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Abstract

Background: Three-dimensional (3D) hydrogel-based stem cell therapies contribute to enhanced therapeutic efficacy
in treating diseases, and determining the optimal mechanical strength of the hydrogel in vivo is important for therapeutic
success. We evaluated the proliferation of human neural stem cells incorporated within in situ-forming hydrogels and
compared the effect of hydrogels with different elastic properties in cell/hydrogel-xenografted mice.

Methods: The gelatin-polyethylene glycol-tyramine (GPT) hydrogel was fabricated through enzyme-mediated
cross-linking reaction using horseradish peroxidase (HRP) and hydrogen peroxide (H2O2).

Results: The F3-effluc encapsulated within a soft 1,800 pascal (Pa) hydrogel and stiff 5,800 Pa hydrogel proliferated
vigorously in a 24-well plate until day 8. In vitro and in vivo kinetics of luciferase activity showed a slow time-to-peak
after D-luciferin administration in the stiff hydrogel. When in vivo proliferation of F3-effluc was observed up to day 21 in
both the hydrogel group and cell-only group, F3-effluc within the soft hydrogel proliferated more vigorously, compared
to the cells within the stiff hydrogel. Ki-67-specific immunostaining revealed highly proliferative F3-effluc with
compactly distributed cell population inside the 1,800 Pa or 5,800 Pa hydrogel.

Conclusions: We examined the in vivo effectiveness of different elastic types of hydrogels encapsulating viable
neural stem cells by successfully monitoring the proliferation of implanted stem cells incorporated within a 3D
hydrogel scaffold.
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Background
Rapid advances in stem cell-based therapy have opened
up the possibility of stem cell use to reconstitute injured
tissues for the functional improvement in the clinic. Par-
ticularly, neural stem cells, capable of being differenti-
ated into functional neurons, could become a good cell
source for the treatment of neurodegenerative diseases
[1-4]. In spite of this progress, studies concerning stem
cell therapy have shown poor survival rates for the im-
planted stem cells, owing to the necrotic environment of
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the injured and inflamed tissues. This remains a critical
limitation for successful cell therapy. To overcome this
challenge, a variety of biomaterials such as microfiber-
type or gel-type scaffolds have been developed to support
survival and proliferation of implanted stem cells [5-11].
Among the many scaffolds currently available, hydrogels,

capable of imbibing large amounts of water and possessing
suitable physicochemical properties, are known to exhibit
the best biocompatibility and biodegradability in vivo. The
hydrogel materials can be fabricated by various chemical
and physical reactions, and their physiochemical proper-
ties, such as gelation, mechanical properties, and degrad-
ation time, could be easily controlled [12,13]. In addition,
the hydrogels can encapsulate therapeutic drugs and cells
for the treatment of targeted diseases as they are formed
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in mild physiological conditions. These characteristics
facilitated the use of hydrogels in therapeutic cell implants
or as therapeutic delivery vehicles [14-16]. Hydrogels,
which are cross-linked hydrophilic polymers, can serve as
a bio-artificial niche not only for promoting survival of the
implanted cells, but also for protection of the cells from
the damaged tissue environment in vivo, by providing
mechanical framework and three-dimensional super-
porous structures. The matrix hydrogel elasticity could
be adjusted to match the stiffness of real tissues (brain:
0.1 to 1 kilopascal [kPa]; muscle: 8 to 17 kPa; collage-
nous bone: >34 kPa) and optimized to induce specific
cell fates from the implanted mesenchymal stem cells
[17-19]. Furthermore, studies have shown that hydrogel-
encapsulated cells were functionally effective in several
disease models [11,20,21]. Despite this effectiveness of
the biomimetic hydrogel, the characteristics of different
in vivo hydrogels are not understood for their real in vivo
behavior of hydrogel-encapsulated cells. An in vivo im-
aging technique that tracks the survival of implanted stem
cells within the hydrogel will help evaluate the in vivo
efficacy of different hydrogel matrix types.
The gelatin-polyethylene glycol-tyramine (GPT) hydrogel,

recently developed in our group, is an in situ cross-linkable
hydrogel that exhibits rapid gel formation induced by the
cross-linking reaction of horseradish peroxidase (HRP) with
hydrogen peroxide (H2O2) [22]. This enzyme-mediated
type of hydrogel possesses significant advantages of
excellent biocompatibility and controllable mechanical
strength. In addition, because this hydrogel is compat-
ible with an injection system that can easily be applied
in vivo, with minimal surgical invasiveness, it has the
potential for use in tissue engineering-based regenera-
tive therapy [22,23].
Bioluminescence light is emitted from the catalytic

reaction of luciferase enzyme with its substrate, and
in vivo administration of D-luciferin can be used to gen-
erate bioluminescence in implanted luciferase-expressing
stem cells encapsulated within the hydrogel in small an-
imals. The permeability of D-luciferin within the hydro-
gel may differ according to its mechanical strength.
Therefore, examining the in vivo kinetics of the lucifer-
ase activity in the living mouse bearing the hydrogel-
encapsulated stem cells after D-luciferin administration
is necessary to acquire the optimal bioluminescence sig-
nal in implanted stem cells within hydrogels of different
elasticity.
In this study, we investigated the survival and prolifer-

ation of injectable hydrogel-encapsulated stem cells by
non-invasively monitoring human neural stem cells car-
rying the highly sensitive luciferase gene. Based on this
in vivo imaging strategy, cell survival and proliferation in
soft and stiff hydrogels were evaluated in nude mice with
analysis of in vivo kinetics of the luciferase substrate.
Methods
Synthesis of GPT conjugate
In our previous report, the GPT hydrogel was developed
as an injectable material with excellent biocompatibility
and bioactivity for tissue regeneration and drug delivery
[22]. The GPT conjugate was synthesized by coupling tyr-
amine (TA)-conjugated polyethylene glycol (PNC-PEG-TA)
and gelatin. Briefly, the hydroxyl groups of polyethylene gly-
col (PEG) reacted with p-nitrophenyl chloroformate (PNC)
to activate the terminal groups (PNC-PEG-PNC), and then
the PNC-PEG-PNC reacted with TA and gelatin to give the
GPT polymer. The chemical structure and degree of substi-
tution (DS) of TA were characterized by 1H NMR and UV
measurements (1H NMR (D2O): δ 4.8 (m, the proton
of anomeric carbon of gelatin), δ 0.8 to 4.6 (m, alkyl
proton of gelatin), δ 3.5 to 3.8 (m, -CH2-CH2 of PEG
ethylene), and δ 6.8 and 7.1 (m, aromatic protons of
TA)). The TA content in the polymer was determined by
UV-vis spectroscopy measurements at a wavelength of
275 nm. Utilizing a tyramine standard curve, we found
that the TA content in the GPT conjugate was 110 μmol/g
of GPT polymer. Gelatin (type A from porcine skin, >300
Bloom), PEG (MW 4,000), HRP (250 to 330 units/mg
solid), aqueous hydrogen peroxide (H2O2; 30% [w/w]),
4-dimethylamino pyridine (DMAP), and PNC were pur-
chased from Sigma-Aldrich (St. Louis, MO, USA). TA
was obtained from Acros Organics (Geel, Belgium).
Triethylamine (TEA) was supplied by Kanto Chemical
Corp. (Tokyo, Japan). Aluminum oxide (Al2O3) was pur-
chased from Strem Chemicals (Newburyport, MA, USA).
Other chemical reagents and solvents were used without
further purification.

