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ABSTRACT ARTICLE HISTORY
Glioma remains difficult to treat because of the infiltrative growth of tumor cells and their resistance Received 31 May 2018
to standard therapy. Despite rapid development of targeted drug delivery system, the current thera- Revised 16 July 2018

peutic efficacy is still challenging. Based on our previous studies, macrophages have been proved to  Accepted 17 July 2018

be promising drug carrier for active glioma delivery. To make full use of macrophage carrier, primary
M1 macrophages were proposed to replace regular macrophage to deliver nanodrugs into glioma, M1 macrophages; carrier;
because M1 macrophages not only have the natural ability to home into tumor tissues, but they also glioma; nanoparti’cle; '
have stronger phagocytic capability than other types of macrophage, which can enable them to doxorubicin

uptake enough drug-loaded nanoparticles for therapy. In addition, M1 macrophages are not easily

affected by harsh tumor microenvironment and inhibit tumor growth themselves. In this study, M1

macrophage-loaded nanoparticles (M1-NPs) were prepared by incubating poly(lactide-co-glycolide)

(PLGA) nanoparticles with primary M1 macrophages. In vitro cell assays demonstrated M1 macrophage

still maintained good tumor tropism capability after particle loading, and could efficiently carry par-

ticles across endothelial barrier into tumor tissues. In vivo imaging verified that M1-NPs exhibited

higher brain tumor distribution than free nanoparticles. DOX@M1-NPs (doxorubicin-loaded M1-NPs)

presented significantly enhanced anti-glioma effect with prolonged survival median and increased cell

apoptosis. In conclusion, the results provided a new strategy exploiting M1 macrophage as carrier for

drug delivery, which improved targeting efficiency and therapeutic efficacy of chemodrugs for gli-

oma therapy.
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Introduction Komohara, 2015). Macrophages are prominent components
of solid tumors, often comprising a major fraction of cell
mass (Kelly et al., 1988; Fleige et al., 2001). Therefore, macro-
phages have been pursued as promising carriers of anti-can-
cer drugs (Chen & Liu, 2012; Anselmo & Mitragotri, 2014).

tumor barrier, and high interstitial tissue pressure rigorously Our previous studies have shown that macrophages have

prevent therapy agents from reaching the tumor sites(Juratli the .ab'hty tf) Cfmy nanopartlcles. aFross the endothellal bar-
et al, 2013; Floyd et al,, 2015; Dizon et al., 2016). In order to  "€f into brain tissue by the mediation of cell adhesion mole-
cules and further overcome the high interstitial fluid pressure

Glioma, one of the refractory tumors, threatens people’s lives
for rapid development and poor prognosis. It displays unique
pathological characteristics from other tumors, particularly,
various barriers including blood-brain barrier, blood-brain

efficiently deliver anti-tumor drugs into the tumor, a variety
of functional composited carriers were synthesized to formu- INto the core of glioma (Pang et al, 2016). Macrophages are
late smart anti-cancer drug delivery systems (Ryu et al,, 2012; divided into two phenotypes from oncologic viewpoint: M1
Ge & Liu, 2013). However, there are still many hurdles to Macrophages (classically activated macrophages) at one
overcome, including complicated fabrication process, high extreme and M2 macrophages (alternatively activated macro-
opsonization in the circulation, low tumor targeting ability, ~Phages) at the other (Kroner et al., 2014; Pei et al, 2015). M1
and frequently occurred immune responses against new Mmacrophages can generate pro-inflammatory cytokines to
materials(Shiraishi et al, 2013; Verhoef et al, 2014; Peng help destroy foreign organisms and tumor cells (Kroner et al.,
et al., 2016). 2014; Martinez & Gordon, 2014), induce T-helper-1-type cell

Macrophages can be recruited into tumor tissues via che- response, and increase the production of interferon-gamma
mokines such as chemokine ligand 2 (CCL2) and chemokine by both T and NK cells (Zhang et al, 2013; Cheema et al.,
receptor 4 (CXCR4) (Owen & Mohamadzadeh, 2013; Jinushi & 2014; Lasek et al.,, 2017), so M1 macrophage penetration into
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tumor tissues will ameliorate harsh tumor microenvironment.
In addition, M1 macrophage has stronger capacity to intern-
alize particle than regular macrophage, which can ensure
therapeutic dosage (Papa et al., 2014). Moreover, the cells
collected from same species can circulate for long time and
avoid or decrease immunogenicity after intravenous injection
into animal (Brynskikh et al., 2010). M2 macrophage in tumor
tissues is often called tumor-associated macrophage (TAM). It
has been proved that TAMs play positive roles in various
aspects of tumor development (Qian et al, 2010;
Sawawejksza et al., 2017). The existence of M2 phenotype
TAMs in tumor deteriorates tumor microenvironment. Non-
M2 phenotype macrophages in tumor tissues can polarize
into M2 phenotype TAMs in response to harsh tumor envir-
onmental stimulus during tumor progression (Chen et al,
2011; Noy et al., 2014), whereas the conversion from mature
M1 macrophage to another extreme of macrophage (M2
macrophage) requires certain stimulus and enough time
(Martinez & Gordon, 2014). Considering all above, primary
M1 macrophage as carrier shows superiority over regular
macrophage and cell line and will not cause any burden on
tumor tissues.

Poly(lactide-co-glycolide) (PLGA) is one of polymeric mate-
rials approved by the FDA, and it was generally used in drug
delivery systems due to controlled and sustained-release
properties, low toxicity, and biocompatibility. In our studies,
it was found the DOX-loaded PLGA nanoparticles (DOX@NPs)
instead of DOX was loaded into M1 macrophage, which
delayed the toxicity of DOX to M1 macrophage (Pang et al.,
2016). Hence, the combinational utilization of M1 macro-
phage and PLGA nanoparticle would be more effective drug
delivery system for tumor therapy.

Concerning all the above explorations, we hypothesized
that M1 incorporated DOX@NPs (M1-NPs) enabled thera-
peutic loading without impacting the tumor homing prop-
erty of cell carriers. It would maintain good stability and be
capable of actively accumulating in tumor after intravenous
injection. The released DOX and M1 macrophage would
induce cell apoptosis together, resulting in effective inhib-
ition of tumor growth.

In this study, M1-NPs were produced by loading
DOX@NPs into bone marrow-derived M1 macrophage. The
tumor targeting ability and therapeutic efficacy of M1-NPs
were compared with those of naked nanoparticles. The
results showed that primary M1 macrophages could lead to
favorable cellular interaction with tumor cells and facilitate
the penetration of NPs into tumor tissue in U87 gli-
oma model.

