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Gliomas are the most frequent solid tumors in children. Among these, high-grade gliomas
are less common in children than in adults, though they are similar in their aggressive
clinical behavior. In adults, glioblastoma is the most lethal tumor of the central nervous
system. Insulin-like growth factor 1 receptor (IGF1R) plays an important role in cancer
biology, and its nuclear localization has been described as an adverse prognostic factor in
different tumors. Previously, we have demonstrated that, in pediatric gliomas, IGF1R
nuclear localization is significantly associated with high-grade tumors, worst clinical
outcome, and increased risk of death. Herein we explore the role of IGF1R intracellular
localization by comparing two glioblastoma cell lines that differ only in their IGF1R capacity
to translocate to the nucleus. In vitro, IGF1R nuclear localization enhances glioblastoma
cell motility and metabolism without affecting their proliferation. /n vivo, IGF1R has the
capacity to translocate to the nucleus and allows not only a higher proliferation rate and
the earlier development of tumors but also renders the cells sensitive to OSI906 therapy.
With this work, we provide evidence supporting the implications of the presence of IGF1R
in the nucleus of glioma cells and a potential therapeutic opportunity for patients harboring
gliomas with IGF1R nuclear localization.
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INTRODUCTION

Central nervous system (CNS) tumors are the most frequent solid
tumors in the pediatric population (1). Gliomas are the most
represented group (40-50%), followed by medulloblastomas and
ependymomas (2). The survival for these pathologies has
increased in the past few years, but patients still suffer sequels
due to treatments (3). Adult-type diffuse gliomas are likewise the
most common malignant primary brain tumors in adults and are
refractory to conventional therapy, including surgical resection,
radiotherapy, and chemotherapy (4). Thus, the search for new
prognosis factors that would allow treatment individualization is
a priority.

The WHO grading of gliomas was based on their histological
characteristics and natural history and divided them into four
grades of malignancy (1-4). In 2016, this classification was
updated in order to include molecular findings such as diagnostic
biomarkers and prognostic factors (5). While preparing this
manuscript, the fifth edition of the WHO Classification of
Tumors of the CNS (CNS5) was delivered, introducing major
changes in the use of molecular diagnostic in tumor classification
(6). Though CNS5 features substantial changes to advance the role
of molecular diagnostics in CNS tumor classification, it still remains
rooted in other established approaches to tumor characterization,
including histology and immunohistochemistry. It is to be noted
that the term “glioblastoma” is no longer used in the setting of a
pediatric-type neoplasm.

Particularly, most pediatric gliomas are low grade (1 and 2)
and do not develop into high-grade (3 and 4) tumors as those in
adults do (7). For pediatric gliomas, molecular biomarkers with
prognostic value are scarce (8, 9). Hence, the search for new
biomarkers of prognosis value or that could lead to treatment
individualization is a priority.

It has already been established that gliomas follow multiple
metabolic strategies to sustain cellular growth (10). On the one
hand, glucose metabolized by aerobic glycolysis (incomplete
and non-oxidative metabolism of glucose in the presence of
oxygen, also known as “Warburg effect”) contributes not only
to energy production but also by leaving intermediates of the
tricarboxylic acid cycle (TCA) available for difterent anabolic
pathways (10). On the other hand, fatty acids, which can be
obtained from the bloodstream or built from carbon chains
within the glioma cell, also act as critical bio-energetic
substrates (11).

The insulin and insulin-like growth factor (IGF) system of
ligands (IGF1 and IGF2) and receptors (IGF1R and IR) plays
important physiological roles to ensure the cellular survival and
proliferation of many tissues (12). Additionally, several
components of the IGF system are known to be present in
tumors from both adults and pediatric patients (13).
Particularly, IGF1R is a membrane receptor belonging to the
tyrosine kinase family of receptors which fulfill its functions
mainly by phosphorylation of intracellular molecules, including
the ras-raf-MAPK and PI3K-AKT signaling cascades (14).
Conventional inositide-specific phospholipase C (PI-PLC) B1
activation and Small G protein, Racl, Rhol, and CDC42 protein
activation had also been reported to be promoted by IGF

stimulation (15). More recently, it has become clear that
receptor endocytosis is also crucial for the formation of
signaling complexes, for the fine-tuning of hormonal signals,
and for proper receptor homeostasis and regulation (16). It has
been previously shown that the presence of functional IGFIR is
needed for the acquisition of a neoplastic phenotype in different
cells (17). Moreover, its overexpression has been demonstrated in
different cancers such as breast (18) and pediatric adrenocortical
tumors (19). In 1997, Glick et al. provided the first evidence of the
presence of IGF receptors in human CNS tumors (20).