Preparation of the hydrogels and measurement of the
elastic modulus (G′)
The GPT hydrogels (200 μL) were prepared through
enzyme-mediated reaction using HRP and H2O2. One-
hundred microliters of GPT polymer solution (3% w/w)
dissolved in HRP stock solution and another 100 μL dis-
solved in H2O2 solution (0.0038% to 0.0075% w/w) were
mixed to form the hydrogels. All solutions were dissolved
in 0.01 M phosphate-buffered saline (PBS; pH 7.4).
The elastic modulus (G′) was measured with an Ad-
vanced Rheometer GEM-150-050 (Bohlin Instruments,
East Brunswick, NJ, USA) using the parallel plate (20-mm
diameter) configuration at 37°C in oscillatory mode. The
GPT polymer was dissolved both in HRP solution
(0.0005 mg/mL of stock solution) and in solutions con-
taining different concentrations of H2O2 (0.0038% to
0.0075% w/w of stock solution). Two-hundred micro-
liter polymer solutions containing HRP and H2O2 were
rapidly mixed on the bottom plate of the instrument,
and the upper plate was immediately lowered down to
a measuring gap size of 1 mm. A frequency of 0.1 Hz
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(single frequency) and a strain of 0.1% (strain control)
were applied for the analysis to maintain a linear visco-
elastic response.

Cell culture and effluc virus infection
Use of fetal brain tissue collected for research was
approved by the Clinical Research Screening Committee
and the Internal Review Board (IRB) of the University of
British Columbia (for preparation of an immortalized
human neural stem cell line used in the present study).
V-myc oncogene-harbored F3 human neural stem cell
lines derived from 15-week-old fetal telencephalon peri-
ventricular layers [24,25] were maintained in Dulbecco's
modified Eagle's medium (DMEM, Invitrogen, Grand
Island, NY, USA) supplemented with 10% (v/v) fetal bo-
vine serum (Invitrogen, Grand Island, NY, USA) with 10
U/mL penicillin and 10 μg/mL streptomycin (Invitrogen,
Grand Island, NY, USA) in a humidified incubator at 37°C.
For in vivo visualization of grafted stem cells, F3 cells

were genetically engineered using a retroviral vector
(kindly provided by Dr. Brian Rabinovich of MD Anderson
Cancer Center). The backbone of the retroviral MSCV
DNA vector contains the enhanced firefly luciferase coding
gene (effluc; modified by the codon optimization tech-
nique) and Thy1.1 (CD90.1), which is linked with IRES
(internal ribosome entry site) and regulated by the cyto-
megalovirus (CMV) promoter in the 5′-LTR (long ter-
minal repeat) region. For retrovirus production, the viral
polyproteins (gag, pol, and env) were transfected into
293FT packaging cells. The F3 cells were infected with the
harvested viral supernatant in the presence of 10 mM
polybrene to prevent electrostatic repulsion between the
virus and cell membrane. F3 cells transfected with the en-
hanced firefly luciferase gene (F3-effluc) were separated by
magnetic-activated cell sorting (MACS) (Miltenyi Biotec
Ltd., Bisley, Surrey, UK) using monoclonal anti-CD90.1
microbeads. The purity of magnetically separated CD90.1+
F3-effluc cells was examined by fluorescence-activated cell
sorting (FACS) analysis (BD Immunocytometry System,
Becton Dickinson, Franklin Lakes, NJ, USA) using the
monoclonal antibody anti-CD90.1 conjugated to fluor-
escein isothiocyanate (FITC).

In vitro bioluminescence assay
After F3-effluc cells were mixed with hydrogels possessing
matrix strengths of 1,800 Pa (GPT 1.8 K) or 5,800 Pa
(GPT 5.8 K), the firefly luciferase activity was measured
in a 96-well plate (n = 3). In vivo D-luciferin (0.1 mL at
3 μg/μL) was directly treated into the cell/hydrogel mixture.
Simultaneous treatment of each group with D-luciferin was
carried out using a multipipette. The luciferase intensity
was measured using a microplate luminometer (TR717,
Applied Biosystems, Carlsbad, CA, USA) with an integra-
tion time of 20 s. The kinetics of the luciferase activity
after D-luciferin administration was examined in vitro
using a microplate luminometer for a period of 95 min
with 5-min intervals between measurements.

In vivo bioluminescence imaging in cell/hydrogel-bearing
nude mice
Mice were maintained without unnecessary pain or dis-
tress, and 8-week-old male BALB/c nude mice were used
for the in vivo hydrogel study. All animals were housed
under specific pathogen-free animal conditions and han-
dled in accordance with the ethical and biosafety guide-
lines. This protocol was approved by the Institutional
Animal Care and Use Committee (IACUC NO. 09-0087)
of Seoul National University Hospital. In our pilot study,
we injected two types of GPT hydrogels (1.8 and 5.8
kPa) to confirm their in vivo durability in the subcutane-
ous region. Injected GPT hydrogels (1.8 kPa) degraded
completely within 1 week, whereas GPT hydrogels (5.8
kPa) remained intact (data not shown). We prepared
5 × 105 F3-effluc cells as pellets in centrifugation at
1,500 rpm for 5 min, which were then mixed with GPT
solution containing HRP. A dual hydrogel injection sys-
tem with two separate syringes filled with HRP (25 μg/
mL) dissolved in GPT solution A or in H2O2 (8 μg/mL)
dissolved in GPT solution B was used for in situ formation
of the cell-hydrogel complex. A 1-mL syringe was filled
with the mixture of F3-effluc cells and GPT solution A
(+HRP), and the other was filled with the F3-effluc/GPT
solution B (+H2O2) mixture. After each GPT solution was
filtered using a 200-nm pore-size syringe filter, they were
added into the dual injection syringe, and using a 26-
gauge needle, they were subcutaneously loaded into the
thigh of the nude mice.
To acquire the bioluminescence images, the mice (n = 3)