Materials and methods

Materials

The PLGA (LA: GA =75:25, MW: 12,000 Da) was kindly pro-
vided by Evonik (Hanau, Germany). Emprove exp poly(vinyl
alcohol) (PVA) 4-88 was given as a present from Merck
(Darmstadt, Germany). Doxorubicin hydrochloride (DOX-HCL)
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and daunorubicin were obtained from Melonapharma
(Dalian, China). Interferon-y (IFN-y), tumor necrosis factor
(TNF-o), and macrophage colony-stimulating factor (MCSF)
were purchased from Peprotech (Rocky Hill, NJ).
Lipopolysaccharide (LPS) was provided from Sigma (St. Louis,
MO). 1,1-Dioctadecyl-3,3,3’,3'-tetramethyl indotricarbocya-
nine iodide (DiR) and 1,1-dioctadecyl-3,3,3,3-tetramethylindo-
dicarbocyanine (DiD) were purchased from Caliper (Newton,
MA) and Thermo Fisher (Waltham, MA), respectively.
Coumarin 6 was obtained from Aladdin (Shanghai, China).
4,6-Diamidino-2-phenylindole (DAPI) was from Beyotime
(Haimen, China). All antibodies and fixation and permeabil-
ization buffer were purchased from eBioscience (Grand
Island, NY).

U87 cells and human umbilical vascular endothelial cells
(HUVECs) were obtained from Shanghai Institute of Cell
Biology. All cell culture reagents were purchased from
Corning, Inc. (Christiansburg, VA) except Gibco fetal
bovine serum.

BALB/c nude mice (female, 4-6 weeks, 20-22 g) were
obtained from Shanghai B&K Lab Animal Ltd and Shanghai
SLAC laboratory animal Co. Ltd (Shanghai, China), respect-
ively, and housed under SPF conditions with free access to
food and water. The animal experiment protocol was
approved by the Animal Experimentation Ethics Committee
of Fudan University.

Preparation of M1 macrophages and phenotype
identification

Bone marrow cells were collected by flushing the tibias and
femurs of BALB/c female mice 4-6 weeks of age and then
cultured for 7 days in Dulbecco’s modified Eagle medium
(DMEM) supplemented with 20 ng/mL MCSF. 500 ng/mL LPS
and 20 ng/mL IFN-y in fresh DMEM medium were added and
incubated for extra 48 h for cell differentiation. They were
finally washed three times with PBS and cultured in fresh
DMEM until use.

1 x 10° cells were, respectively, incubated with antibody
(anti-CD16/32 PE, anti-CD86 FITC) in 200 L cell staining buf-
fer for 30 min at 4 °C. Meanwhile, the same number of cells
was sequentially fixed in 100 pL fixation buffer, permeabi-
lized and incubated with anti-iNOS APC in permeabilization
buffer for 30 min at 4 °C. All the cell samples were washed
with PBS twice via centrifugation and tested by fluorescence-
activated cell sorter (FACS) at appropriate wavelength.

Distribution of M1 macrophages in orthotopic glioma
model mouse

The DiD-labeled M1 macrophages were acquired by incubat-
ing M1 macrophages with DiD dye for 0.5 h. The intracranial
U87 glioma-bearing mice model was established as previ-
ously described (Pang et al., 2016). Two weeks after inocula-
tion, the labeled M1 macrophages were intravenously
injected into mouse model. The distribution of M1 macro-
phages was tracked by in vivo imaging (IVIS Spectrum,
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Caliper, Newton, MA) at 644/665 nm (excitation/emis-

sion) wavelength.

Preparation and characterization of different
formulations

Preparation of DOX-loaded nanoparticles (DOX@NPs)

The DOX@NPs were prepared using emulsion solvent evapor-
ation method (Tewes et al., 2007). Briefly, 20 mg PLGA was
dissolved in ethyl acetate, and 100 pL of 10 mg/mL DOX-HCL
solution in PBS was followingly added into it. The single
emulsion was formed after sonication, to which 2 ml of 2%
PVA was added immediately followed by sonication in ice
bath to finally form double emulsion. It was dispersed into
2% PVA solution, stirred for 2 h, and evaporated for 30 min.
The particles were acquired and washed with by centrifuga-
tion. Due to DiR and coumarin 6 are water insoluble , their
particles preparation was referred to our previously reported
procedures (Pang et al., 2016), which was a little different
from that of DOX@NPs. Particle size, polydispersity index,
and zeta potential were measured using a dynamic light
scattering detector (Zetasizer, Nano ZS, Malvern, UK). The
drug loading capacity of DOX@NPs was calculated as follows:

Loading efficiency(%) =
(the drug feeding amount-the drug amount in supernatant)/
weight of lyophilized nanoparticles x 100%

Preparation of M1 incorporated DOX@NPs (DOX@M1-NPs)
DOX@M1-NPs were prepared by incubating M1 macrophages
with DOX@NPs in FBS-free DMEM. The cells were cultured in
24-well plates at 30,000 cells per mL and incubated with 5,
10, 20, and 30 ug/mL (DOX-equivalent) of nanoparticles at
37 °C for 4, 6, 8, and 10 h. At each time point, the cells were
collected and washed twice with PBS and tested using FACS.
The toxicity of DOX-NPs with different concentration (5, 10,
20, 30, and 45 pg/mL, DOX equivalent) on M1 macrophage
was tested using MTT assay.

In order to compare the uptake differences between M0 and
M1 macrophages, they were seeded, respectively, using the
same conditions as above and treated with 30 ng/mL DOX@NPs
for 8 h. The free or loosely bound nanoparticles were removed
by washing with PBS twice. Finally, the fluorescence intensity of
the collected cells was quantified with FACS.

Drug loading of DOX@M1-NPs

The total DOX amount loaded in M1 macrophages was
determined with HPLC (Shimadzu 1200, Kyoto, Japan). After
the M1-NPs were counted and ultrasonicated, 200 pL cell lys-
ate was added with 20 pL of 20 mg/mL daunorubicin (DAU)
as internal standard and subsequently extracted with 2 mL
chloroform/methanol (4:1, v/v) by vortex mixing for 2 min.
After centrifuged for 5 min at 10,000 rpm, the organic phase
of the mixture was collected and evaporated under nitrogen
blow. The residues were then dissolved in 100 pL of mobile

phase and centrifugated to collect supernatant for HPLC ana-
lysis. The concentration of the drug was assayed using C18
column (Agilent) at 230 nm wavelength over the concentra-
tion range of 0.5-10 pg/mL. The mobile phase was com-
posed of 0.01 M KH,PO4, methanol, and acetic acid
(40:60:0.4, v/v/v).

