells was determined
with a sulforhodamine-B staining assay (44).

In Vivo Evaluation of Dual-Modified
RBCNPs
In Vivo Glioma Targeting Ability
A glioma-bearing mouse model was established by inoculating
C6 cells into the brain, as described previously (45). After 7 d, the
brain glioma was evaluated by magnetic resonance imaging
(MRI) (PharmaScan 70T/16, Bruke, US). We then selected
glioma-bearing mice with similar tumor volumes and
measured their basal levels of fluorescence levels prior to
treatment. Different RBCNPs were then labeled with DiR for
in vivo imaging studies. Next, the animals were administered
with DiR-loaded N-RBCNPs, DiR-loaded DWSW-RBCNPs,
DiR-loaded NGR-RBCNPs, and DiR-loaded DWSW/NGR-
RBCNPs, via tail vein injection. In vivo imaging was carried
out 12 h later using a small animal imaging system (IVIS®

Spectrum, PerkinElmer, USA) and Living Image® software
(Caliper, Alameda, CA) used to quantify bioluminescence and
fluorescence signals. Following in vivo imaging, we isolated the
main organs of each mouse and determined the tissue
distribution of each type of nanoparticle. DiI-labeled RBCNPs
were then used for brain distribution studies. After 4 h, mice
were sacrificed and the brain tissues were harvested. These
tissues were then frozen in O.C.T. (Sakura, Torrance, CA,
USA), cut into 5 mm frozen sections, stained with DAPI, and
analyzed by CLSM.
Frontiers in Oncology | www.frontiersin.org 5
Antitumor Effect in Mice
Glioma-bearing mice were randomly divided into six groups (10
mice per group): a normal saline group, a free EFL1 group, an
EFL1-loaded N-RBCNP group, an EFL1-loaded DWSW-RBCNP
group, an EFL1-loaded NGR-RBCNP group, and an EFL1-
loaded DWSW/NGR-RBCNP group. Seven days after the
injection of C6 cells, each mouse received a drug at a dose of
100 mg/kg (based on EFL1 in the formulations); the dose was
administered once each day. In each mouse, we then recorded
the length of time between tumor cell inoculation and death.
Survival times were used to plot Kaplan-Meier survival curves for
each group.

Histopathological Examination of Brain Tumors
Mice were sacrificed at the end of drug treatment, and their
brains were isolated. Each brain was fixed in 10% formalin buffer
for 24 h, embedded in paraffin, cut into 5 mm sections, and
stained with hematoxylin and eosin. Histopathological
examinations were then carried out with a light microscope
(Olympus, Japan) with a view to identify tumor tissue and
acquire representative digital images.

Acute Toxicity Evaluation
Mice were randomly divided into three groups (6 mice per
group) as follows: a normal saline group, a free EFL1 group,
and an EFL1-loaded DWSW/NGR-RBCNP group. Mice were
administered with 0.1 mL of drug (equivalent to 100 mg/kg of
EFL1) and saline by intravenous injection. After 15 d, we
extracted blood from the eyeball to perform routine blood tests
and to investigate liver and kidney function. We also removed
the main organs for histopathological examination (46, 47).

Statistical Analysis
Quantitative data are expressed as mean ± standard deviation
(SD) unless otherwise indicated. One-way analysis of variance
(ANOVA) was used to determine significant differences between
different groups, and p<0.05 was considered to indicate
statistical significance.
RESULTS

Physicochemical Characterization of Dual-
Modified RBCNPs
Preparation and Characterization of Dual-Modified
RBCNPs
The method used to prepare DWSW/NGR RBCNPs is shown in
Figure 2A. We synthesized DSPE-PEG2000-

DWSW and DSPE-
PEG2000-NGR and then prepared double-modified biomimetic
PLGA nanoparticles using a lipid-insertion method. Figure 2B
shows the process used to synthesize the two functional targeting
materials. We then coupled the thiol sulfhydryl (-SH) in the
DWSW and NGR targeting peptides with DSPE-PEG2000-Mal
using a sulfhydryl-maleimide reaction. The successful formation
of DSPE-PEG2000-

DWSW and DSPE-PEG2000-NGR was
confirmed by MALDI-TOF MS, with observed mass-charge
October 2020 | Volume 10 | Article 563938
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ratios of approximately 3913 (Supplementary Figure S1A) and
3713 (Supplementary Figure S1B), respectively; these data
confirmed the that the targeted molecular conjugates had been
synthesized correctly. The DSPE-PEG2000-

DWSW and DSPE-
PEG2000-NGR were then used for the target modification
of RBCNPs.

After preparation, we used TEM to characterize the
morphology of the EFL1-loaded DWSW/NGR-RBCNPs. The
typical core-shell structure of EFL1-loaded DWSW/NGR-
RBCNPs is shown in Figure 3A while Table 1 summarizes the
four distinct RBCNP formulations. The EFL1 encapsulation
efficiency (EE) of the erythrocyte membrane-encapsulated
nanoparticles was greater than 70%, and the final drug amount
was not affected by the targeted peptide modification. The size of
nanoparticles is known to be an important determinant of their
potential applications in vivo and in vitro. As shown in Table 1,
the nanoparticles have a low polydispersity index (DPI) and
exhibited a narrow size distribution. It is important that
nanoparticles exhibit a uniform size when applied used in vivo;
physical size is known to influence the therapeutic efficacy of
nanoparticles after they have successfully reached the target site
(48). In addition, the nanoparticle sizes determined by TEM
images (Figure 3A) were similar to those determined by a laser
particle analyzer (Supplementary Figure S2B). Following the
encapsulation of erythrocyte membranes, we found that the size
of the nanoparticles increased (Supplementary Figures S2A, B)
while the zeta potential decreased (Supplementary Figures
S2C, D). The zeta potential of the formulations was important
as this ensured that the nanoparticles remained stable
in solution.
Frontiers in Oncology | www.frontiersin.org 6
Analysis of the protein content of the DWSW/NGR-RBCNPs
was carried out to confirm successful functionalization of the
nanoparticles with erythrocyte membrane antigens. The proteins
in erythrocyte membrane-encapsulated nanoparticles and
erythrocyte membranes were assayed in parallel through BCA
assay kit. The protein concentration of erythrocyte membrane
was 309.0 ± 2.52 mg/mL, and that of double-targeted modified
nanoparticles was 244.6 ± 8.22 mg/mL. Considering the dilution of
the erythrocyte membrane, the process of erythrocyte membrane-
encapsulated nanoparticle formation and targeted modification did
not lead to erythrocyte membrane protein loss. The proteins in
erythrocyte membrane-encapsulated nanoparticles, and erythrocyte
membranes, were assayed in parallel by SDS-PAGE. Neither the
formation of erythrocyte membrane-encapsulated nanoparticles, or
targeted modification, led to the significant loss of erythrocyte
membrane proteins (Figure 3B). It was evident that the
erythrocyte membrane-encapsulated nanoparticles retained the
properties of erythrocyte membranes.