were anesthetized with 2% isoflurane at low rates of O2 gas
flow (1 L/min) via a nose cone after initial exposure inside
an induction chamber. For in vivo bioluminescence
imaging, D-luciferin was administered via intraperitoneal
injection at a dosage of 150 mg/kg. The bioluminescence
images were acquired using an IVIS-100 equipped with a
highly sensitive CCD camera (Caliper Life Sciences, Hop-
kinton, MA, USA). Bioluminescence light emission was
measured and integrated over 5 min. Region of interest
(ROI) signal intensity was measured in each representative
area and expressed as photon · s−1 · cm−2 · steradian−1.
IVIS-100 bioluminescence image parameter mode for
binning and f/stop was set up using values of 2 and 1,
respectively.

Immunohistochemistry analysis to investigate the in vivo
characteristics of implanted hydrogel-encapsulated
F3-effluc cells
Each sample resected from the cell-only, GPT 1.8 K, and
GPT 5.8 K groups was sectioned (8-μm-thick sections).
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Fixed tissues were prepared using 4% formaldehyde at
room temperature for 20 min and were washed twice
for 10 min using PBS. To perform each step of the
blocking and permeabilization procedure simultaneously,
the mixture of 20% normal goat serum (NGS) and 0.5%
Triton X-100 in 0.01 M PBS was added to each slice for
20 min. The permeabilized samples were incubated with
primary antibodies specific for Tuj1 (Cell Signaling,
Danvers, MA, USA) and Ki-67 (Abcam, MA, USA) over-
night at 4°C. After each sample was rinsed three times
using 0.01 M PBS for 5 min, they were incubated with
fluorescence-labeled (Alexa Flour) secondary antibodies
for 60 min. The slices were mounted on cover slips with
an aqueous mounting medium supplemented with
4′,6-diamidino-2-phenylindole dihydrochloride (DAPI)
(Vector Laboratories Inc., Burlingame, CA, USA).

Statistical analysis
Data are shown as means ± standard error of the mean
(SEM) and were calculated using Student's t test. Statis-
tical significance was accepted at P values of less than 0.1.

Results
In situ cross-linkable GPT hydrogels and their mechanical
strength
The GPT hydrogels were formed via an enzyme-triggered
coupling reaction using HRP and H2O2. Figure 1a shows
the enzyme-mediated hydrogel formation of GPT conju-
gates. The phenol molecules of the GPT graft copolymer
are conjugated to each other via the carbon-carbon bond
at the ortho positions or via a carbon-oxygen bond be-
tween the carbon at the ortho position and the phenoxy
oxygen, by an enzyme-triggered oxidative reaction.
The measurement of elastic modulus (G′) of GPT

hydrogels in a time-controlled oscillatory mode with
different H2O2 concentrations revealed higher G′ values
(5,800 Pa) of the GPT hydrogels with higher H2O2 con-
centration (0.00075% w/w) because H2O2 plays as a cross-
linker in the enzyme-triggered cross-linking system. When
two different solutions (solution A contains HRP and so-
lution B contains H2O2) were rapidly mixed together with
a ratio of 1:1, the reaction mixture started to form GPT
hydrogel. Hereafter, we called the hydrogel with 1,800 Pa
(GPT 1.8 K) the soft hydrogel and that with 5,800 Pa
(GPT 5.8 K) the stiff hydrogel.

Morphological difference of F3-effluc cells in the soft and
the stiff GPT hydrogels
We used the F3-effluc cells that expressed stably the en-
hanced firefly luciferase (effluc) gene. F3-effluc cells showed
more than 85% purity, measured by MACS using
anti-CD90.1 microbeads [26]. After the same number
of F3-effluc cell was mixed with the soft GPT 1.8 K
or the stiff GPT 5.8 K, initial (day 0) phase contrast
images showed a distinct boundary of hardening hydrogel
matrix containing an evenly distributed F3-effluc cells. F3-
effluc cells incorporated within the three-dimensional
(3D) GPT 1.8 K were found to have a round shape on day
0 and continuously proliferated until day 2 (Figure 2a).
After day 4, the F3-effluc cells proliferated vigorously in
24-well plates, showing a neurosphere-like feature. The
F3-effluc cells in the stiff GPT 5.8 K group showed a rela-
tively lower cell growth rate than those in the soft GPT
1.8 K group (Figure 2b). F3-effluc cells proliferated con-
tinuously until day 8 in the stiff GPT 5.8 K as well as in
the soft GPT 1.8 K.

In vitro luciferase-based evaluation of cell growth rate in
the soft and the stiff hydrogels
We compared the proliferation rates of F3-effluc cells
within the soft GPT 1.8 K and the stiff GPT 5.8 K over
time by examining the luciferase activities of each cell/
hydrogel group. All the groups (cell-only, cell/GPT 1.8 K
complex, and cell/GPT 5.8 K complex) showed gradually
increasing proliferation rate until day 8 (Figure 3). How-
ever, the luciferase signals for the cell/hydrogel groups
were lower than those for the cell-only group at all time
points. To investigate whether the hydrogel matrix influ-
ences penetration of D-luciferin, the in vitro kinetics of
luciferase activity after D-luciferin administration was
examined in the soft GPT 1.8 K and the stiff GPT 5.8 K.
The F3-effluc cells reached a plateau 15 min after D-
luciferin addition in the cell-only group, and the F3-
effluc cells in the soft hydrogel time-to-peak extended to
25 min and the cells in the stiff GPT 5.8 K extended to
30 min (Additional file 1: Figure S1). D-Luciferin pene-
tration took more time to reach the cells in vitro.