Morphology of DOX@NPs and DOX@M1-NPs

The morphology of DOX@NPs and M1-NPs was examined
with transmission electron microscope (Tecnai G2-20, FEI).
DOX@NPs were stained with 1% phosphotungstic acid and
observed. DOX@M1-NPs underwent pre- and post-fixation
and then were gradiently dehydrated in orderly ascending
concentration of alcohol and embedded in an epoxy-type
resin. The samples were then sectioned, contrasted with
heavy metal, and observed.

In vitro DOX release

DOX@M1-NPs were suspended in ultra-low attachment well
plates (Corning, Christiansburg, VA) with fresh 10% FBS con-
taining DMEM in 5 x 10°/mL/well. The cell samples were col-
lected and centrifuged at each time point (0, 4, 8, 12, 24,
and 48 h). Each time point has independent three samples.
The DOX amount in cell pellets and supernatant were,
respectively, determined with HPLC according to the method
in section ‘Drug loading of DOX@M1-NPs'. To visualize drug
release from M1-NPs, the DOX@M1-NPs were cultured in
glass cell dishes and observed under confocal microscopy at
0, 24 and 48 h.

In vitro migration

The tumor tropic ability of M1 or M1-NPs toward U87 tumor
cells in vitro was examined by transwell migration test
(Sadhukha et al, 2014; Fu et al., 2015). 10> M1 macrophages
loaded with DOX@NPs or not were suspended in 200 pL
serum-free medium and plated in the upper chamber of the
transwell. The lower compartment was filled with 600 pL of
conditioned serum-free medium, which was collected from
serum-free medium after culturing U87 cells for 48 h. After
incubated at 37 °C for 6 h, the cells remained at the upper
membrane surface were removed by cotton swab. For cell
visualization, the cells migrated to the lower membrane sur-
face were fixed in 4% paraformaldehyde and washed, stained
with DAPI (1 mg/mL) for 10 min and sufficiently washed
again, and then observed using fluorescence inverted micro-
scope (Leica DMI4000D, Wetzlar, Germany). The pictures were
captured with 10x objective lens. For the quantitative com-
parison of cell migration, the cells were detached from the
transwell membrane, sonicated and detected protein amount
using BCA Protein Assay Kit (Thermo Fisher, Waltham, MA).

In vitro transport across endothelium

Human umbilical vein endothelial cells (HUVECs) were plated
in the Millicell® insert (8 pm pore size) and U87 cells were



seeded into the bottom chamber. Transendothelial electrical
resistance (TEER) was detected with an epithelial volt-Om
(Millicell ERS, Millipore, Burlington, MA) to evaluate the integ-
rity of cell monolayer. HUVEC monolayers with TEER over
300 Q-cm? were used for further experiments. 20 ng/mL
TNF-o0 was followingly added and incubated for 24 h to
induce the overexpression of cell adhesion molecules (E-
selectin, VCAM-1, ICAM-1, and PECAM-1) in HUVEC mono-
layer (Jaczewska et al., 2014). The culture medium in each
apical chamber was then replaced by coumarin 6-loaded NPs
or M1-NPs in DMEM with 10% FBS, respectively. U87 cells
were collected after 12-h incubation, washed and detected
the fluorescence intensity by FACS.

In vivo imaging

In vivo imaging was performed in intracranial glioma-bearing
mice. Two weeks later, after inoculation, DiR-loaded NPs and
M1-NPs were prepared and intravenously administrated to
tumor-bearing mouse, respectively. At predetermined time
points, the whole-body fluorescence distribution was
acquired using in vivo imaging system (IVIS spectrum,
Caliper, Newton, MA), and the main organs were dissected
for ex vivo imaging 24 h post-injection.

In vitro cytotoxicity

Cytotoxicity potential of different DOX dosage was deter-
mined in U87 cells. U87 cells were seeded into 96-well plate
at a density of 3 x 10 cells/200 pL per well. After 24-h culti-
vation at 37 °C, the cells were treated with different concen-
tration of DOX, DOX@NPs, and DOX@M1-NPs. Exceptionally,
the direct M1-NPs treatment will interfere the tested results
due to the mixture of M1 and U87, different density of
M1-NPs was added on the top donor wells of a Transwell®
96-well plate, with the adherent tumor cells seeded in the
bottom chamber. The cytotoxicity was determined after 48-h
incubation by MTT assay.

In vivo anti-tumor efficacy

Median survival

In vivo anti-tumor efficacy was performed in intracranial gli-
oma-bearing mice (Pang et al, 2016). The mice were ran-
domly divided into five groups (n = 6) and administered
with saline, DOX, DOX@NPs, M1, and DOX@M1-NPs at a dose
of 2 mg/kg DOX at 9, 12, 15, and 18 days after inoculation,
respectively. Survival time was recorded every day and
Kaplan-Meier survival curves were plotted for each group.

Caspase-3 expression

Fifteen intracranial glioma-bearing mice were divided into
five groups randomly. Two days after the last administration,
three mice in each group were anesthetized and perfused
from heart with saline followed 4% paraformaldehyde. The
brains were collected, fixed with 4% paraformaldehyde over-
night, paraffin embedded, and sliced into 5-um thick
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sections. The brain sections were stained with anti-caspase-3
antibody and visualized under fluorescence microscopy.

Safety evaluation

The preparations of main organ sections were simultaneously
operated similarly with that described in the section
‘Caspase-3 expression’. They were stained using hematoxylin
and eosin (H&E) to evaluate the safety of different
formulations.

Statistical analysis

All statistical analysis was performed with GraphPad Prism 7.
Data were analyzed with one-way ANOVA test or Student’s t-
test. A value of p < .05 was considered statistically
significant.

Results
Macrophage phenotype and its tumor tropic capacity

The biomarkers of different macrophages were tested using
FACS, which can identify the phenotype of the cells after differ-
ent cytokines treatment. As shown in Figure 1(A), the cells with
only MCSF incubation overexpressed CD16/32, which is gener-
ally expressed on all kinds of macrophages, and therefore
these macrophages were defined as MO macrophage. The cells
additionally treated with LPS and IFN-y specifically expressed
CD86 and iNOS, which were considered as M1 macrophage
biomarker (Martinez & Gordon, 2014). Since DiD dye can firmly
insert into phospholipid bilayer membrane by hydrophobic
interaction, the biodistribution of M1 macrophages can be
reflected by tracing DiD signal. In vivo imaging displayed a
large number of DiD-labeled macrophages accumulated in the
brain tumor area 12 hours after injection (Figure 1(B)), indicat-
ing the natural tumor-tropic property of M1 macrophages.