The in vivo application of EFL1-loaded DWSW/NGR-
RBCNPs requires that they are stable under physiological
conditions. Therefore, we used fetal calf serum (FBS) to test
the stability of the nanoparticles in blood. We used the Turbiscan
Lab® Expert system to evaluate the in vitro stability of the EFL1-
loaded DWSW/NGR RBCNPs in serum at 37°C for 72 h. This
methodology has been reported previously (49), and in the
present study indicated that EFL1-loaded DWSW/NGR
RBCNPs showed no significant aggregation or sedimentation
(transmission or back-scattering profiles of less than 2.0%) in
FBS (Figure 3C). Increasing evidence has shown that the
combined action of multiple membrane components on the
A

B

FIGURE 2 | Preparation of DWSW/NGR-RBCNPs. First, the drug was loaded into PLGA, coated with erythrocyte membrane, and finally target-modified (A). The
targeting ligand was then synthesized by conjugating DSPE-PEG2000-Mal to the cysteine residue on both DWSW and NGR (B). The Michael addition reaction was
used in chemical synthesis.
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cell surface ensures that RBCs are not engulfed by macrophages.
In particular, CD47, a protein marker of the erythrocyte
membrane, has been shown to inhibit macrophage
phagocytosis by interacting with SIRP-a receptors (50). In
order to confirm the presence of CD47 on the DWSW/NGR-
RBCNPs, we carried out western blotting analysis on a series of
distinct samples (NPs, RBC lysate, erythrocyte membranes, and
DWSW/NGR-RBCNPs). As shown in Supplementary Figure
S3A, the results showed that after the process of nanoparticle
synthesis and modification had been completed, CD47 was still
Frontiers in Oncology | www.frontiersin.org 7
present on the surface of the RBCNPs. This suggests that
nanoparticles coated with erythrocyte membranes can circulate
for longer durations in the body and are subject to reduced levels
of phagocytosis.

Next, we carried out in vitro release studies to investigate the
release characteristics of EFL1 in the RBCNPs. There was no
significant difference in the EFL1 release behavior of the
biomimetic nanocarriers in buffer solution (PH=7.4,
Supplementary Figure S3B). This finding indicated that
targeted modification did not affect drug release.
A B

C

FIGURE 3 | Characterization of nanoparticles. Transmission electron microscopy (TEM) photos of DWSW/NGR-RBCNPs. (A) Nanoparticles showing the core-shell
structure. (B) Erythrocyte membrane proteins in different nanoparticles, showing the protein had not been lost. Similar bands of protein appear in the same location.
(C) Stability of EFL1-loaded DWSW/NGR-RBCNPs in the presence of FBS; stability fluctuated within a range of 2%. No serious aggregation or sedimentation of the
nanoparticles during the measurement period.
TABLE 1 | Characterization of different nanoparticles.

Sample Diameter (nm) PDI EE (%) DL (%)

PLGA NPs 129.84 ± 0.48 0.067 ± 0.004 82.95 ± 1.03 2.3 ± 0.4
RBCNPs-EFL1 144.37 ± 1.57 0.106 ± 0.011 77.36 ± 1.12 2.1 ± 0.2
DWSW-RBCNPs-EFL1 146.85 ± 1.45 0.116 ± 0.017 74.87 ± 1.45 2.0 ± 0.1
NGR-RBCNPs-EFL1 145.67 ± 1.88 0.119 ± 0.011 76.36 ± 1.17 2.0 ± 0.3
DWSW/NGR-RBCNPs-EFL1 148.48 ± 1.20 0.082 ± 0.014 73.65 ± 1.07 1.9 ± 0.1
October 2020 | Volume 10 | Artic
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The Efficiency of Connection Between Targeting
Peptides and RBCNPs
We used a simple method to investigate the connection efficiency
between DWSW and NGR peptides and RBCNPs. First, the two
targeting conjugates were reacted with CFDA and 5-ROX to obtain
DSPE-PEG2000-NGR-CFDA and DSPE-PEG2000-

DWSW-5-ROX,
respectively. The maximum UV absorption of DSPE-PEG2000-
NGR-CFDA was 493 nm while that of DSPE-PEG2000-

DWSW-5-
ROXwas 578 nm. Amixture of the two peptides could be measured
at different wavelengths. Unmodified RBCNPs did not interfere
with such measurements (Supplementary Figure S3C). Using this
method, we were able to ascertain that the connection efficiencies of
DSPE-PEG2000-NGR and DSPE-PEG2000-

DWSW in the double-
modified RBCNPs were 71.27% and 73.45%, respectively.

In Vitro Evaluation
Cellular Uptake
Cellular uptake experiments were performed to investigate the
affinity of the different types of modified RBCNPs to specific
cells. To do this, we incubated bEnd.3, HUVECs, and C6 cells,
with different types of DiI-labeled RBCNPs for 2 h at 37°C.
Frontiers in Oncology | www.frontiersin.org 8
A previous study used bEnd.3 cells as a model of the BBB in
order to study the penetrating ability of DWSW (51). HUVECs
have also been used previously as a model cell for tumor
angiogenesis and thus confirm the ability of NGR to target the
neovasculature (52).

As shown in Figure 4A, the intracellular fluorescence
intensity of the NGR-RBCNPs was similar to that of the N-
RBCNPs, thus indicating that the NGR-RBCNPs cannot be
recognized effectively, and they could therefore evade uptake
by bEnd.3 cells. This implies that NGR cannot penetrate the BBB
effectively. However, both DWSW-RBCNPs and DWSW/NGR-
RBCNPs underwent significant uptake by bEnd.3 cells,
indicating that DWSW-modified nanoparticles possess good
brain-targeting properties. As shown in Figure 4B, untargeted
modified nanoparticles were not taken up effectively by cells. We
also found that free DWSW (1 mg/mL) significantly inhibited the
cellular uptake of DWSW-RBCNPs and DWSW/NGR-RBCNPs
(by a factor of 4.5), thus indicating that the DWSW peptide
specifically targeted the QS receptor of bEnd.3 cells (21, 53).

Furthermore, to verify the ability of the nanoparticles to target
tumor tissues, we measured the cell uptake of NGR-RBCNPs and
A

B D

E

F

C

FIGURE 4 | Targeting ability test with different cells. Cellular uptake of different DiI-labelled RBCNPs by bEND.3 cells (A, B). DWSW exhibited the ability to cross the
BBB and the free peptide was able to compete for the target. NGR exhibited the ability to cross the BBTB and the free peptide was able to compete for the
receptor in HUVECs cells (C, D). DWSW- and NGR-modified nanoparticles showed good tumor-targeting in C6 cells (E, F). DiI-positive cells were counted by FCM
and intracellular fluorescence was captured by CLSM. Nanoparticles show different targeting capabilities. Scale bars, 10 mm. * indicates P < 0.05.
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https://www.frontiersin.org/journals/oncology
http://www.frontiersin.org/
https://www.frontiersin.org/journals/oncology#articles


Cui et al. Biological Nanocarriers for Glioma Treatment
DWSW/NGR-RBCNPs by using CD13-positive HUVECs. As
shown in Figure 4C, NGR-RBCNPs and DWSW/NGR-
RBCNPs showed stronger intracellular fluorescence than
RBCNPs and DWSW-RBCNPs in HUVECs, thus indicating
that NGR peptide-modified nanoparticles have good tumor-
targeting ability. Figure 4D also illustrates the effect of NGR;
competition from free NGR (1 mg/mL) for the CD13 receptor
led to a reduction in the uptake of NGR-modified nanoparticles
(by a factor of 1.5). The rate of uptake for NGR-modified
nanoparticles was approximately 1.5 times lower than that of
the unmodified nanoparticles. These results indicated that NGR-
modified nanoparticles require high expression levels of the
CD13 receptor on the target cell in order to function in an
appropriate manner. On the other hand, the nanoparticles
modified by DWSW peptides showed certain targeting ability,
which was consistent with the literature reports (22).