In vivo bioluminescence kinetics of F3-effluc cells within
the soft and the stiff hydrogels in the mouse xenograph
model
The in vivo characteristics of F3-effluc cells incorporated
within the soft and the stiff hydrogels were examined on
the implanted xenograft in nude mice using a dual injec-
tion syringe. A dual hydrogel injection system is com-
posed of two separate syringes. One syringe contains
HRP dissolved in GPT solution, and the other syringe
contains H2O2 in GPT solution. F3-effluc cells were
loaded in the HRP-containing GPT solution, and then
the cells prepared in the dual hydrogel injector were im-
planted into the thigh of a nude mouse (Additional file 2:
Figure S2). The luciferase signals increased in the cell-only
and the F3-effluc/hydrogel complex implanted groups
until 21 days, showing higher proliferation of F3-effluc
cells within the soft GPT 1.8 K than within the stiff GPT
5.8 K or in the cell-only condition (Figure 4a). Cell growth
rate was about 1.8-fold higher in the F3-effluc/GPT 1.8 K
group than in the F3-effluc/GPT 5.8 K group.



Figure 1 Scheme of the in situ formation of gelatin-polyethylene glycol-tyramine (GPT) hydrogel. (a) The in situ formation of GPT
hydrogels occurred via an enzyme-mediated reaction using horseradish peroxidase (HRP) and H2O2 in an aqueous solution. (b) Elastic modulus
(G′) of the GPT hydrogels (3% w/w) was measured with different H2O2 concentrations (0.0038% to 0.0075% w/w).
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When we examined in vivo kinetics of luciferase activity
after D-luciferin administration, on day 0, the F3-effluc
cells in the cell-only condition showed the fastest time-to-
peak for luciferase signal by reaching a plateau at about
30 min. However, the time-to-peak in F3-effluc in the soft
GPT 1.8 K group was extended to 50 min, and the time-
to-peak in F3-effluc in the stiff GPT 5.8 K group was
slower (at 70 min) (Figure 4b).
Interestingly, the activity became very similar among

the three groups on day 8, showing times-to-peak of ap-
proximately 15 min for all groups (Figure 4b). On day 0,
extraction of the cell/hydrogel complex after several hours
of operation revealed the transparent cell/hydrogel com-
plex. It became opaque and pinkish due to proliferated
F3-effluc cells on day 8 (Figure 4c, left panel). Time-to-
peak was shortest in the cell-only group, and that of the
soft GPT 1.8 K group was shorter than that of the stiff
GPT 5.8 K group on day 0. But on days 8 and 21, they did
not show any difference (Figure 4c, right panel).

Immunohistochemistry of the extracted
F3-effluc/hydrogel complex
On day 21, after the bioluminescence imaging, the cell/
hydrogel complex was surgically resected from both thighs



Figure 2 Three-dimensional culture of human neural stem cells, F3-effluc, within the soft and stiff GPT hydrogels. (a) In the bottom of
the 24-well plate, 20 μL of cell/hydrogel was added (1:1 ratio of solutions A and B). The cell proliferation pattern of F3-effluc cells was compared
in the soft 1,800 Pa hydrogel (GPT 1.8 K) and the stiff 5,800 Pa hydrogel (GPT 5.8 K). F3-effluc cells proliferated inside GPT 1.8 K over time, and cells
started to migrate out from hydrogel mixture on day 4. Neurosphere-like stem cell clusters were also found on day 4. Scale bar = 10 μm. The
arrow represents boundary between the bottom of the well plate and cell/hydrogel mixture. (b) In contrast, F3-effluc cells in the stiff GPT 5.8 K
proliferated up to 8 day with lower degree than in the soft GPT 1.8 K. Scale bar = 10 μm.
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of the nude mice. Hematoxylin and eosin (H&E) staining
cells were compactly distributed in the cell-only group
(Figure 5a). In contrast, colonized cell population was ob-
served in the F3-effluc in the soft GPT 1.8 K and F3-effluc
in the stiff GPT 5.8 K sections. In the immunostaining of
each section using Tuj-1 (early neuronal marker) and Ki-
67 (proliferative marker) specific antibody, Ki-67 was weak
in the cell-only sections and was high in F3-effluc cells
within the soft GPT 1.8 K and the stiff GPT 5.8 K hydro-
gels. No Tuj-1-positive cells were observed in sections of
any group (Figure 5b).
Discussion
High-water-content hydrogels with favorable biocom-
patibility have presented many benefits for various bio-
medical applications such as drug delivery and stem cell
therapy [27-34]. Being highly permeable to oxygen, nu-
trients, and metabolites, hydrogels can be used as artifi-
cial niches for paracrine signaling between cells and the
extracellular matrix. In particular, three-dimensional
hydrogels play an important role as scaffolds, supporting
grafted stem cells and minimizing local inflammation
and immunogenic reactions in tissue engineering and



Figure 3 In vitro luciferase activity versus time in F3-effluc cells
incorporated within the soft and stiff hydrogels. The same
number of F3-effluc cells within GPT 1.8 K and GPT 5.8 K was seeded
into the six-well plates. The two hydrogel groups and the cell-only
group were compared, and in all three groups, cell density increased
continuously up to day 8. *P value <0.1.
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regenerative medicine [35-37]. In terms of therapeutics,
the use of hydrogels may help grafted stem cells make
long-term retention in the injured area by preventing
grafted stem cells from uncontrollable migration to the
stem cell niche microenvironment.
In this study, gelatin-based biocompatible hydrogels

were used whose elasticity can be controlled by varying
the concentrations of the cross-linking reagent, and the
ability of grafted stem cell proliferation within different
types of hydrogels was evaluated in vivo as well as
in vitro. We focused mainly on the in vivo behavior of
neural stem cells encapsulated with the soft GPT 1.8 K
condition. For the future goal of neural stem cell-based
therapy in the brain, elasticity of less than 1 kPa, which
is similar to that of the intact brain tissue, would have
been ideal. However, hydrogels of less than 1 kPa de-
graded rapidly and was found to be unsuitable for cell
culture due to low cross-linking density in culture con-
ditions. Therefore, we chose the GPT 1.8 K that sustains
without degradation in culture conditions and possess
slightly harder properties than the brain tissue (0.1 to
1 kPa) and then compared its performance to the
stiff GPT 5.8 K [17-19].
In our results, the bright-field microscopy data showed