Characterization of DOX@NPs and DOX@M1-NPs

DOX@NPs were observed to be spherical nanoparticles
(Figure 1(C)) with average size of 156.9 + 7.1 nm and the
drug loading (%) was 4.35%+0.56. M1-NPs were developed
by simply incubating M1 macrophages with DOX@NPs. The
presence of DOX in cytoplasm of M1 macrophages was iden-
tified by TEM (Figure 1(D)). By comparison, the nanoparticle
amount uptake by M1 macrophages was significantly higher
than that of MO macrophage (Figure 2(A)). It is likely due to
the fact that activated M1 macrophages have stronger cap-
acity to phagocytize more particles than unactivated MO
macrophage. Therefore, M1 macrophages were chosen as
effective drug vehicle with high payload for targeting delivery.
Although the cellular uptake of nanoparticles on M1 macro-
phages increased in concentration- and time-dependent man-
ner in eight hours, longer incubation time over eight hours
caused lower cell uptake (Figure 2(B)). DOX@NPs did not
show significant toxicity to M1 macrophages after 8-h incuba-
tion when the concentration reached 30 pg/mL (Figure 2(Q)).
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Figure 1. (A) M1 macrophages phenotype. Both MO and M1 stain positively for CD16/32. M1 macrophages specifically overexpressed CD86 and iNOS. (B) The distri-
bution of M1 macrophages in orthotopic glioma mouse 12 h after intravenous injection. Transmission electronic microscopy of DOX@NPs (C) and M1 macrophage-

loaded NPs (white arrow indicated NP) (D).
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Figure 2. (A) The comparison of uptake differences between MO0 and M1. **p < .01 by Student’s t-test. (B) The effect of particle concentration and incubation time
on M1 macrophages uptake. (C) Cytotoxic effect of different concentration DOX@NPs on M1 macrophages after 8 h of exposure (n=3).

However, when the concentration increased to 45 pg/mL, the
cell viability was decreased obviously to about 60%. Therefore,
M1 treated with nanoparticle dose of 30 ng/mL for 8 h was
used in future studies. With this incubation condition, the con-
tent of DOX loaded in M1 macrophages was determined to
be 34.0 + 2.3 pg/5 x 10° cells.

Release kinetics of DOX from M1-NPs

The release of DOX or DOX@NPs from M1 macrophages was
studied to elucidate the stability of M1-NPs in 10% FBS con-
taining DMEM. Persistent drug release could be visualized
under fluorescence microscopy at three different time points
(Figure 3(A)). The drug release and retention in M1

macrophages were, respectively, quantified using HPLC. The
drug amount released into medium and remained in M1
macrophages roughly reached 100%. Less than 40% drug
was released in first 12 h with 65% retention in the cells,
and about 73% of the drug was released in 48 h with 26%
leftover in M1 macrophages (Figure 3(B)). In conclusion, the
DOX@M1-NPs keep relatively stable in 10% FBS containing
DMEM, and the drug was sustainably released from it in
slowly way.

The behavior of DOX@NPs in M1 macrophages was
observed by labeling under confocal imaging. The particle
signal always existed in cytoplasm and colocalized with lyso-
some at all the predetermined time points, and no DOX sig-
nal was detected in cell nucleus (Figure 3(C)). The result



100 4 wem Drug in cells r 100

3

S 80 —a—Drug released L 80
& =
s <
0 k-]
%\ 60 + 60 §
3 9
= 40 40 B
2 2
& 20 20 5

o - 0

12 24
Time points (h)

48

DRUG DELIVERY 1927

24h

48h

72h

120h

Figure 3. In vivo release profile of DOX from DOX@M1-NPs. (A) Visual observation of DOX@M1-NPs under fluorescent microscopy at 0, 24, and 48h. (B)
Quantification of DOX released from M1 macrophages and remained in them. (C) Distribution of DOX@NPs in M1 macrophages at different time points. Blue color
showed cell nuclear staining with DAPI; green color represented lysosome, and red color indicated DOX, while yellow color stood for the colocalization of lysosome

and DOX.
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Figure 4. (A) Demonstration of M1 or M1-NPs migrates through transwell membrane pore toward U87 condition medium (left: negative control, M1 + DMEM with-
out FBS; middle: M1 + U87-CM; right: M1-NPs + U87-CM). (B) Quantification of the migrated M1 or M1-NPs (n =5). *p < .05 by one-way ANOVA test. (C) Schematic
illustration of in vitro endothelial barrier model. (D,E) U87 fluorescence intensity was tested by FACS (n=3). **p < .01 by Student’s t-test.

indicated DOX@NPs mainly located in lysosome after loading
into M1 macrophages. It was supposed that it will be grad-
ually released by exocytosis in exosome form.

The chemotaxis of M1-NPs toward U87
conditioned medium

The migration of free M1 and M1-NPs toward U87 condi-
tioned medium was compared using a 24-well transwell

system. As shown in Figure 4(AB), free M1 macrophages
migration toward the fresh serum-free DMEM was set as con-
trol. It was demonstrated that minimal migration was
observed in control group due to the lack of chemokines in
fresh DMEM. 13% of the M1 macrophages migrated to the
bottom compartment in 6 h when U87 conditioned medium
(U87-CM) was applied in the bottom chamber. In contrast,
only 8% of the M1-NPs moved across the transwell mem-
brane. Although particle loading statistically slowed down



1928 L. PANG ET AL.

the migration of M1 macrophages toward tumor, it was
clear that the tumor homing capacity of M1-NPs was
still promising.

Transmigration of M1-NPs across the endothelial
barrier model

The in vitro endothelial barrier model was established to
assess the transcytosis efficiency of particles under tumor
microenvironment (Figure 4(C)) (Penberthy et al., 1997; Wong
et al,, 2007; Parodi et al., 2013). The TEER gradually increased
and reached plateau around 12-14 days (around 500Q-cm?).
The addition of TNF-a induced the overexpression of cell
adhesion molecules in HUVEC monolayer, which can better
mimic the endothelial barrier under tumor environment
(Jaczewska et al., 2014). NPs and M1-NPs were added into
upper chamber, respectively, and incubated for 12 h. As
shown in Figure 4(D,E), the U87 uptake fluorescence intensity
in M1-NPs treatment is 1.6-fold higher than single NPs treat-
ment. Therefore, M1 as carrier significantly boosted the trans-
cytosis of nanoparticles across the endothelial barrier and
uptake by U87 in the bottom.
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In vivo tumor targeting

In vivo imaging experiments were performed to evaluate the
distribution of NPs and M1-NPs in nude mice bearing intra-
cranial U87 glioma. The accumulation of NPs in tumors was
limited, while M1-NPs exhibited significant superiority in gli-
oma targeting with high fluorescence intensity at all time
points (Figure 5(A,B)). The distribution of NPs and M1-NPs in
main organs was different: NPs mainly distributed in liver
and spleen, while M1-NPs entered into liver, spleen, and
lung. This is likely attributed to the size differences between
NPs and M1-NPs. M1-NPs in around 10 pm diameter easily
stuck in blood capillary enriched lung (Figure 5(C)). Ex vivo
brain imaging showed that weak fluorescence was observed
in the glioma of mice treated with free nanoparticles, but
significantly greater distribution of nanoparticle in the glioma
was detected when treated with M1-NPs (Figure 5(D)).