Finally, we investigated the glioma-targeting and uptake
ability of the nanoparticles in C6 cells. Compared with
unmodified RBCNPs, NGR-RBCNPs, DWSW-RBCNPs, and
DWSW/NGR-RBCNPs, were taken up by C6 cells; of these,
DWSW/NGR-RBCNPs demonstrated the highest levels of
cellular uptake (Figures 4E, F). The results showed that
DWSW and NGR peptide-functionalized RBCNPs have
significant tumor-targeting abilities. Overall, these cellular
uptake results strongly supported the hypothesis that DWSW
and NGR could play a key role in the enhancement of cell
recognition and uptake, and the reduction of nonspecific cellular
uptake. The data also indicate that DWSW/NGR-RBCNPs would
be able to target tumors in vitro with reduced levels of non-
specific cell uptake. Moreover, as shown in Figure 4,
preincubation with serum did not impair the cellular uptake of
DWSW/NGR-RBCNPs in bEnd.3 cells, HUVECs, and C6 cells,
thus indicating that all of the peptide-modified nanoparticles
retained their targeting properties in plasma. These results
provide a key foundation for further in vivo experiments.

In Vitro Cytotoxicity
We incubated a range of EFL1-loaded nanoparticles, containing
different concentrations of EFL1, with C6 cells in vitro, and then
determined cell survival rate using the MTT assay. As shown in
Supplementary Figure S3D, increased concentrations of EFL1
were associated with a significant increase in the anti-
proliferative activities of free-EFL1 in C6 cells, thus indicating
that EFL1 has anti-cancer effects in this type of brain tumor. In
addition, all of the formulations containing EFL1 showed
cytotoxicity; the largest effect was observed in the free EFL1
group. These results could be explained by the fact that free drugs
can rapidly enter cells by passive diffusion under in vitro
conditions, and with a high concentration gradient. However,
nanoparticle-loaded drugs must be released slowly in order to
exert their therapeutic effects successfully (Supplementary
Figure S3B). Accordingly, we found that when compared with
free-EFL1, EFL1-loaded biomimetic nanoparticles exhibited a
weaker inhibitory effect on the proliferation of C6 cells. These
biomimetic nanoparticles can exert important therapeutic effects
through targeted modification to enhance the drug
concentration delivered to tumor sites. The minor differences
Frontiers in Oncology | www.frontiersin.org 9
in cytotoxicity that were evident between different types of
nanoparticles may be related to their uptake by C6 cells and
similar patterns of drug release. Further investigation is now
needed to investigate these differences further.

Transcytosis Efficiency: In Vitro BBB and
BBTB Models
In order to exert their therapeutic effects for brain disease, it is
necessary for drugs to first cross the BBB and then reach a
therapeutically relevant concentration. We constructed an in
vitro BBB model with which to evaluate the penetration effect of
nanoparticles with different target modifications. As shown in
Supplementary Figure S4A, the penetration efficiencies of Cy5.5-
labeled DWSW/NGR-RBCNPs (3.22 ± 0.28%) and Cy5.5-labeled
DWSW-RBCNPs (3.18 ± 0.32%) were significantly higher than
that of Cy5.5-labelled NRG-RBCNPs following a 4 h period of
incubation. This showed that the DWSW peptide-modified
nanoparticles were highly capable of penetrating the BBB. In
addition, to verify the ability of the target-modified
nanoparticles to localize to brain tumors, we constructed an in
vitro BBTB model. Using previously described methods, we
successfully established an in vitro BBTB model by co-culturing
HUVECs/C6 cells and then incubating these co-cultures with
various types of RBCNPs (41, 43). As shown in Supplementary
Figure S4B, the percentage penetration of Cy5.5-labeled DWSW/
NGR-RBCNPs (4.09 ± 0.20%), and Cy5.5-labeled NGR-RBCNPs
(4.08 ± 0.18%), was significantly higher than that of Cy5.5-labelled
DWSW-RBCNPs (1.09 ± 0.23%) after a 4 h period of incubation.
This indicated that the NGR peptide-modified nanoparticles
exhibited good BBTB penetration. However, NGR-modified
nanoparticles must cross the BBB in order to reach the tumor
site. These results indicate that the dual-target modified DWSW/
NGR-RBCNPs possess the ability to penetrate the BBB and BBTB.
These data also confirmed the cellular uptake results (Figure 4).

Targeting Ability of Biomimetic Nanoparticles in a
BBB/C6 Tumor Co-Culture Model
We established a BBB/C6 tumor coculture model to investigate the
anti-tumor effect of the target- modified nanoparticles in vitro.
Once the co-culture model had been established, we used the
upper transwell chamber to culture different EFL1-loaded
formulations. At the end of the experiment, a sulforhodamine-B
staining assay was used to determine the survival rate of C6 cells in
the basal chamber. The cell survival rate of C6 cells exposed to free
EFL1, EFL1-loaded N-RBCNPs, EFL1-loaded NGR-RBCNPs,
EFL1-loaded DWSW-RBCNPs, and EFL1-loaded DWSW/NGR-
RBCNPs, was 98.87 ± 13.04%, 97.02 ± 12.36%, 96.88 ± 12.45%,
50.28 ± 5.12%, and 47.02 ± 2.92%, respectively. Results showed
that the DWSW peptide-modified nanoparticles could cross the
BBB in the in vitro model and that the EFL1 drug could be
delivered to C6 glioma cells. However, free EFL1, and
nanoparticles without DWSW peptide modification, could not
pass into the bEnd.3 cells. In contrast with the in vitro cytotoxicity
testing (Supplementary Figure S3D), we found that a single drug
could not enter the lesion site in order to provide therapeutic
effects, and that drugs require a targeting carrier; in this context,
the DWSW peptide is an ideal targeting molecule. The results also
October 2020 | Volume 10 | Article 563938
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showed that the NGR peptide plays a key role when DWSW
peptide-modified nanoparticles enter the brain. After passing
through the BBB, NGR peptide-modified nanoparticles showed
better targeting ability to tumor cells than any of the other
preparations. This shows that a dual-target modification strategy
was more effective than a single-target modification strategy.

In Vitro Evaluation
In Vivo Distribution of Biomimetic Nanoparticles
Although various anti-tumor drugs are currently available, it is
highly evident that the BBB and BBTB create a significant hurdle for
drug entry. These important structured makes the clinical treatment
of gliomas very challenging. Moreover, because most therapeutic
drugs are distributed systemically, they are commonly associated
with significant side effects. Therefore, the use of carriers to enable
targeted drug delivery to tumor tissue not only increases therapeutic
efficacy, but also reduces levels of drug toxicity. To evaluate the
brain targeting ability of DWSW/NGR-RBCNPs, we measured
whole-body fluorescence signals from intracranial C6 glioma
Frontiers in Oncology | www.frontiersin.org 10
mice. We also investigated the biodistribution of different
RBCNPs labeled with DiR within brain tissue. As shown in
Figure 5A, DWSW-functionalized RBCNPs (DWSW-RBCNPs
and DWSW/NGR-RBCNPs) were showed good distribution in
the brains of experimental mice; the other RBCNP formulations
(N-RBCNPs and NGR-RBCNPs) exhibited only minimal brain-
targeting ability when compared with controls (basal fluorescence
levels). As shown in Figure 5B, the distribution of DiR-labelled
DWSW/NGR-RBCNPs in brain tissue was more intense than that
of DiR-labelled DWSW-RBCNPs, thus suggesting the importance of
dual modification. We also investigated the distribution of
nanoparticles in other key organs that were harvested at the time
of sacrifice. When comparing these other organs, we found that the
liver showed the highest nanoparticle content, thus suggesting that
the nanoparticles were mainly eliminated by this organ (Figure 5C).
These results suggest that the DWSW/NGR-RBCNPs could mitigate
the toxicity of EFL1.