that cell growth rate of F3-effluc cells incorporated
within the soft GPT 1.8 K was higher than that of the
cells within the stiff GPT 5.8 K. Adherent F3-effluc cells
in 3D culture condition began to migrate out from the
hydrogel boundary around 4 days after mixing the cells
with the hydrogel of both types. We also observed
neurosphere-like features for F3-effluc cells inside the
soft GPT 1.8 K with dense, compact cell clusters at
4 days. These were not observed in the GPT 5.8 K at
4 days, which demonstrated that the soft hydrogel envir-
onment might have been more suitable for in vitro cell
proliferation (Figure 2a,b). We found that luciferase
signals were lower in the hydrogel groups than in the
cell-only group and the luciferase activity in the cells in
the stiff GPT 5.8 K was lower than that in the soft GPT
1.8 K in the same conditions. We speculate that D-lucif-
erin is less able to penetrate the compact and stiff
hydrogel according due to the elastic properties in vitro.
Considering that the in vivo condition is more adverse
for the D-luciferin to penetrate the cell/hydrogel com-
plex, we investigated the in vivo kinetics luciferase activ-
ity after D-luciferin administration and found that the
cell-only group showed more rapidly increasing lucifer-
ase activity on day 0, compared with both hydrogel
groups. These results support our idea that the presence
of hydrogel makes D-luciferin reach the cells inside
more slowly. We suspect that the stiff GPT 5.8 K is less
permeable to the D-luciferin substrate. On day 0, time-
to-peak was the longest in the stiff GPT 5.8 K in vivo.
However, on day 8 and day 21, degradation of the im-
planted hydrogel associated with proliferating F3-effluc
cells induced similar kinetics of luciferase activity in
both types of hydrogel scaffolds in that D-luciferin pene-
tration was not different between the soft and the stiff
hydrogels even though experimental scale error bar was
high on day 0, possibly owing to initial injection tech-
niques or injection depth (Figure 4b,c).
Although the aforementioned in vivo D-luciferin kinetic

study showed a similar time-to-peak value between the
soft and stiff hydrogels on day 21, we observed the higher
proliferation of F3-effluc cells within the soft GPT 1.8 K,
demonstrating that the soft microenvironment (1.8 K Pa)
that is similar to the mechanical strength of the intact
brain is more suitable for neural stem cell growth com-
pared to the stiff environment (Figure 4a). Since the soft
GPT 1.8 K has higher water content and low cross-linking
density, in vivo degradation would have been more rapid
than in the stiff GPT 5.8 K and factors such as nutrients
and hormones would have better chance to reach the cells.
Our in vivo molecular imaging technique enabled us

to monitor survival and proliferation of grafted cells
paired with biomaterials such as poly-L-lactic acid (PLLA)
in a non-invasive manner in living subjects [38]. This
study was also the case with cell/hydrogel complexes
implanted to the nude mice. Image-based studies in the
tissue engineering field easily provide essential informa-
tion about how many scaffold-encapsulated cells were
implanted at the beginning and how long the implanted
cells could sustain within the scaffold in vivo. In particu-
lar, for cell-based therapies, such methodologies can be
used as a means to determine the optimal cell number
to be implanted.



Figure 4 (See legend on next page.)
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Figure 5 Immunostaining results from F3-effluc cells encapsulated within the hydrogel matrix. (a) Hematoxylin and eosin staining on day
21 showed a homogenous distribution in the cell-only group (left upper panel). A small quantity of the host cells was infiltrated into each hydrogel
(upper middle and right panel). A partially colonized cell mass (lower two panels) in the hydrogel was found in the soft GPT 1.8 K and the stiff
GPT 5.8 K groups. (b) Each section acquired from the resected cell mass was stained using different antibodies. The proliferated F3-effluc cells
from all groups did not show any Tuj1 (early neuronal marker) expression. In contrast, implanted cells within the hydrogels were highly stained
(red color) with the proliferative marker, Ki-67, compared to the cell-only group. The nucleus was counterstained with DAPI (blue color).

(See figure on previous page.)
Figure 4 In vivo bioluminescence imaging of implanted F3-effluc within hydrogel possessing different elasticities in nude mice. (a) A
dual injection syringe containing 1 × 106 F3-effluc cells with HRP and H2O2 solution was used to produce a rapid gel reaction in in vivo
environment. The bioluminescence images were acquired at different time points (0, 8, and 21 days) using an IVIS-100 imaging device (n = 3). Cell
growth in the soft GPT 1.8 K was greater compared with both the cell-only and the stiff GPT 5.8 K groups. *P value <0.1 (b) In vivo kinetics of luciferase
activity was conducted after D-luciferin administration in cell/hydrogel-injected nude mice. Bioluminescence signals were serially measured for 90 min
at intervals of 5 min in the same mice. (c) The transparent hydrogel containing F3-effluc cells was resected from the thigh of mouse on day 0.
The cell/hydrogel complex became pinkish with a large cell mass that proliferated within the complex on day 8. The initial time-to-peak on day
0 was different between the cell-only group and the soft and the stiff hydrogel groups. However, on day 8 and after, times-to-peak became
similar for the three groups.
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The in vivo optical imaging to examine the cell/hydro-
gel implantation has been reported by several groups,
who assessed the effectiveness of bioluminescence tech-
niques by monitoring viable stem cells within the hydro-
gel in vivo [39,40]. In this study, studies for evaluating
critical parameters such as the mechanical strength of
hydrogel were easily conducted in vivo by molecular optical
imaging techniques. We could determine which hydrogel
was more appropriate for more cells to survive and prolif-
erate in the cell/hydrogel implants.
Surface-functionalized hydrogels, such as the RGD-

cross-linked hydrogel, were introduced to enhance cell
proliferation [40-42]. The grafted stem cells distrib-
uted inside MMP-sensitive peptide-modified hydrogels
exhibited enhanced expression of early cardiac cell-
related transcription factor and induced cardiopro-
genitor differentiation [41]. RGD-modified hydrogel
mimicking the in vivo extracellular matrix structure
was applied to an animal model, showing functional
improvement in spinal cord injury [42]. Taking these
examples into consideration, hydrogel could be one of
the most attractive biomaterials in terms of biocom-
patibility and biodegradability. However, so as to
maximize the cell survival in vivo, we need to choose
the appropriate hydrogel among the wide variety avail-
able. Thus, the determination of the optimal elasticity
for a hydrogel is of great importance, and biolumines-
cence in vivo imaging was the study of choice in this
investigation. The in vivo characteristics of biomimetic
hydrogels of different elasticities could easily be evalu-
ated by in vivo molecular imaging. Using this invaluable
information from in vivo molecular imaging, hydrogel-
based cell implantation therapy will eventually enhance
the efficacy of regenerative therapy.
Conclusions
This work establishes the efficacy of in vivo monitoring
of the viability of implanted neural stem cells, incorpo-
rated within different types of bioactive hydrogel. It
was found that the neural stem cells within GPT 1.8 K
(soft gel type) showed a higher proliferation rate than
those in GPT 5.8 K (stiff gel type), in subcutaneously
injected mice. From kinetic studies using a luciferase-
based optical imaging technique, different biolumines-
cence signal dynamics were found for the GPT 1.8 K
and GPT 5.8 K, both in vitro and in vivo. Our results
provide useful information to determine the desired
hydrogel elasticity or the optimal optical imaging con-
ditions for hydrogel-encapsulated implanted cells. The
developed methodology, based on in vivo imaging, will
help to enhance the therapeutic efficacy of stem cell
therapy by providing essential information for the treat-
ment of neurological disease.
Additional files