In vitro cytotoxicity

The cytotoxic potential of different DOX formulations was
determined in U87 cells. IC50 of free DOX- and DOX-loaded
nanoparticles was 0.695 and 0.639 pg/mL, respectively, while

48h

Low

Figure 5. The whole-body imaging after tail vein injection with DiR loading NPs and M1-NPs (A). Semi-quantitative ROl analysis of the average fluorescence inten-
sity in brain from the NPs and M1-NPs group (mean +SD, n = 3); *p < .05, **p < .01 by Student’s t-test (B). Ex vivo imaging of main organs (C) and brains (D) 24 h
post-injection.



M1-NPs displayed the strongest cytotoxicity among the
groups, whose IC50 value was only 0.311 pg/mL. This is likely
due to the tremendously enhanced cellular uptake. It is
speculated that DOX@NPs can be secreted from M1 in exo-
some form by exocytosis, which can easily fuse with tumor
cell membrane and enter into it (Zhang et al.,, 2017).

In vivo efficacy and safety evaluation

The anti-glioma effect was performed on orthotopic U87 gli-
oma-bearing mice model and survival evaluation was pre-
sented in a Kaplan-Meier plot. As depicted in Figure 6(A),
DOX@NPs, M1 treatment group all elicited slight extension in
life span over DOX and PBS control group, with their median
orderly being 26.5 days, 25 days, 21 days, and 21 days,
respectively. It was noteworthy that M1-NPs significantly pro-
longed mice survival with median survival 38.5 days (M1-NPs
vs. all other groups, p < .05).

Cell apoptosis of tumor tissues was evaluated based on
caspase-3 protein expression. Caspase-3, a frequently acti-
vated death protease, is crucial mediator of programmed cell
death (apoptosis), catalyzing the specific cleavage of many
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key cellular proteins (Kobayashi et al., 2007). Among all the
treatment groups, mice received DOX@M1-NPs displayed the
highest caspase-3 expression, traces of caspase-3 expression
were found in M1 macrophages and DOX@NPs group, and
no apoptosis signal was detected in control and DOX groups
(Figure 6(B)). These results indicated that DOX@M1-NPs
exhibited a significant improvement in anti-tumor activities.
It was known that DOX has serious adverse effects, espe-
cially lethal cardiotoxicity. To further evaluate whether these
formulations injured heart and their distributed organs, the
tissue sections were H&E-stained. As shown in Figure 6(C),
myocardial hypertrophy was predominately observed in free
DOX treatment, and there was no injury found in other
organs among all these formulations including M1-NPs.

Discussion

Cell-mediated drug delivery system offers several advantages
over other systems, which include long circulation, specific
tropism to diseased tissues, sustained drug release, and lim-
ited immunogenicity (Anselmo & Mitragotri, 2014; Pang et al.,
2016). The early attempt was to synthesize ligand-modified
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Figure 6. In vivo anti-cancer effect after five different formulations on orthotoplc us7 gl|oma—bear|ng mouse. (A) KapIan—Meier analysis of survival (n=6). (B) The
expression of caspase-3 protein in brain tumor. Nucleus was labeled DAPI (blue); caspase-3 was stained by anti-caspase-3 antibody (brown). (C) H&E sections of
main organs from U87 glioma-bearing mice.



1930 L. PANG ET AL.

liposomes, which were captured by neutrophils in circulation
after injection; then, the liposomes were indirectly transported
into the site of lesion in stroke model (Qin et al., 2007; Zhang
et al,, 2017). Later, biomimetic drug system was constructed
by directly loading DOX into mouse macrophage cell line
RAW264.7. It was certified that it was a potential drug delivery
system for targeted cancer therapy. However, the P-glycopro-
tein expressed in RAW264 provided the driving force to pump
drug molecule outside, which caused drug release during cir-
culation in advance. In addition, the direct contact between
DOX and macrophage increased cell volume due to cytotox-
icity, which further compromised the tumor tropism capability
(Fu et al., 2015). It was hypothesized that using nanoparticle
instead of free drug can overcome these problems. On the
one hand, it would avoid the efflux effect of P-glycoprotein;
on the other hand, it can delay the toxicity of drug to cell car-
rier by blocking the direct contact between cell carrier and
drug. Therefore, DOX-loaded PLGA nanoparticles were
adopted to load into M1 macrophage in our studies. In order
to make the best use of cell as carrier, it was expected that
the cell carrier would be conferred more functions. M1 macro-
phages itself were reported to suppress tumor growth and
stimulate body immune response via secreted inflammatory
cytokines, such as IL-12 and TNF-a (Solinas et al, 2009;
Martinez & Gordon, 2014). Hence, M1 macrophage as carrier
not only delivered drug into tumor sites, but also inhibit
tumor growth. Furthermore, it was found in our studies the
phagocytic capability of MO macrophage was so limited that it
is difficult to meet therapy needs, while M1 macrophages as
activated macrophage can uptake particles threefold higher
than that of MO macrophages, which can satisfy thera-
peutic dosage.