Despite being a transmembrane receptor, intact IGF1R has been
detected in the nuclei of human malignant and non-malignant cells
(21,22).IGF1R phosphorylation and the subsequent SUMOylation
of three conserved lysins (Lys1025, Lys1100, and Lys1120) of the
mature protein are requisite for nuclear receptor translocation (22).
Although IGFIR function in the nucleus is still unknown, it has
already been associated with poor prognosis in patients with breast
cancer (23), anaplastic lymphoma (24), and synovial sarcomas (25).
There is also a study showing that IGF1R nuclear staining is a
predictive biomarker for therapy response in sarcomas (26). In a
previous study conducted by our group in which tumor samples
from pediatric gliomas were analyzed, we have demonstrated that
IGF1R nuclear localization is associated with higher-grade tumors
and also related with worst clinical outcome of those patients (27).

The present study was designed to explore the role of IGF1R
intracellular localization in the biology of pediatric high-grade
glioma in vitro and, using subcutaneous xenografts as a proof of
concept, by in vivo studies. We used the U87 cell line to develop a
model in which IGF1R was able (U87WT) or unable (U87Mut
cells) to translocate to the nucleus. Our results suggest that
IGFIR nuclear localization may contribute to an aggressive
phenotype in glioblastoma cells by increasing their motility
and metabolism rather than stimulating their proliferation.

MATERIALS AND METHODS

Site-Directed Mutagenesis

The pEGFP vector containing mature IGF1R protein coding
sequence as a fusion protein with GFP (GFP-IGF1R) was kindly
provided by Dr. Rosemary O’Connor (Department of
Biochemistry, University of Cork, Ireland). Lysine residues—
Lys1025, Lys1100, and Lys1120—were changed to arginines to
prevent IGF1R SUMOylation and translocation to the nucleus by
site-directed mutagenesis to obtain the GFP-IGFIR!****!'10%
1129% yector for the experiments. Q5 high-fidelity DNA
polymerase (New England Biolabs, Ipswich, MA, USA) and
specific primers were used to perform mutations, which were
verified by DNA sequencing in ABI PRISM 310 Genetic
Analyzer (Applied Biosystems, Foster City, CA, USA).

Cell Line

The U-87MG (U87) human glioblastoma cell line was purchased
from American Type Culture Collection (Manassas, VA, USA).
Cells were cultured in Minimum Essential Medium Eagle
(MEM) supplemented with 10% fetal bovine serum (FBS) and
maintained at 37°C in a humidified 5% CO, environment.
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Stable Transfection and Selection of

Cell Lines

The U87 human glioblastoma cells were transfected with an
empty vector containing green fluorescent protein (U87Empty).
To generate IGF1R-overexpressing clones, the cells were
transfected with GFP-IGFIR and GFP-IGFIR'*?%x1100x1120x
vectors. All experiments were performed using Lipofectamine
3000 (Invitrogen, Carlsbad, CA, USA) following the
manufacturer’s protocols. Stable clones were selected using
G418 antibiotic (Sigma Aldrich, St Luis, MO, USA), and once
established, RNA and proteins were obtained as previously
described (27) to test the IGFIR expression levels.

IGF1R Inhibition OSI906

To test the specificity to IGF1 stimulation, cells were pre-
incubated with OSI906, a dual IGF1R/IR inhibitor
(Selleckchem, Houston, TX, USA), for 60 min and throughout
the time of IGF1 stimulation. The concentration range was 0.25
to 1 uM, as has been described previously (28).

IGFI Stimulation

Cells were seeded on six-well plates, allowed to grow up to 70%
confluence, and starved overnight with serum-free medium. On
the next morning, the cells were stimulated for 10 min with 50
nM IGF1, with or without preincubation with crescent
concentrations of IGFIR inhibitor OSI906. The cells were
harvested on lysis buffer containing protease inhibitors, and
proteins were extracted as previously described (29) to study
IGF1R, AKT, and MAPK activation.

IGF1R Nuclear Translocation

To study IGF1R subcellular localization, cells were seeded on six-
well plates (fractionation) or over 12-mm coverslips
(immunofluorescence), allowed to grow up to 70% confluence,
and starved overnight with serum-free medium. On the next day,
the cells were stimulated for 8 h with 50 nM IGF1, with or
without preincubation with 0.5 pM OSI906. The cells incubated
with serum-free media were used as the negative control. After
incubation, the cells were washed with phosphate-buffered saline
(PBS) and processed for posterior studies as follows:

~Immunofluorescence studies (IF): Cells were fixed with 4%
paraformaldehyde, incubated with Hoechst (5 pg/ml) for 30
m, washed with PBS, and mounted using Vectashield
mounting media (Vector Laboratories, CA, USA). Images
were obtained using Olympus FV1000 confocal microscope
and analyzed with Fluoview FV1000 software.