Additional file 1: Figure S1. In vitro kinetic analysis of luciferase
activity after d-luciferin administration. The luciferase activity was
measured for 95 min at intervals of 5 min in F3-effluc cell-only, the soft
GPT 1.8 K/cell, and the stiff GPT 5.8 K/cell groups. The overall luciferase
intensity curve over time was a little different for the three cell groups.

Additional file 2: Figure S2. A dual hydrogel injection system was
adopted to implant the cell/hydrogel complex. Two separate syringes in
the dual hydrogel injector contain HRP dissolved in GPT solution and
H2O2 in GPT solution, respectively. Cells were loaded in the GPT solution
containing HRP. A dual hydrogel injector containing cells was implanted
into the thigh of a mouse.

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

Authors' contributions
DH, KP, HS, and YJ performed the experiments including optical imaging.
HO, SO, HY, SL, and YJ participated in data analysis. HL and SK provided
reagents and materials. KP and DL conceived and designed the experiments
and contributed in the drafting of the manuscript. All authors read and
approved the final manuscript.

Acknowledgements
This work was supported by the Basic Science Research Program through
the National Research Foundation of Korea (NRF) funded by the Ministry of
Education, Science and Technology (2012R1A1A2008799), and a grant of the
Korean Health Technology R&D Project, Ministry of Health & Welfare,
Republic of Korea (HI13C1299), and a grant of the Korea Health Technology
R&D Project through the Korea Health Industry Development Institute
(KHIDI), funded by the Ministry of Health & Welfare, Republic of Korea
(grant number: HI14C1277).

Author details
1Department of Nuclear Medicine, Seoul National University College of
Medicine, 28 Yongon-Dong, Jongno-Gu, Seoul 110-744, Republic of Korea.
2Molecular Medicine and Biopharmaceutical Science, Graduate School of
Convergence Science and Technology, and College of Medicine or College
of Pharmacy, Seoul National University, Seoul, Republic of Korea.
3Department of Molecular Science and Technology, Ajou University,
5 Woncheon, YeongtongSuwon 443-749, Republic of Korea. 4Cancer
Research Institute, Seoul National University College of Medicine, Seoul,
Republic of Korea. 5Cancer Imaging Center, Seoul National University Cancer
Hospital, Seoul, Republic of Korea. 6Medical Research Institute, Chung-Ang
University College of Medicine, Seoul, Republic of Korea. 7Division of
Neurology, Department of Medicine, University of British Columbia,
Vancouver, BC, Canada.

Received: 25 August 2014 Accepted: 30 October 2014

References
1. De Feo D, Merlini A, Laterza C, Martino G: Neural stem cell transplantation

in central nervous system disorders: from cell replacement to
neuroprotection. Curr Opin Neurol 2012, 25:322–333.

2. Lescaudron L, Boyer C, Bonnamain V, Fink KD, Lévêque X, Rossignol J,
Nerrière-Daguin V, Malouet AC, Lelan F, Dey ND, Michel-Monigadon D, Lu
M, Neveu I, von Hörsten S, Naveilhan P, Dunbar GL: Assessing the potential
clinical utility of transplantations of neural and mesenchymal stem cells
for treating neurodegenerative diseases. Methods Mol Biol 2012,
879:147–164.

3. Einstein O, Ben-Hur T: The changing face of neural stem cell therapy in
neurologic diseases. Arch Neurol 2008, 65:452–456.

4. Imitola J: Prospects for neural stem cell-based therapies for neurological
diseases. Neurotherapeutics 2007, 4:701–714.

5. Wang Y, Wei YT, Zu ZH, Ju RK, Guo MY, Wang XM, Xu QY, Cui FZ:
Combination of hyaluronic acid hydrogel scaffold and PLGA
microspheres for supporting survival of neural stem cells. Pharm Res
2011, 28:1406–1414.

http://www.ejnmmires.com/content/supplementary/s13550-014-0061-3-s1.tiff
http://www.ejnmmires.com/content/supplementary/s13550-014-0061-3-s2.tiff


Hwang et al. EJNMMI Research 2014, 4:61 Page 11 of 11
http://www.ejnmmires.com/content/4/1/61
6. Zong C, Xue D, Yuan W, Wang W, Shen D, Tong X, Shi D, Liu L, Zheng Q,
Gao C, Wang J: Reconstruction of rat calvarial defects with human
mesenchymal stem cells and osteoblast-like cells in poly-lactic-co-glycolic
acid scaffolds. Eur Cell Mater 2010, 20:109–120.

7. Park KI, Teng YD, Snyder EY: The injured brain interacts reciprocally with
neural stem cells supported by scaffolds to reconstitute lost tissue.
Nat Biotechnol 2002, 20:1111–1117.

8. Jabbarzadeh E, Starnes T, Khan YM, Jiang T, Wirtel AJ, Deng M, Lv Q, Nair LS,
Doty SB, Laurencin CT: Induction of angiogenesis in tissue-engineered
scaffolds designed for bone repair: a combined gene therapy-cell
transplantation approach. Proc Natl Acad Sci U S A 2008, 105:11099–11104.

9. Ghaedi M, Soleimani M, Shabani I, Duan Y, Lotfi AS: Hepatic differentiation
from human mesenchymal stem cells on a novel nanofiber scaffold.
Cell Mol Biol Lett 2012, 17:89–106.

10. Ravichandran R, Venugopal JR, Sundarrajan S, Mukherjee S, Ramakrishna S:
Precipitation of nanohydroxyapatite on PLLA/PBLG/Collagen nanofibrous
structures for the differentiation of adipose derived stem cells to
osteogenic lineage. Biomaterials 2012, 33:846–855.