In our studies, primary M1 macrophages were acquired by
collecting bone marrow cells and cultivating in conditioned
medium for several days. DOX@NPs were loaded into M1
macrophages by in vitro incubation, and optimized M1-NPs
based on cellular uptake evaluation were determined aimed
at achieving the maximum particle loading. The DOX@NPs in
M1 macrophage were primarily visualized in lysosome with-
out particle signal in nucleus, while free DOX entered into
nucleus after incubation with macrophage. Thus, particle
loading protected M1 macrophage from damage. The DOX
in M1 macrophages was gradually and slowly released in
10% FBS containing DMEM. The number of M1-NPs moving
toward U87 conditional medium in the bottom chamber
decreased a little compared with free M1 macrophages in
first 6 hours, and it indicated that more payload in macro-
phage would slow down motor ability of macrophage, which
makes the behavior of tumor chemotaxis lag behind single
M1 cell. This is likely due to the decreased flexibility of M1
macrophages after particle loading, which renders the cell to
not pass through membrane pores easily. Despite that, the
tumor homing capacity still maintained promising tumor
tropism capability. The biggest barrier limited drug delivery
for glioma treatment is how to pass through endothelial bar-
rier into tumor (Barua & Mitragotri, 2014; Kreuter 2014).
When tumor occurs, the cell adhesion molecules on the vas-
cular endothelial cells are overexpressed due to inflammation

environment, which facilitate the initial process of macro-
phage rolling, firm attachment to endothelium, and transmi-
gration (Sutton et al., 2014; Vestweber 2015). DOX@M1-NPs
could efficiently transverse endothelial barrier and infiltrate
into glioma via cell adhesion molecule interaction, while lim-
ited DOX@NPs were delivered into tumor tissue due to
blood-brain barrier, blood-tumor barrier, and high interstitial
pressure in tumor. Hence, M1 as carrier could overcome
these barriers and result in a precise and high glioma reten-
tion. The drug release kinetics of M1-NPs decided their in
vivo efficacy once it infiltrated into tumor tissues, and tumor
inflammation environment accelerated drug release by exo-
cytosis (Klyachko et al., 2014; Pang et al., 2016). Besides, the
direct contact between M1 and target cell also facilitates
drug transfer from macrophage into target tumor cell (Haney
et al, 2012; Tao et al., 2013). In vivo anti-tumor efficiency
and safety evaluation were implemented in mice bearing
intracranial U87 glioma cells. Compared to all other groups,
M1-NPs exhibited longer survival time, highest caspase-3
expression. M1-NPs reduced the cardiotoxicity of DOX and
did not cause damage to their distributed organs. Taking
these together, M1-NPs could serve as an efficient and safe
formulation for glioma therapy.

Conclusions

We here established and optimized drug delivery system
mediated by M1 macrophages to deliver DOX@NPs for gli-
oma therapy. This system remained relatively stable in FBS
containing medium and sustained released DOX. It was dem-
onstrated that the ability of migration and infiltration of
M1-NPs into tumor tissues were efficient. Furthermore, it dis-
played good in vivo anti-tumor activity with prolonged sur-
vival time and increased caspase-3 protein expression. These
promising facts suggested M1-NPs provide a valuable candi-
date for various anti-cancer agents in fields of drug deliv-
ery system.

Disclosure statement

No potential conflict of interest was reported by the authors.

Funding

We are thankful for financial support from the National Basic Research
Program of China [No. 2013CB 932500], the National Natural Science
Foundation of China [No. 81361140344], the Development Project of
Shanghai Peak Disciplines - Integrated Medicine [No. 20150407], and
School of Pharmacy, Fudan University.

References

Anselmo AC, Mitragotri S. (2014). Cell-mediated delivery of nanoparticles:
taking advantage of circulatory cells to target nanoparticles. J Control
Release 190:531-41.

Barua S, Mitragotri S. (2014). Challenges associated with penetration of
nanoparticles across cell and tissue barriers: a review of current status
and future prospects. Nano Today 9:223-43.



Brynskikh AM, Zhao Y, Mosley RL. (2010). Macrophage delivery of thera-
peutic nanozymes in a murine model of Parkinson's disease.
Nanomedicine 5:379-396.

Cheema TA, Fecci PE, Ning J, et al. (2014). Immunovirotherapy for the
treatment of glioblastoma. Oncoimmunology 3:27218.

Chen Y, Liu L. (2012). Modern methods for delivery of drugs across the
blood-brain barrier. Adv Drug Deliv Rev 64:640-65.

Dizon DS, Krilov L, Cohen E. (2016). Clinical Cancer Advances 2016:
annual report on progress against cancer from the American Society
of Clinical Oncology. JCO 34:987-1011.

Fleige G, Nolte C, Synowitz M, et al. (2001). Magnetic labeling of acti-
vated microglia in experimental gliomas. Neoplasia 3:489-99.

Floyd JA, Galperin A, Ratner BD. (2015). Drug encapsulated polymeric
microspheres for intracranial tumor therapy: a review of the literature.
Adv Drug Deliv Rev 91:23-37.

Fu J, Wang D, Mei D, et al. (2015). Macrophage mediated biomimetic
delivery system for the treatment of lung metastasis of breast cancer.
J Control Release 204:11-9.

Ge Z, Liu S. (2013). Functional block copolymer assemblies responsive
to tumor and intracellular microenvironments for site-specific drug
delivery and enhanced imaging performance. Chem Soc Rev
42:7289-325.

Haney MJ, Suresh P, Zhao Y, et al. (2012). Blood-borne macrophage-
neural cell interactions hitchhike endosome networks for cell-based
nanozyme brain delivery. Nanomedicine 7:815-33.

Jaczewska J, Abdulreda MH, Yau CY, et al. (2014). TNF-o and IFN-y pro-
mote lymphocyte adhesion to endothelial junctional regions facilitat-
ing transendothelial migration. J Leukoc Biol 95:265-74.

Jinushi M, Komohara Y. (2015). Tumor-associated macrophages as an
emerging target against tumors: creating a new path from bench to
bedside. Biochim Biophys Acta 1855:123-30.

Juratli TA, Schackert G, Krex D. (2013). Current status of local therapy in
malignant gliomas-a clinical review of three selected approaches.
Pharmacol Ther 139:341-58.

Kelly PM, Davison RS, Bliss E, et al. (1988). Macrophages in human breast
disease: a quantitative immunohistochemical study. Br J Cancer
57:174-7.

Klyachko NL, Haney MJ, Zhao Y, et al. (2014). Macrophages offer a para-
digm switch for CNS delivery of therapeutic proteins. Nanomedicine
(Lond) 9:1403-22.

Kobayashi T, Masumoto J, Tada T, et al. (2007). Prognostic significance of
the immunohistochemical staining of cleaved caspase-3, an activated
form of caspase-3, in gliomas. Clin Cancer Res 13:3868-74.

Kreuter J. (2014). Drug delivery to the central nervous system by poly-
meric nanoparticles: what do we know? Adv Drug Deliv Rev 71:2-14.

Kroner A, Greenhalgh AD, Zarruk JG, et al. (2014). TNF and increased
intracellular iron alter macrophage polarization to a detrimental M1
phenotype in the injured spinal cord. Neuron 83:1098-1116.