—Subcellular fractionation: To prepare cytosolic and nuclear
extracts, cells grown on six-well plates were trypsinized and
centrifuged, and the pellet was resuspended in a buffer
solution (containing 10 mM EDTA, 1% IGEPAL, 1 mM
DTT, and protease inhibitors) and incubated for 10 min on
ice. Next, the cells were centrifuged at high speed for 10 min
at 4°C, and the supernatant containing the non-nuclear
fraction was saved at -70°C. The pellets were washed and
resuspended in a second buffer (20 mM Tris, 1% SDS, 5 mM

EGTA, 0.5% Triton, 150 mM NaCl, and protease inhibitors),
sonicated, and centrifuged at high speed for 10 min at 4°C to
obtain the supernatant containing the nuclear extracts.

Proliferation Assay

Cells were seeded on 24-well plates in complete medium (MEM
10% FBS) and allowed to attach overnight. One plate was used
for each point (day) of the assay and each condition (with or
without IGF1) in triplicate, plus an additional plate that was used
to determine the initial number of cells (time zero plate). At 24 h
after seeding, the cells attached to the time zero plate were
harvested by trypsinization and counted after 0.5% trypan blue
staining. In the remaining plates, the medium was replaced by
MEM supplemented with 1% FBS, with or without IGFI, to a
final concentration of 50 nM. The cells were cultured over 1, 2, or
4 days, trypsinized, and counted.

Cell Cycle by Flow Cytometry

Cells were starved in serum-free medium overnight and
stimulated for 24 h with 1% FBS MEM, with or without 50
nM IGFI1, or 10% FBS as control of proliferating cells. After
culture, the cells were fixed in 66% cold ethanol in PBS at 4°C
overnight and then stained for 30 min in the dark with a solution
containing 50 pug/ml RNase A and 20 pg/ml of PI. Finally, the
stained cells were analyzed by using FACSCalibur flow cytometer
(Becton Dickinson, San Jose, CA, USA), and data were processed
by Flowing Software (Perttu Terho, Turku Centre
for Biotechnology).

Cell Migration Assay

Cells were seeded on six-well plates in complete medium and
were grown to completely cover each well surface. The
monolayer was scraped in a straight line to create a scratch
with a p200 pipet tip, cell debris was removed by washing with
PBS, and media was replaced by MEM supplemented with 1%
FBS, with or without 50 nM IGF1. Time zero images from a
specific point of the scratch were taken, and the same field images
were taken 36 h later. To verify specificity in response to IGF1,
the cells were preincubated with OSI906. The experiments were
performed in triplicates.

Measurement of Lactate

Dehydrogenase Activity

Cells were seeded on 24-well plates and cultured for 24 h, with or
without 50 nM IGF1, and preincubated with OSI906 to verify the
IGF1-specific response. After this period, the cells were washed
and sonicated in saline solution, centrifugated to obtain a clean
solution, and measured in COBAS C311 autoanalyzer (Roche
Diagnostics, IN, USA). The lactate dehydrogenase (LDH)
activity values obtained were relativized to milligrams of DNA
per well. The experiments were performed in triplicates.

Lipid Droplets

Lipid droplets were visualized by oil red O (ORO) staining as
previously described (30). Briefly, cells were cultured for 24 h in
8-well chamber slides, with or without 50 nM IGF1. After
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incubation, they were washed and fixed with 10% v/v formalin
for 1 h and stained with ORO solution. Background was
removed, and the cells were counterstained with hematoxylin.
The lipid droplets were analyzed using Eclipse 50i microscope
(Nikon Instruments, Melville, NY, USA).

Thin-Layer Chromatography: Metabolic
Labeling and Phospholipid Analysis

To study de novo phospholipid synthesis, cells were seeded in 6-
well plates, treated with IGF1 with or without preincubation with
OSI906 as described above and labeled with 0.25 uCi/ml of
1'11¢ acetic acid in MEM without FBS. After 24 h, the medium
was removed, and monolayers were washed with ice-cold PBS
and scraped in 2 consequent additions of 0.5 ml cold methanol.
Then, 0.5 ml chloroform and 0.25 ml H,O were added to
complete the solvent system, and the lipids were extracted as
described by Bligh and Dyer (31). Finally, total lipids were
spotted on precoated thin-layer chromatography glass plates
(Silica Gel 60, Merck, Darmstadt, Germany) and resolved with
hexane/ethyl ether/acetic acid (80:20:2 by volume) as a solvent
system for neutral lipid separation. Pure lipid standards were
used to identify the lipids. Standards were visualized under
iodine vapor, and the radioactivity associated with each spot
was quantified in Storm 840 scanner (GE Healthcare,
United Kingdom).