To determine the targeting capability of the DWSW/NGR-
RBCNPs to gliomas in vivo, we used DiI-labeled RBCNPs to
A B

C

FIGURE 5 | In vivo targeting ability test. In vivo real-time imaging of different DiR-encapsulated nanoparticles in the brain showing the biodistribution of nanocarriers
in animals (A), brain tissue (B) and distribution of different DiR-encapsulated nanoparticles in different organs (C). The enhancement of targeted modification leads to
increased brain fluorescence. As the liver plays a predominant role in the elimination of these nanoparticles, it was no surprise that the liver showed the highest levels
of accumulation when compared to other organs. These data show that these nanoparticles can target drugs to the brain tissue in an effective manner.
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perform immunofluorescence studies on mouse gliomas. As shown
in Figure 6, unmodified DiI-labeled RBCNPs did not produce
fluorescence at the tumor site, thus indicating that the RBCNPs
were unable to reach the brain. Only a small number of DiI-labelled
NGR-RBCNPs were seen to enter the brain tumor tissue, thus
indicating that these nanoparticles were not able to penetrate the
BBB effectively. In contrast, we found that DiI-labeled DWSW-
RBCNPs were distributed throughout the brain, thus implying that
these nanoparticles possessed good levels of ability to penetrate the
BBB. DiI-labeled DWSW/NGR-RBCNPs showed stronger levels of
fluorescence intensity thanDiI-labeled DWSW-RBCNPs in the brain
and were also able to enter tumor tissues. This suggests that dual-
targeted modified nanoparticles successfully reach tumor tissues
after crossing theBBB andBBTB.These results revealed the necessity
for dual target modification involving DWSW and NGR.

Anti-Glioma Effect In Vivo
Using survival time as the main indicator, we performed in vivo
pharmacodynamic tests on different types of nanoparticles, and
Frontiers in Oncology | www.frontiersin.org 11
used the survival time of each group of mice to plot Kaplan-
Meier survival curves. Figure 7A shows that treatment with
EFL1-loaded DWSW/NGR-RBCNPs achieved the best anti-
glioma effect by prolonging the median survival time (36 d);
this was 1.8-, 1.6-, 1.5-, 1.3-, and 1.2-fold, longer than that of
normal saline, free EFL1, EFL1-loaded N-RBCNPs, EFL1-loaded
NGR-RBCNPs, and EFL1-loaded DWSW-RBCNPs, respectively.
Because of their inability to penetrate the BBB, the median
survival time of the free EFL1 and EFL1-loaded RBCNP
groups was similar to that of the normal saline group.
Similarly, EFL1-loaded NGR-RBCNPs did not significantly
extend the median survival time in the experimental mice. We
found that NGR peptide-modified nanocarriers could not
transport drugs into the brain tissue. In contrast, DWSW
peptide-modified nanocarriers prolonged the survival time of
experimental mice. When compared with other groups on day
16, tumor diameter was smallest in the group of mice treated
with EFL1-loaded DWSW/NGR-RBCNPs, as determined by
MRI (Figure 7B). According to previous reports (22), DWSW
FIGURE 6 | Targeted distribution of nanoparticles in brain tissue. Distribution of DiI-encapsulated nanoparticles in the brain of mice bearing intracranial C6 gliomas, as
determined by confocal laser microscopy. The white line shows the margin of the intracranial glioma while the arrows indicate glioma cells. The green color represents DiI-
encapsulated nanoparticles, while nuclei are shown in blue (DAPI). 784 DWSW/NGR-RBCNPs showed the strongest targeting ability. Scale bar, 20 mm.
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has the ability to improve the brain-targeting of nanodrug
delivery systems. The current results indicate that EFL1-loaded
RBCNPs with dual ligand functionalization could significantly
improve the treatment efficacy for glioma.

At the end of treatment, we used harvested brain tissue to
perform histopathological examinations. Compared with other
treatments, the mice treated with EFL1-loaded DWSW/NGR-
RBCNPs showed the highest levels of apoptosis (Figure 7C). The
normal saline group, free EFL1 group, and the EFL1-loaded
RBCNP group, showed dense cellular tissues. The data showed
that EFL1-loaded DWSW/NGR-RBCNPs were the most effective
preparation for the treatment of gliomas.

Safety Evaluation
Nanoparticles can penetrate into membrane cells and spread
along nerve cell synapses, blood and lymphatic vessels. The
strong permeability of nanoparticles not only provides
effectiveness for the use of drugs, but also poses a potential
threat to biological health. In this research, the acute toxicity test
in mice was used for safety evaluation. The diet of the
experimental mice was maintained at a normal level, and no
abnormality in body weight and behavior was observed. The
analysis detected no obvious pathological damage in the organs
of mice from the saline, free EFL1, and EFL1-loaded DWSW/
NGR-RBCNP groups, as shown in Supplementary Figure S5A.
Furthermore, the three different groups of mice all showed data
within the normal range for the following parameters: red blood
cell (RBC) count, white blood cell (WBC) count, mean red cell
Frontiers in Oncology | www.frontiersin.org 12
volume (MCV), hemoglobin (HGB), platelet count (PLT), and
mean platelet volume (MPV) (Supplementary Figure S5B).
Further analysis also showed that the following parameters
were also within the normal range: alanine aminotransferase
(ALT), aspartate aminotransferase (AST), uric acid (UA),
triglyceride (TG), high density lipoprotein (HDL), and low-
density lipoprotein (LDL) (Supplementary Figure S5C). These
results indicate that at the experimental doses used herein, the
mice showed no obvious abnormalities and no symptoms
relating to acute or severe toxicity.
DISCUSSION

In recent years, biomimetic nano drug delivery system represented
by erythrocyte membrane has promoted the development of
nanoparticles in the field of nanomedicine and pharmacy (54).
Drug molecules can be coupled or complexed with host molecule,
adsorbed on the surface, buried under the matrix, or enclosed in the
cavity of carriers (55). Commonly used organic nanocarriers include
liposomes, solid lipid nanoparticles, nanocapsules, nanospheres,
micelles, etc., and inorganic nanocarriers include silica, Fe3O4,
gold nanoparticles, etc. The physicochemical properties of the
nanocarrier (size, shape, surface chemical properties, porosity,
elasticity, etc.) will affect its biological properties. For example, the
size can significantly affect the blood circulation and biological
distribution, less than 6 nm is easy to be cleared by the liver, and
more than 200 nm is easy to be captured by the liver and spleen. And
A B