Lasek W, Zagozdzon R. (2017). Interleukin 12: Antitumor Activity and
Immunotherapeutic Potential in Oncology. Anticancer research 3 :373.

Martinez FO, Gordon S. (2014). The M1 and M2 paradigm of macrophage
activation: time for reassessment. F1000prime Rep 6:13.

Noy R, Pollard JW. (2014). Tumor-associated macrophages: from mecha-
nisms to therapy. Immunity 41:49-61.

Owen JL, Mohamadzadeh M. (2013). Macrophages and chemokines as
mediators of angiogenesis. Front Physiol 4:159.

DRUG DELIVERY 1931

Pang L, Qin J, Han L, et al. (2016). Exploiting macrophages as targeted
carrier to guide nanoparticles into glioma. Oncotarget 7:37081-91.
Papa S, Ferrari R, Paola MD, et al. (2014). Polymeric nanoparticle system
to target activated microglia/macrophages in spinal cord injury. J

Controlled Release 174:15-26.

Parodi A, Quattrocchi N, Ven ALVD, et al. (2013). Biomimetic functionali-
zation with leukocyte membranes imparts cell like functions to syn-
thetic particles. Nature Nanotech 8:61-8.

Pei Y, Yeo Y. (2015). Drug delivery to macrophages: Challenges and
opportuniies. Journal of Controlled Release Official Journal of the
Controlled Release Society 240: 202-211.

Penberthy TW, lJiang Y, Graves DT. (1997). Leukocyte adhesion mole-
cules. Crit Rev Oral Biol Med 8:380-8.

Peng Z, Fang S, Liu S, et al. (2016). Anti-PEG antibodies in the clinic: cur-
rent issues and beyond PEGylation. J Control Release 244:184-93.

Qian BZ, Pollard JW. (2010). Macrophage diversity enhances tumor pro-
gressio and metastasis. Cell 141:39-51.

Qin J, Chen D, Hu H, et al. (2007). Body distribution of RGD-mediated
liposome in brain-targeting drug delivery. Yakugaku Zasshi
127:1497-501.

Ryu JH, Koo H, Sun IC, et al. (2012). Tumor-targeting multi-functional
nanoparticles for theragnosis: new paradigm for cancer therapy. Adv
Drug Deliv Rev 64:1447-58.

Sadhukha T, O'Brien TD, Prabha S. (2014). Nano-engineered mesenchy-
mal stem cells as targeted therapeutic carriers. J Control Release
196:243-51.

Sawawejksza K, Kandeferszerszen M. (2017). Tumor-Associated
Macrophages as Target for Antitumor Therapy. Arch Immunol Ther
Exp 66:97-111.

Shiraishi K, Hamano M, Ma H, et al. (2013). Hydrophobic blocks of PEG-
conjugates play a significant role in the accelerated blood clearance
(ABC) phenomenon. J Control Release 165:183-90.

Solinas G, Germano G, Mantovani A, et al. (2009). Tumor-associated mac-
rophages (TAM) as major players of the cancer-related inflammation.
J Leukoc Biol 86:1065-73.

Sutton NR, Baek A, Pinsky DJ. (2014). Endothelial cells and inflammation.
Encyclopedia Med Immunol 367:381.

Tao Y, Ning M, Dou H. (2013). A novel therapeutic system for malignant
glioma: nanoformulation, pharmacokinetic, and anticancer properties
of cell-nano-drug delivery. Nanomedicine 9:222-32.

Tewes F, Munnier E, Antoon B, et al. (2007). Comparative study of doxo-
rubicin-loaded poly(lactide-co-glycolide) nanoparticles prepared by
single and double emulsion methods. Eur J Pharm Biopharm
66:488-92.

Verhoef JJF, Carpenter JF, Anchordoquy TJ, et al. (2014). Potential induc-
tion of anti-PEG antibodies and complement activation toward
PEGylated therapeutics. Drug Discov Today 19:1945-52.

Vestweber D. (2015). How leukocytes cross the vascular endothelium.
Nat Rev Immunol 15:692-704.

Wong D, Prameya R, Dorovini-Zis K. (2007). Adhesion and migration of
polymorphonuclear leukocytes across human brain microvessel endo-
thelial cells are differentially regulated by endothelial cell adhesion
molecules and modulate monolayer permeability. J Neuroimmunol
184:136-48.

Zhang C, Ling C-l, Pang L, et al. (2017). Direct macromolecular drug
delivery to cerebral ischemia area using neutrophil-mediated nano-
particles. Theranostics 7:3260-75.



	Abstract
	Introduction
	Materials and methods
	Materials
	Preparation of M1 macrophages and phenotype identification
	Distribution of M1 macrophages in orthotopic glioma model mouse
	Preparation and characterization of different formulations
	Preparation of DOX-loaded nanoparticles (DOX@NPs)
	Preparation of M1 incorporated DOX@NPs (DOX@M1-NPs)
	Drug loading of DOX@M1-NPs
	Morphology of DOX@NPs and DOX@M1-NPs

	In vitro DOX release
	In vitro migration
	In vitro transport across endothelium
	In vivo imaging
	In vitro cytotoxicity
	In vivo anti-tumor efficacy
	Median survival
	Caspase-3 expression
	Safety evaluation

	Statistical analysis

	Results
	Macrophage phenotype and its tumor tropic capacity
	Characterization of DOX@NPs and DOX@M1-NPs
	Release kinetics of DOX from M1-NPs
	The chemotaxis of M1-NPs toward U87 conditioned medium
	Transmigration of M1-NPs across the endothelial barrier model
	In vivo tumor targeting
	In vitro cytotoxicity
	In vivo efficacy and safety evaluation