11. Gao J, Liu R, Wu J, Liu Z, Li J, Zhou J, Hao T, Wang Y, Du Z, Duan C, Wang
C: The use of chitosan based hydrogel for enhancing the therapeutic
benefits of adipose-derived MSCs for acute kidney injury. Biomaterials
2012, 33:3673–3681.

12. Nicodemus GD, Bryant SJ: Cell encapsulation in biodegradable hydrogels
for tissue engineering applications. Tissue Eng Part B Rev 2008, 14:149–165.

13. Lau TT, Wang DA: Bioresponsive hydrogel scaffolding systems for 3D
constructions in tissue engineering and regenerative medicine.
Nanomedicine (Lond) 2013, 8:655–668.

14. Hinton TM, Monaghan P, Green D, Kooijmans SA, Shi S, Breheney K, Tizard M,
Nicolazzo JA, Zelikin AN, Wark K: Biodistribution of polymer hydrogel
capsules for the delivery of therapeutics. Acta Biomater 2012, 8:3251–3260.

15. Elia R, Newhide DR, Pedevillano PD, Reiss GR, Firpo MA, Hsu EW, Kaplan DL,
Prestwich GD, Peattie RA: Silk-hyaluronan-based composite hydrogels: a
novel, securable vehicle for drug delivery. J Biomater Appl 2013, 27:749–762.

16. Altunbas A, Lee SJ, Rajasekaran SA, Schneider JP, Pochan DJ: Encapsulation
of curcumin in self-assembling peptide hydrogels as injectable drug
delivery vehicles. Biomaterials 2011, 32:5906–5914.

17. Engler AJ, Sen S, Sweeney HL, Discher DE: Matrix elasticity directs stem
cell lineage specification. Cell 2006, 126:677–689.

18. Huang G, Wang L, Wang S, Han Y, Wu J, Zhang Q, Xu F, Lu TJ: Engineering
three-dimensional cell mechanical microenvironment with hydrogels.
Biofabrication 2012, 4:042001–042012.

19. Swift J, Ivanovska IL, Buxboim A, Harada T, Dingal PC, Pinter J, Pajerowski JD,
Spinler KR, Shin JW, Tewari M, Rehfeldt F, Speicher DW, Discher DE:
Nuclear lamin-A scales with tissue stiffness and enhances
matrix-directed differentiation. Science 2013, 341(6149):1240104.
doi:10.1126/science.1240104.

20. Ballios BG, Cooke MJ, van der Kooy D, Shoichet MS: A hydrogel-based stem
cell delivery system to treat retinal degenerative diseases. Biomaterials
2010, 31:2555–2564.

21. Zhong J, Chan A, Morad L, Kornblum HI, Fan G, Carmichael ST: Hydrogel
matrix to support stem cell survival after brain transplantation in stroke.
Neurorehabil Neural Repair 2010, 24:636–644.

22. Park KM, Ko KS, Joung YK, Shin HS, Park KD: In situ cross-linkable gelatin–poly
(ethylene glycol)–tyramine hydrogel via enzyme-mediated reaction for
tissue regenerative medicine. J Mater Chem 2011, 21:13180–13187.

23. Li Z, Wang F, Roy S, Sen CK, Guan J: Injectable, highly flexible, and
thermosensitive hydrogels capable of delivering superoxide dismutase.
Biomacromolecules 2009, 10:3306–3316.

24. Lee HJ, Kim KS, Kim EJ, Choi HB, Lee KH, Park IH, Ko Y, Jeong SW, Kim SU:
Brain transplantation of human neural stem cells promotes functional
recovery in mouse intracerebral hemorrhage stroke model. Stem Cells
2007, 25:211–224.

25. Kim SU, Nagai A, Nakagawa E, Choi HB, Bang JH, Lee HJ, Lee MA, Lee YB,
Park IH: Production and characterization of immortal human neural stem
cell line with multipotent differentiation property. Methods Mol Biol 2008,
438:103–121.

26. Im HJ, Hwang do W, Lee HK, Jang J, Lee S, Youn H, Jin Y, Kim SU, Kim EE,
Kim YS, Lee DS: In vivo visualization and monitoring of viable neural
stem cells using noninvasive bioluminescence imaging in the
6-hydroxydopamine-induced mouse model of Parkinson disease.
Mol Imaging 2013, 12:224–234.
27. Gong C, Qi T, Wei X, Qu Y, Wu Q, Luo F, Qian Z: Thermosensitive
polymeric hydrogels as drug delivery systems. Curr Med Chem 2013,
20:79–94.

28. Wang YC, Wu J, Li Y, Du JZ, Yuan YY, Wang J: Engineering nanoscopic
hydrogels via photo-crosslinking salt-induced polymer assembly for
targeted drug delivery. Chem Commun 2010, 46:3520–3522.

29. Liu Z, Wang H, Wang Y, Lin Q, Yao A, Cao F, Li D, Zhou J, Duan C, Du Z,
Wang Y, Wang C: The influence of chitosan hydrogel on stem cell
engraftment, survival and homing in the ischemic myocardial
microenvironment. Biomaterials 2012, 33:3093–3106.

30. Huang J, Wang S, Wei C, Xu Y, Wang Y, Jin J, Teng G: In vivo differentiation
of adipose-derived stem cells in an injectable poloxamer-octapeptide
hybrid hydrogel. Tissue Cell 2011, 43:344–349.

31. Liao HT, Chen CT, Chen JP: Osteogenic differentiation and ectopic bone
formation of canine bone marrow-derived mesenchymal stem cells in
injectable thermo-responsive polymer hydrogel. Tissue Eng Part C Methods
2011, 17:1139–1149.

32. Bakota EL, Wang Y, Danesh FR, Hartgerink JD: Injectable multidomain
peptide nanofiber hydrogel as a delivery agent for stem cell secretome.
Biomacromolecules 2011, 12:1651–1657.

33. Chung HJ, Park TG: Self-assembled and nanostructured hydrogels for
drug delivery and tissue engineering. Nanotoday 2009, 4:429–437.

34. Ko DY, Shinde UP, Yeon B: Recent progress of in-situ formed gels for
biomedical applications, progress in polymer. Science 2013, 38:672–701.

35. Lozoya OA, Wauthier E, Turner RA, Barbier C, Prestwich GD, Guilak F,
Superfine R, Lubkin SR, Reid LM: Regulation of hepatic stem/progenitor
phenotype by microenvironment stiffness in hydrogel models of the
human liver stem cell niche. Biomaterials 2011, 32:7389–7402.