C

FIGURE 7 | Antitumor effects of nanoparticles in vivo. Kaplan-Meier survival curves of nude mice (A), brain MRI images (B), and histological changes in gliomas (C)
following treatment with different nanoparticles. The strongest therapeutic effect was achieved by the dual-targeted modified nanoparticles.
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30-200 nm nanoparticles can aggregate in tumor site through EPR
(enhanced permeability and retention effect) effect. In addition, the
shape mainly affects cell phagocytosis, and the surface chemical
properties will change the interaction with the physiological
environment. Erythrocyte membrane coated nanoparticles have
potential applications in many fields (56). First of all, anti-tumor
therapy is the most widely studied, including chemotherapy and
immunotherapy for glioma, breast cancer, lung cancer and so on.
Secondly, inorganic nano carriers were encapsulated for tumor
diagnosis and imaging, and the efficiency of photodynamic
therapy medium was enhanced to improve its anti-tumor effect.
Moreover, nanoparticles prepared by erythrocyte membrane can
also be used to treat infectious diseases and autoimmune anemia (57,
58). Erythrocyte membrane is an ideal nanocarrier, and targeted
modification enhances its precise treatment of diseases. In the future,
it may be widely used in drug delivery, immune regulation, poison
adsorption and other fields.

The use of chemotherapeutic approaches for glioma is very
challenging. In this study, we developed functional targeted EFL1
nanoparticles in order to deliver drugs to tumor tissue.
Historically, the most problematical aspect of delivering drugs
into the brain is that most anticancer drugs are unable to penetrate
the BBB and BBTB. As a consequence, functional targeted drug
nanoparticles are becoming an increasingly attractive option for
the treatment of brain cancer. Targeting ligand-modified drug-
loaded nanoparticles can improve drug transport through the BBB
by recognizing specific receptors that are overexpressed and thus
triggering the process of receptor-mediated endocytosis. Of these
receptors, the QS receptor is an effective targeting ligand for
transporting drugs across the BBB while CD13 can be used as a
tumor marker, or tumor cell surface antigen, to transport drugs
through the BBTB. In this study, we synthesized DSPE-
PEG2000-

DWSW and DSPE-PEG2000-NGR conjugates. These
were integrated into drug-loaded nanoparticles to transport
drugs across the BBB and then target tumor cells. The observed
cytotoxicity reflected the levels of apoptosis induced in cancer cells
by functional targeted nanoparticles. Transport capacity across the
BBB was confirmed by the use of a co-culture model. The analysis
of mice with intracranial gliomas clearly demonstrated the
accumulation of functional targeted DiR nanoparticles in the
brain. The in vivo experiments, using mice with intercranial
gliomas, confirmed that the targeted DiR nanoparticles exhibited
strong antitumor and curative effects, but with minimal levels of
toxicity to the experimental animals. As a new drug delivery
system, RBCNPs could be used to “disguise” nanoparticles as
endogenous substances, thus reducing the risk of recognition by
the immune system and uptake by the reticuloendothelial system.
CONCLUSIONS

In the current study, we constructed dual-modified erythrocyte
membrane-enveloped PLGA nanoparticles. By modification with
DWSW and NGR peptides, the newly developed nanoparticles
could be used to deliver drugs to gliomas via systemic
administration. This drug carrier has two outstanding
Frontiers in Oncology | www.frontiersin.org 13
characteristics: a biomimetic structure and dual targeting
capability. DWSW/NGR-RBCNPs were first able to penetrate
the BBB and the BBTB, and then target glioma cells. EFL1-loaded
DWSW/NGR-RBCNPs significantly improved the efficacy of
anti-glioma treatment both in vitro and in vivo. This research
provides a new targeting strategy for the treatment of gliomas.
Preliminary validation results showed that NGR and DWSW
represent effective ligands for the modification of nano-drug
delivery systems. Collectively, the data indicate that DWSW/
NGR-RBCNPs have significant potential as a targeted drug
delivery system for the treatment of glioma.
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12. Guerrero-Cázares H, Tzeng SY, Young NP, Abutaleb AO, Quiñones-Hinojosa
A, Green JJ. Biodegradable polymeric nanoparticles show high efficacy and
specificity at DNA delivery to human glioblastoma in vitro and in vivo. ACS
Nano (2014) 8(5):5141–53. doi: 10.1021/nn501197v

13. Nativo P, Prior IA, Brust M. Uptake and intracellular fate of surface-modified
gold nanoparticles. ACS Nano (2008) 2(8):1639–44. doi: 10.1021/nn800330a

14. Chen Z, Zhai M, Xie X, Zhang Y, Ma S, Li Z, et al. Apoferritin Nanocage for
Brain Targeted Doxorubicin Delivery. Mol Pharm (2017) 14(9):3087–97.
doi: 10.1021/acs.molpharmaceut.7b00341

15. Gao Y, Liu XL, Li XR. Research progress on siRNA delivery with nonviral
carriers. Int J Nanomed (2011) 6:1017–25. doi: 10.2147/IJN.S17040

16. Moghimi SM, Symonds P, Murray JC, Hunter AC, Debska G, Szewczyk A. A
two-stage poly(ethylenimine)-mediated cytotoxicity: implications for gene
transfer/therapy. Mol Ther (2005) 11(6):990–5. doi: 10.1016/j.ymthe.2005.
02.010

17. Symonds P, Murray JC, Hunter AC, Debska G, Szewczyk A, Moghimi SM.
Low and high molecular weight poly(L-lysine)s/poly(L-lysine)-DNA
complexes initiate mitochondrial-mediated apoptosis differently. FEBS Lett
(2005) 579(27):6191–8. doi: 10.1016/j.febslet.2005.09.092

18. Luk BT, Zhang L. Cell membrane-camouflaged nanoparticles for drug
delivery. J Control Release (2015) 220(Pt B):600–7. doi: 10.1016/
j.jconrel.2015.07.019

19. Bose RJ, Paulmurugan R, Moon J, Lee SH, Park H. Cell membrane-coated
nanocarriers: the emerging targeted delivery system for cancer theranostics.
Drug Discov Today (2018) 23(4):891–9. doi: 10.1016/j.drudis.2018.02.001

20. Chai Z, Hu X, Wei X, Zhan C, Lu L, Jiang K, et al. A facile approach to
functionalizing cell membrane-coated nanoparticles with neurotoxin-derived
peptide for brain-targeted drug delivery. J Control Release (2017) 264:102–11.
doi: 10.1016/j.jconrel.2017.08.027

21. Wynendaele E, Verbeke F, Stalmans S, Gevaert B, Janssens Y, Van DeWiele C,
et al. Quorum Sensing Peptides Selectively Penetrate the Blood-Brain Barrier.
PLoS One (2015) 10(11):e0142071. doi: 10.1371/journal.pone.0142071
Frontiers in Oncology | www.frontiersin.org 14
22. Ran D, Mao J, Zhan C, Xie C, Ruan H, Ying M, et al. d-Retroenantiomer of
Quorum-Sensing Peptide-Modified Polymeric Micelles for Brain Tumor-
Targeted Drug Delivery. ACS Appl Mater Interfaces (2017) 9(31):25672–82.
doi: 10.1021/acsami.7b03518

23. Fu S, Liang M, Wang Y, Cui L, Gao C, Chu X, et al. Dual-Modified Novel
Biomimetic Nanocarriers Improve Targeting and Therapeutic Efficacy in
Glioma. ACS Appl Mater Interfaces (2019) 11(2):1841–54. doi: 10.1021/
acsami.8b18664