	Discussion
	Conclusions
	Disclosure statement
	References



<<
	/CompressObjects /Tags
	/ParseDSCCommentsForDocInfo true
	/CreateJobTicket false
	/PDFX1aCheck false
	/ColorImageMinResolution 150
	/GrayImageResolution 150
	/DoThumbnails false
	/ColorConversionStrategy /sRGB
	/GrayImageFilter /DCTEncode
	/EmbedAllFonts true
	/CalRGBProfile (sRGB IEC61966-2.1)
	/MonoImageMinResolutionPolicy /OK
	/AllowPSXObjects true
	/LockDistillerParams true
	/ImageMemory 1048576
	/DownsampleMonoImages true
	/ColorSettingsFile (None)
	/PassThroughJPEGImages false
	/AutoRotatePages /All
	/Optimize true
	/ParseDSCComments true
	/MonoImageDepth -1
	/AntiAliasGrayImages false
	/JPEG2000ColorImageDict <<
		/TileHeight 256
		/Quality 15
		/TileWidth 256
	>>
	/GrayImageMinResolutionPolicy /OK
	/ConvertImagesToIndexed true
	/MaxSubsetPct 100
	/Binding /Left
	/PreserveDICMYKValues false
	/GrayImageMinDownsampleDepth 2
	/MonoImageMinResolution 600
	/sRGBProfile (sRGB IEC61966-2.1)
	/AntiAliasColorImages false
	/GrayImageDepth -1
	/PreserveFlatness true
	/CompressPages true
	/GrayImageMinResolution 150
	/CalCMYKProfile (U.S. Web Coated \050SWOP\051 v2)
	/PDFXBleedBoxToTrimBoxOffset [
		0.0
		0.0
		0.0
		0.0
	]
	/AutoFilterGrayImages true
	/EncodeColorImages true
	/AlwaysEmbed [
	]
	/EndPage -1
	/DownsampleColorImages true
	/ASCII85EncodePages false
	/PreserveEPSInfo false
	/PDFXTrimBoxToMediaBoxOffset [
		0.0
		0.0
		0.0
		0.0
	]
	/CompatibilityLevel 1.6
	/MonoImageResolution 600
	/NeverEmbed [
	]
	/CannotEmbedFontPolicy /Warning
	/PreserveOPIComments false
	/AutoPositionEPSFiles true
	/JPEG2000GrayACSImageDict <<
		/TileHeight 256
		/Quality 15
		/TileWidth 256
	>>
	/PDFXOutputIntentProfile ()
	/EmbedJobOptions true
	/JPEG2000ColorACSImageDict <<
		/TileHeight 256
		/Quality 15
		/TileWidth 256
	>>
	/MonoImageDownsampleType /Bicubic
	/DetectBlends true
	/EmitDSCWarnings false
	/ColorImageDownsampleType /Bicubic
	/EncodeGrayImages true
	/AutoFilterColorImages true
	/DownsampleGrayImages true
	/GrayImageDict <<
		/HSamples [
			1.0
			1.0
			1.0
			1.0
		]
		/QFactor 0.4
		/VSamples [
			1.0
			1.0
			1.0
			1.0
		]
	>>
	/AntiAliasMonoImages false
	/GrayImageAutoFilterStrategy /JPEG
	/GrayACSImageDict <<
		/HSamples [
			1.0
			1.0
			1.0
			1.0
		]
		/QFactor 0.4
		/VSamples [
			1.0
			1.0
			1.0
			1.0
		]
	>>
	/ColorImageAutoFilterStrategy /JPEG
	/ColorImageMinResolutionPolicy /OK
	/ColorImageResolution 150
	/PDFXRegistryName ()
	/MonoImageFilter /CCITTFaxEncode
	/CalGrayProfile (Gray Gamma 2.2)
	/ColorImageMinDownsampleDepth 1
	/PDFXTrapped /False
	/DetectCurves 0.1
	/ColorImageDepth -1
	/JPEG2000GrayImageDict <<
		/TileHeight 256
		/Quality 15
		/TileWidth 256
	>>
	/TransferFunctionInfo /Preserve
	/ColorImageFilter /DCTEncode
	/PDFX3Check false
	/ParseICCProfilesInComments true
	/DSCReportingLevel 0
	/ColorACSImageDict <<
		/HSamples [
			1.0
			1.0
			1.0
			1.0
		]
		/QFactor 0.4
		/VSamples [
			1.0
			1.0
			1.0
			1.0
		]
	>>
	/PDFXOutputConditionIdentifier ()
	/PDFXCompliantPDFOnly false
	/AllowTransparency false
	/UsePrologue false
	/PreserveCopyPage true
	/StartPage 1
	/MonoImageDownsampleThreshold 1.5
	/GrayImageDownsampleThreshold 1.5
	/CheckCompliance [
		/None
	]
	/CreateJDFFile false
	/PDFXSetBleedBoxToMediaBox true
	/EmbedOpenType false
	/OPM 1
	/PreserveOverprintSettings true
	/UCRandBGInfo /Remove
	/ColorImageDownsampleThreshold 1.5
	/MonoImageDict <<
		/K -1
	>>
	/GrayImageDownsampleType /Bicubic
	/Description <<
		/ENU (Use these settings to create Adobe PDF documents suitable for reliable viewing and printing of business documents.  Created PDF documents can be opened with Acrobat and Adobe Reader 5.0 and later.)
		/PTB <>
		/FRA <>
		/KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020be44c988b2c8c2a40020bb38c11cb97c0020c548c815c801c73cb85c0020bcf4ace00020c778c1c4d558b2940020b3700020ac00c7a50020c801d569d55c002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
		/NLD (Gebruik deze instellingen om Adobe PDF-documenten te maken waarmee zakelijke documenten betrouwbaar kunnen worden weergegeven en afgedrukt. De gemaakte PDF-documenten kunnen worden geopend met Acrobat en Adobe Reader 5.0 en hoger.)
		/NOR <>
		/DEU <>
		/SVE <>
		/ITA (Utilizzare queste impostazioni per creare documenti Adobe PDF adatti per visualizzare e stampare documenti aziendali in modo affidabile. I documenti PDF creati possono essere aperti con Acrobat e Adobe Reader 5.0 e versioni successive.)
		/DAN <>
		/JPN <>
		/CHS <FEFF4f7f75288fd94e9b8bbe5b9a521b5efa7684002000410064006f006200650020005000440046002065876863900275284e8e55464e1a65876863768467e5770b548c62535370300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c676562535f00521b5efa768400200050004400460020658768633002>
		/SUO <>
		/CHT <FEFF4f7f752890194e9b8a2d7f6e5efa7acb7684002000410064006f006200650020005000440046002065874ef69069752865bc666e901a554652d965874ef6768467e5770b548c52175370300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c4f86958b555f5df25efa7acb76840020005000440046002065874ef63002>
		/ESP <>
	>>
	/CropMonoImages true
	/DefaultRenderingIntent /Default
	/PreserveHalftoneInfo false
	/ColorImageDict <<
		/HSamples [
			1.0
			1.0
			1.0
			1.0
		]
		/QFactor 0.4
		/VSamples [
			1.0
			1.0
			1.0
			1.0
		]
	>>
	/CropGrayImages true
	/PDFXOutputCondition ()
	/SubsetFonts true
	/EncodeMonoImages true
	/CropColorImages true
	/PDFXNoTrimBoxError true
>>
setdistillerparams
<<
	/PageSize [
		612.0
		792.0
	]
	/HWResolution [
		600
		600
	]
>>
setpagedevice