36. Kim IL, Mauck RL, Burdick JA: Hydrogel design for cartilage tissue
engineering: a case study with hyaluronic acid. Biomaterials 2011,
32:8771–8782.

37. Rathna GV: Gelatin hydrogels: enhanced biocompatibility, drug release
and cell viability. J Mater Sci Mater Med 2008, 19:2351–2358.

38. Hwang do W, Jang SJ, Kim YH, Kim HJ, Shim IK, Jeong JM, Chung JK, Lee
MC, Lee SJ, Kim SU, Kim S, Lee DS: Real-time in vivo monitoring of viable
stem cells implanted on biocompatible scaffolds. Eur J Nucl Med Mol Imaging
2008, 35:1887–1898.

39. Logeart-Avramoglou D, Oudina K, Bourguignon M, Delpierre L, Nicola MA,
Bensidhoum M, Arnaud E, Petite H: In vitro and in vivo bioluminescent
quantification of viable stem cells in engineered constructs. Tissue Eng
Part C Methods 2010, 16:447–458.

40. Dégano IR, Vilalta M, Bagó JR, Matthies AM, Hubbell JA, Dimitriou H, Bianco
P, Rubio N, Blanco J: Bioluminescence imaging of calvarial bone repair
using bone marrow and adipose tissue-derived mesenchymal stem cells.
Biomaterials 2008, 29:427–437.

41. Kraehenbuehl TP, Zammaretti P, Van der Vlies AJ, Schoenmakers RG, Lutolf MP,
Jaconi ME, Hubbell JA: Three-dimensional extracellular matrix-directed
cardioprogenitor differentiation: systematic modulation of a synthetic
cell-responsive PEG-hydrogel. Biomaterials 2008, 29:2757–2766.

42. Hejcl A, Sedý J, KapcalováM, ToroDA, Amemori T, Lesný P, Likavcanová-
Mašínová K, Krumbholcová E, PrádnýM,Michálek J, BurianM, HájekM,
Jendelová P, Syková E:HPMA-RGDhydrogels seededwithmesenchymal
stemcells improve functional outcome in chronic spinal cord injury.
StemCells Dev2010,19:1535–1546.

doi:10.1186/s13550-014-0061-3
Cite this article as: Hwang et al.: In vivo bioluminescence imaging for
viable human neural stem cells incorporated within in situ gelatin
hydrogels. EJNMMI Research 2014 4:61.

http://dx.doi.org/10.1126/science.1240104

	Abstract
	Background
	Methods
	Results
	Conclusions

	Background
	Methods
	Synthesis of GPT conjugate
	Preparation of the hydrogels and measurement of the elastic modulus (G′)
	Cell culture and effluc virus infection
	In vitro bioluminescence assay
	In vivo bioluminescence imaging in cell/hydrogel-bearing nude mice
	Immunohistochemistry analysis to investigate the in�vivo characteristics of implanted hydrogel-encapsulated F3-effluc cells
	Statistical analysis

	Results
	In situ cross-linkable GPT hydrogels and their mechanical strength
	Morphological difference of F3-effluc cells in the soft and the stiff GPT hydrogels
	In vitro luciferase-based evaluation of cell growth rate in the soft and the stiff hydrogels
	In vivo bioluminescence kinetics of F3-effluc cells within the soft and the stiff hydrogels in the mouse xenograph model
	Immunohistochemistry of the extracted F3-effluc/hydrogel complex

	Discussion
	Conclusions
	Additional files
	Competing interests
	Authors' contributions
	Acknowledgements
	Author details
	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 /Error
  /CompatibilityLevel 1.4
  /CompressObjects /Tags
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.1000
  /ColorConversionStrategy /LeaveColorUnchanged
  /DoThumbnails true
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams true
  /MaxSubsetPct 100
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness true
  /PreserveHalftoneInfo false
  /PreserveOPIComments false
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages true
  /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 0.15
    /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 true
  /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 0.15
    /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 true
  /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 (None)
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /CreateJDFFile false
  /Description <<

    /BGR <>
    /CHS <FEFF4f7f75288fd94e9b8bbe5b9a521b5efa7684002000500044004600206587686353ef901a8fc7684c976262535370673a548c002000700072006f006f00660065007200208fdb884c9ad88d2891cf62535370300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c676562535f00521b5efa768400200050004400460020658768633002>
    /CHT <FEFF4f7f752890194e9b8a2d7f6e5efa7acb7684002000410064006f006200650020005000440046002065874ef653ef5728684c9762537088686a5f548c002000700072006f006f00660065007200204e0a73725f979ad854c18cea7684521753706548679c300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c4f86958b555f5df25efa7acb76840020005000440046002065874ef63002>
    /CZE <>
    /DAN <>
    /DEU <>
    /ESP <>
    /ETI <>
    /FRA <>
    /GRE <>

    /HRV <>
    /HUN <>
    /ITA <>
    /JPN <>
    /KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020b370c2a4d06cd0d10020d504b9b0d1300020bc0f0020ad50c815ae30c5d0c11c0020ace0d488c9c8b85c0020c778c1c4d560002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
    /LTH <>
    /LVI <>
    /NLD (Gebruik deze instellingen om Adobe PDF-documenten te maken voor kwaliteitsafdrukken op desktopprinters en proofers. De gemaakte PDF-documenten kunnen worden geopend met Acrobat en Adobe Reader 5.0 en hoger.)
    /NOR <>
    /POL <>
    /PTB <>
    /RUM <>
    /RUS <>
    /SKY <>
    /SLV <>
    /SUO <>
    /SVE <>
    /TUR <>
    /UKR <>
    /ENU (Use these settings to create Adobe PDF documents for quality printing on desktop printers and proofers.  Created PDF documents can be opened with Acrobat and Adobe Reader 5.0 and later.)
  >>
  /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
      /ConvertColors /NoConversion
      /DestinationProfileName ()
      /DestinationProfileSelector /NA
      /Downsample16BitImages true
      /FlattenerPreset <<
        /PresetSelector /MediumResolution
      >>
      /FormElements false
      /GenerateStructure true
      /IncludeBookmarks false
      /IncludeHyperlinks false
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles true
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /NA
      /PreserveEditing true
      /UntaggedCMYKHandling /LeaveUntagged
      /UntaggedRGBHandling /LeaveUntagged
      /UseDocumentBleed false
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [595.440 793.440]
>> setpagedevice