24. Shi NQ, Li Y, Zhang Y, Li ZQ, Qi XR. Deepened cellular/subcellular interface
penetration and enhanced antitumor efficacy of cyclic peptidic ligand-
decorated accelerating active targeted nanomedicines. Int J Nanomed (2018)
13:5537–59. doi: 10.2147/IJN.S172556

25. Zheng YB, Gong JH, Liu XJ, Li Y, Zhen YS. A CD13-targeting peptide
integrated protein inhibits human liver cancer growth by killing cancer stem
cells and suppressing angiogenesis. Mol Carcinog (2017) 56(5):1395–404.
doi: 10.1002/mc.22600

26. Taylor RE, Zahid M. Cell Penetrating Peptides, Novel Vectors for Gene
Therapy. Pharmaceutics (2020) 12(3). doi: 10.3390/pharmaceutics12030225

27. Wang Y-Z, Zhang X-T, Li S-J, Zhang Y, Li F-Y, Zhang C-N, et al. Expression
of AQP2, AQP4 and AQP 8 in mouse intestine induced by unprocessed and
processed Euphorbia lathyris. Pakistan J Pharm Sci (2018) 31(4):1229–35.

28. Zhang JY, Lin MT, Yi T, Tang YN, Fan LL, He XC, et al. Apoptosis
sensitization by Euphorbia factor L1 in ABCB1-mediated multidrug
resistant K562/ADR cells. Molecules (2013) 18(10):12793–808. doi: 10.3390/
molecules181012793

29. Choi JS, Kang NS, Min YK, Kim SH. Euphorbiasteroid reverses P-
glycoprotein-mediated multi-drug resistance in human sarcoma cell line
MES-SA/Dx5. Phytother Res (2010) 24(7):1042–6. doi: 10.1002/ptr.3073

30. Park SJ, Park JH, Han A, Davaatseren M, Kim HJ, Kim MS, et al.
Euphorbiasteroid, a component of Euphorbia lathyris L., inhibits
adipogenesis of 3T3-L1 cells via activation of AMP-activated protein kinase.
Cell Biochem Funct (2015) 33(4):220–5. doi: 10.1002/cbf.3107

31. Lu J, Li G, Huang J, Zhang C, Zhang L, Zhang K, et al. Lathyrane-type
diterpenoids from the seeds of Euphorbia lathyris. Phytochemistry (2014)
104:79–88. doi: 10.1016/j.phytochem.2014.04.020

32. Arafa MG, Girgis GNS, El-Dahan MS. Chitosan-Coated PLGA Nanoparticles
for Enhanced Ocular Anti-Inflammatory Efficacy of Atorvastatin Calcium. Int
J Nanomed (2020) 15:1335–47. doi: 10.2147/IJN.S237314

33. Rigon L, Salvalaio M, Pederzoli F, Legnini E, Duskey JT, D’Avanzo F, et al.
Targeting Brain Disease in MPSII: Preclinical Evaluation of IDS-Loaded
PLGA Nanoparticles. Int J Mol Sci (2019) 20(8):2014. doi: 10.3390/
ijms20082014

34. Que X, Su J, Guo P, Kamal Z, Xu E, Liu S, et al. Study on preparation,
characterization and multidrug resistance reversal of red blood cell
membrane-camouflaged tetrandrine-loaded PLGA nanoparticles. Drug Deliv
(2019) 26(1):199–207. doi: 10.1080/10717544.2019.1573861

35. Dodge JT, Mitchell C, Hanahan DJ. The preparation and chemical
characteristics of hemoglobin-free ghosts of human erythrocytes. Arch
Biochem Biophysics (1963) 100(1):119–30. doi: 10.1016/0003-9861(63)
90042-0

36. Huang W, Zhang C. Tuning the Size of Poly(lactic-co-glycolic Acid) (PLGA)
Nanoparticles Fabricated by Nanoprecipitation. Biotechnol J (2018) 13(1).
doi: 10.1002/biot.201700203

37. Madani F, Esnaashari SS, Mujokoro B, Dorkoosh F, Khosravani M, Adabi M.
Investigation of Effective Parameters on Size of Paclitaxel Loaded PLGA
Nanoparticles. Adv Pharm Bull (2018) 8(1):77–84. doi: 10.15171/apb.
2018.010

38. Katara R, Sachdeva S, Majumdar DK. Enhancement of ocular efficacy of
aceclofenac using biodegradable PLGA nanoparticles: formulation and
characterization. Drug Deliv Transl Res (2017) 7(5):632–41. doi: 10.1007/
s13346-017-0416-1

39. Rao L, Bu LL, Xu JH, Cai B, Yu GT, Yu X, et al. Red Blood Cell Membrane as a
Biomimetic Nanocoating for Prolonged Circulation Time and Reduced
Accelerated Blood Clearance. Small (2015) 11(46):6225–36. doi: 10.1002/
smll.201502388

40. Fang RH, Hu CM, Luk BT, Gao W, Copp JA, Tai Y, et al. Cancer cell
membrane-coated nanoparticles for anticancer vaccination and drug delivery.
Nano Lett (2014) 14(4):2181–8. doi: 10.1021/nl500618u
October 2020 | Volume 10 | Article 563938

https://doi.org/10.1016/j.biomaterials.2017.02.041
https://doi.org/10.1016/j.biomaterials.2017.02.041
https://doi.org/10.1016/j.apsb.2017.11.009
https://doi.org/10.1016/j.ijpharm.2019.01.056
https://doi.org/10.1016/j.ijpharm.2019.01.056
https://doi.org/10.3390/pharmaceutics11100534
https://doi.org/10.1002/adma.201706759
https://doi.org/10.1002/adma.201706759
https://doi.org/10.3389/fonc.2019.01560
https://doi.org/10.3389/fbioe.2019.00325
https://doi.org/10.1016/j.semcancer.2019.10.018
https://doi.org/10.2174/138920112803341798
https://doi.org/10.3389/fonc.2018.00624
https://doi.org/10.1007/s11481-016-9687-4
https://doi.org/10.1007/s11481-016-9687-4
https://doi.org/10.1021/nn501197v
https://doi.org/10.1021/nn800330a
https://doi.org/10.1021/acs.molpharmaceut.7b00341
https://doi.org/10.2147/IJN.S17040
https://doi.org/10.1016/j.ymthe.2005.02.010
https://doi.org/10.1016/j.ymthe.2005.02.010
https://doi.org/10.1016/j.febslet.2005.09.092
https://doi.org/10.1016/j.jconrel.2015.07.019
https://doi.org/10.1016/j.jconrel.2015.07.019
https://doi.org/10.1016/j.drudis.2018.02.001
https://doi.org/10.1016/j.jconrel.2017.08.027
https://doi.org/10.1371/journal.pone.0142071
https://doi.org/10.1021/acsami.7b03518
https://doi.org/10.1021/acsami.8b18664
https://doi.org/10.1021/acsami.8b18664
https://doi.org/10.2147/IJN.S172556
https://doi.org/10.1002/mc.22600
https://doi.org/10.3390/pharmaceutics12030225
https://doi.org/10.3390/molecules181012793
https://doi.org/10.3390/molecules181012793
https://doi.org/10.1002/ptr.3073
https://doi.org/10.1002/cbf.3107
https://doi.org/10.1016/j.phytochem.2014.04.020
https://doi.org/10.2147/IJN.S237314
https://doi.org/10.3390/ijms20082014
https://doi.org/10.3390/ijms20082014
https://doi.org/10.1080/10717544.2019.1573861
https://doi.org/10.1016/0003-9861(63)90042-0
https://doi.org/10.1016/0003-9861(63)90042-0
https://doi.org/10.1002/biot.201700203
https://doi.org/10.15171/apb.2018.010
https://doi.org/10.15171/apb.2018.010
https://doi.org/10.1007/s13346-017-0416-1
https://doi.org/10.1007/s13346-017-0416-1
https://doi.org/10.1002/smll.201502388
https://doi.org/10.1002/smll.201502388
https://doi.org/10.1021/nl500618u
https://www.frontiersin.org/journals/oncology
http://www.frontiersin.org/
https://www.frontiersin.org/journals/oncology#articles


Cui et al. Biological Nanocarriers for Glioma Treatment
41. Ying M, Zhan C, Wang S, Yao B, Hu X, Song X, et al. Liposome-Based
Systemic Glioma-Targeted Drug Delivery Enabled by All-d Peptides. ACS
Appl Mater Interfaces (2016) 8(44):29977–85. doi: 10.1021/acsami.
6b10146

42. Raymond A, Diaz P, Chevelon S, Agudelo M, Yndart-Arias A, Ding H, et al.
Microglia-derived HIV Nef+ exosome impairment of the blood–brain barrier
is treatable by nanomedicine-based delivery of Nef peptides. J Neurovirol
(2016) 22(2):129–39. doi: 10.1007/s13365-015-0397-0

43. Khodarev NN, Yu J, Labay E, Darga T, Brown CK, Mauceri HJ, et al. Tumour-
endothelium interactions in co-culture: coordinated changes of gene
expression profiles and phenotypic properties of endothelial cells. J Cell Sci
(2003) 116(6):1013–22. doi: 10.1242/jcs.00281

44. Li XY, Zhao Y, Sun MG, Shi JF, Ju RJ, Zhang CX, et al. Multifunctional
liposomes loaded with paclitaxel and artemether for treatment of invasive
brain glioma. Biomaterials (2014) 35(21):5591–604. doi: 10.1016/
j.biomaterials.2014.03.049

45. Zhai M, Wang Y, Zhang L, Liang M, Fu S, Cui L, et al. Glioma targeting
peptide modified apoferritin nanocage. Drug Deliv (2018) 25(1):1013–24.
doi: 10.1080/10717544.2018.1464082

46. Vakili T, Iranshahi M, Arab H, Riahi B, Roshan NM, Karimi G. Safety
evaluation of auraptene in rats in acute and subacute toxicity studies. Regul
Toxicol Pharmacol (2017) 91:159–64. doi: 10.1016/j.yrtph.2017.10.025

47. Alnajar ZA, Abdulla MA, Ali HM, Alshawsh MA, Hadi AH. Acute toxicity
evaluation, antibacterial, antioxidant and immunomodulatory effects of
Melastoma malabathricum. Molecules (2012) 17(3):3547–59. doi: 10.3390/
molecules17033547

48. Zhao ZX, Gao SY, Wang JC, Chen CJ, Zhao EY, Hou WJ, et al. Self-assembly
nanomicelles based on cationic mPEG-PLA-b-Polyarginine(R15) triblock
copolymer for siRNA delivery. Biomaterials (2012) 33(28):6793–807.
doi: 10.1016/j.biomaterials.2012.05.067

49. Celia C, Trapasso E, Cosco D, Paolino D, Fresta M. Turbiscan lab expert
analysis of the stability of ethosomes and ultradeformable liposomes
containing a bilayer fluidizing agent. Colloids Surf B Biointerfaces (2009) 72
(1):155–60. doi: 10.1016/j.colsurfb.2009.03.007

50. Anniss AM, Sparrow RL. Expression of CD47 (integrin-associated protein)
decreases on red blood cells during storage. Transfusion Apheresis Sci (2002)
27(3):233–8. doi: 10.1016/S1473-0502(02)00070-8
Frontiers in Oncology | www.frontiersin.org 15
51. Hu K, Li J, Shen Y, Lu W, Gao X, Zhang Q, et al. Lactoferrin-conjugated PEG-
PLA nanoparticles with improved brain delivery: in vitro and in vivo
evaluations. J Control Release (2009) 134(1):55–61. doi: 10.1016/
j.jconrel.2008.10.016

52. Zhu S, Qian L, Hong M, Zhang L, Pei Y, Jiang Y. RGD-modified PEG-
PAMAM-DOX conjugate: in vitro and in vivo targeting to both tumor
neovascular endothelial cells and tumor cells. Adv Mater (2011) 23(12):
H84–9. doi: 10.1002/adma.201003944

53. Janssens Y, Wynendaele E, Verbeke F, Debunne N, Gevaert B, Audenaert K,
et al. Screening of quorum sensing peptides for biological effects in neuronal
cells. Peptides (2018) 101:150–6. doi: 10.1016/j.peptides.2018.01.013

54. Rossi L, Fraternale A, Bianchi M, Magnani M. Red Blood Cell Membrane
Processing for Biomedical Applications. Front Physiol (2019) 10:1070.
doi: 10.3389/fphys.2019.01070

55. Wang N, Cheng X, Li N, Wang H, Chen H. Nanocarriers and Their Loading
Strategies. Adv Healthc Mater (2019) 8(6):e1801002. doi: 10.1002/
adhm.201801002

56. Zhao Z, Ukidve A, Krishnan V, Mitragotri S. Effect of physicochemical and
surface properties on in vivo fate of drug nanocarriers. Adv Drug Deliv Rev
(2019) 143:3–21. doi: 10.1016/j.addr.2019.01.002

57. Hu CM, Fang RH, Copp J, Luk BT, Zhang L. A biomimetic nanosponge that
absorbs pore-forming toxins. Nat Nanotechnol (2013) 8(5):336–40.
doi: 10.1038/nnano.2013.54

58. Copp JA, Fang RH, Luk BT, Hu CM, Gao W, Zhang K, et al. Clearance of
pathological antibodies using biomimetic nanoparticles. Proc Natl Acad Sci
U S A (2014) 111(37):13481–6. doi: 10.1073/pnas.1412420111

Conflict of Interest: The authors declare that the research was conducted in the
absence of any commercial or financial relationships that could be construed as a
potential conflict of interest.

Copyright © 2020 Cui, Sun, Hao, Chen, Wang, Xu and Gao. This is an open-access
article distributed under the terms of the Creative Commons Attribution License
(CC BY). The use, distribution or reproduction in other forums is permitted, provided
the original author(s) and the copyright owner(s) are credited and that the original
publication in this journal is cited, in accordance with accepted academic practice. No
use, distribution or reproduction is permitted which does not comply with these terms.
October 2020 | Volume 10 | Article 563938

https://doi.org/10.1021/acsami.6b10146
https://doi.org/10.1021/acsami.6b10146
https://doi.org/10.1007/s13365-015-0397-0
https://doi.org/10.1242/jcs.00281
https://doi.org/10.1016/j.biomaterials.2014.03.049
https://doi.org/10.1016/j.biomaterials.2014.03.049
https://doi.org/10.1080/10717544.2018.1464082
https://doi.org/10.1016/j.yrtph.2017.10.025
https://doi.org/10.3390/molecules17033547
https://doi.org/10.3390/molecules17033547
https://doi.org/10.1016/j.biomaterials.2012.05.067
https://doi.org/10.1016/j.colsurfb.2009.03.007
https://doi.org/10.1016/S1473-0502(02)00070-8
https://doi.org/10.1016/j.jconrel.2008.10.016
https://doi.org/10.1016/j.jconrel.2008.10.016
https://doi.org/10.1002/adma.201003944
https://doi.org/10.1016/j.peptides.2018.01.013
https://doi.org/10.3389/fphys.2019.01070
https://doi.org/10.1002/adhm.201801002
https://doi.org/10.1002/adhm.201801002
https://doi.org/10.1016/j.addr.2019.01.002
https://doi.org/10.1038/nnano.2013.54
https://doi.org/10.1073/pnas.1412420111
http://creativecommons.org/licenses/by/4.0/
http://creativecommons.org/licenses/by/4.0/
https://www.frontiersin.org/journals/oncology
http://www.frontiersin.org/
https://www.frontiersin.org/journals/oncology#articles

	Dual-Target Peptide-Modified Erythrocyte Membrane-Enveloped PLGA Nanoparticles for the Treatment of Glioma
	Introduction
	Materials and Methods
	Materials
	Cells and Experimental Animals
	Preparation of Peptide-Modified RBCNPs
	Synthesis and Characterization of Materials
	Collection of Erythrocyte Membranes
	Preparation of PLGA Nanoparticles
	Preparation of RBCNPs Modified With Peptides

	Physicochemical Characterization of Dual-Modified RBCNPs
	Binding Efficiency of Peptides Onto RBCNPs
	Characterization of Dual-Modified RBCNPs

	In Vitro Evaluation of Dual-Modified RBCNPs
	In Vitro Release
	In Vitro Cell Uptake
	In Vitro Cytotoxicity Assays
	In Vitro Transport Across the BBB and BBTB
	In Vitro Targeting Ability

	In Vivo Evaluation of Dual-Modified RBCNPs
	In Vivo Glioma Targeting Ability
	Antitumor Effect in Mice
	Histopathological Examination of Brain Tumors

	Acute Toxicity Evaluation
	Statistical Analysis

	Results
	Physicochemical Characterization of Dual-Modified RBCNPs
	Preparation and Characterization of Dual-Modified RBCNPs
	The Efficiency of Connection Between Targeting Peptides and RBCNPs

	In Vitro Evaluation
	Cellular Uptake
	In Vitro Cytotoxicity
	Transcytosis Efficiency: In Vitro BBB and BBTB Models
	Targeting Ability of Biomimetic Nanoparticles in a BBB/C6 Tumor Co-Culture Model

	In Vitro Evaluation
	In Vivo Distribution of Biomimetic Nanoparticles
	Anti-Glioma Effect In Vivo

	Safety Evaluation

	Discussion
	Conclusions
	Data Availability Statement
	Ethics Statement
	Author Contributions
	Funding
	Acknowledgments
	Supplementary Material
	References



<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /PageByPage
  /Binding /Left
  /CalGrayProfile (Dot Gain 20%)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (U.S. Web Coated \050SWOP\051 v2)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Warning
  /CompatibilityLevel 1.4
  /CompressObjects /Tags
  /CompressPages false
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJDFFile false
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.0000
  /ColorConversionStrategy /LeaveColorUnchanged
  /DoThumbnails false
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams false
  /MaxSubsetPct 1
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness false
  /PreserveHalftoneInfo false
  /PreserveOPIComments true
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages false
  /ColorImageMinResolution 300
  /ColorImageMinResolutionPolicy /OK
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 300
  /ColorImageDepth -1
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages true
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.40
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasGrayImages false
  /CropGrayImages false
  /GrayImageMinResolution 300
  /GrayImageMinResolutionPolicy /OK
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 300
  /GrayImageDepth -1
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages true
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.40
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /GrayImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasMonoImages false
  /CropMonoImages false
  /MonoImageMinResolution 1200
  /MonoImageMinResolutionPolicy /OK
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 1200
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /CheckCompliance [
    /None
  ]
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError true
  /PDFXTrimBoxToMediaBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXSetBleedBoxToMediaBox true
  /PDFXBleedBoxToTrimBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXOutputIntentProfile ()
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /Description <<
    /ENU (T&F settings for black and white printer PDFs 20081208)
  >>
  /ExportLayers /ExportVisibleLayers
  /Namespace [
    (Adobe)
    (Common)
    (1.0)
  ]
  /OtherNamespaces [
    <<
      /AsReaderSpreads false
      /CropImagesToFrames true
      /ErrorControl /WarnAndContinue
      /FlattenerIgnoreSpreadOverrides false
      /IncludeGuidesGrids false
      /IncludeNonPrinting false
      /IncludeSlug false
      /Namespace [
        (Adobe)
        (InDesign)
        (4.0)
      ]
      /OmitPlacedBitmaps false
      /OmitPlacedEPS false
      /OmitPlacedPDF false
      /SimulateOverprint /Legacy
    >>
    <<
      /AddBleedMarks false
      /AddColorBars false
      /AddCropMarks false
      /AddPageInfo false
      /AddRegMarks false
      /BleedOffset [
        0
        0
        0
        0
      ]
      /ConvertColors /NoConversion
      /DestinationProfileName ()
      /DestinationProfileSelector /DocumentCMYK
      /Downsample16BitImages true
      /FlattenerPreset <<
        /ClipComplexRegions true
        /ConvertStrokesToOutlines false
        /ConvertTextToOutlines false
        /GradientResolution 300
        /LineArtTextResolution 1200
        /PresetName ([High Resolution])
        /PresetSelector /HighResolution
        /RasterVectorBalance 1
      >>
      /FormElements false
      /GenerateStructure true
      /IncludeBookmarks true
      /IncludeHyperlinks true
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles false
      /MarksOffset 6
      /MarksWeight 0.250000
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /DocumentCMYK
      /PageMarksFile /RomanDefault
      /PreserveEditing true
      /UntaggedCMYKHandling /LeaveUntagged
      /UntaggedRGBHandling /UseDocumentProfile
      /UseDocumentBleed false
    >>
    <<
      /AllowImageBreaks true
      /AllowTableBreaks true
      /ExpandPage false
      /HonorBaseURL true
      /HonorRolloverEffect false
      /IgnoreHTMLPageBreaks false
      /IncludeHeaderFooter false
      /MarginOffset [
        0
        0
        0
        0
      ]
      /MetadataAuthor ()
      /MetadataKeywords ()
      /MetadataSubject ()
      /MetadataTitle ()
      /MetricPageSize [
        0
        0
      ]
      /MetricUnit /inch
      /MobileCompatible 0
      /Namespace [
        (Adobe)
        (GoLive)
        (8.0)
      ]
      /OpenZoomToHTMLFontSize false
      /PageOrientation /Portrait
      /RemoveBackground false
      /ShrinkContent true
      /TreatColorsAs /MainMonitorColors
      /UseEmbeddedProfiles false
      /UseHTMLTitleAsMetadata true
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [612.000 792.000]
>> setpagedevice