Western Blotting

Once whole cell or nuclear and non-nuclear protein fractions
were obtained, the protein concentration in the supernatants was
determined using Bradford reagent. Fifty micrograms of proteins
was resolved by SDS-PAGE and transferred to polyvinylidene
fluoride membranes. Blots were blocked and probed with various
antibodies: anti-IGF1R B (#3027), anti-pIGF1R B (#3918), anti-
AKT (#9272), anti-pAKT (#9271), anti-MAPK 42-44 (#9102),
anti-pMAPK 42-44 (#9101), anti-S6K (#2708), anti-pS6K (#
9205), and anti-B actin (#4970) from Cell Signaling
Technology (Boston, MA, USA); anti-lamin B (SC-6217) from
Santa Cruz Inc. (Dallas, TX, USA); anti-pPDC subunit E1-a
(NB110-93479) and ACSL5 (H00051703-M01) from Novus
Biologicals (Centennial, CO, USA); anti-FAS (610962) from
BD Biosciences (San Jose, CA, USA); and anti-GAPDH
(MAB374) from Millipore (Darmstadt, Germany).

Real-Time PCR

Cell RNA was obtained using Direct-Zol RNA Kit (Zymo
Research, Irvine, CA, USA), following the manufacturer’s
protocol. RT-PCR was performed using 500 ng of RNA of
each sample with random hexamers to prime the reverse
transcription catalyzed by Super Script II (Invitrogen,
Carlsbad, CA). The resulting cDNA was diluted by 1:10, and 3
ul from each dilution was subjected to rqPCR in triplicates using
Kapa Syber Fast qPCR master mix (Kapa Biosystems, Boston,
MA) in Step One Plus Real-Time PCR System (Life
Technologies, Carlsbad, CA, USA). Several targets such as
IGF1, IGF2, IGF1R, IR, GLUT1, CCTo, and diacylglycerol O-
acyltransferase 1 (DGAT1) were studied and normalized to
TATA box binding protein (TBP) as internal control (primer

sequences are available upon request); the mRNA values were
calculated using relative quantitation method and are presented
as fold change compared to control conditions.

Microarray Data Analysis
The derived RNA from U87, U87WT 5, and U87Mut 5 cells was
hybridized to a high-density oligonucleotide SurePrint G3
Human Gene Exp v3 array plate (Agilent Technologies, Santa
Clara, CA). Microarray expression data were first background-
corrected and normalized within and between arrays using the
limma package. The corresponding expression data in arbitrary
units for each gene, in each condition, is available as
supplementary information. The normalized expression data
was further simplified to a trinary matrix with values of 1 (for
overexpressed genes), 0 (no change), and -1 (underexpressed
genes), using the previously obtained fold change values. Genes
were considered over/underexpressed when their expression data
value was above/below 0.5 SD. The SD was computed using as
sample all genes in each sample separately. The results were
further analyzed by building gene lists that are differentially
expressed between experimental conditions (FBS free medium,
IGF-1 50 nM, OSI+IGF-1), performed with an in-house python
script. Specifically, we made the following comparisons: genes
overexpressed or underexpressed after IGF1 stimulation (IGF1
50nM) and genes over or underexpressed in all conditions.

The resulting gene lists were used as input for the DAVID
database in order to analyze pathway enrichment.

Glioblastoma Xenografts
Immunodeficient mice [N:NIH (S)- Fox 1™] were housed in
standard conditions of 12-h light/12-h dark cycle with water and
food ad libitum, in accordance with the National Institutes of
Health guide for the care and use of laboratory animals (32).
Six-week-old male mice were injected subcutaneously on the
right flank with 1.5 x 10° U87 empty cells or US7WT 5 and
U87Mut 5 clones. The incidence and latency period of tumor
development were recorded up to 25 days after inoculation.
The two longest perpendicular axes in the x/y plane of each
developed tumor were measured daily using a vernier caliper for
tumor volume calculation (33). At 3 h before sacrifice, the mice
received an intraperitoneal BrdU injection (30 mg/kg body
weight) to assess cell proliferation by in vivo BrdU
incorporation. The tumors were dissected and prepared for
histological analysis.

0OSI1906 treatment

The mice were given 75 mg/kg of OSI906 orally by gavage on
days 0, 3, and 6 once tumors developed by U87WT 5 or U87Mut
5 cells reached a volume of 150 mm”. The tumors were measured
daily using a caliper as previously described (33).

Sample Size Calculation

Sample size calculation was performed to establish the least
number of mice to be injected to detect differences in tumor
volumes. We calculated that we would need to assign 5 animals
in each group to have 90% power to detect a mean difference of
50 mm’ of tumor volume (mean) between groups, at the two-
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sided P-value of 0.05. The minimally important difference was
estimated on the basis of a pilot study, in which an average of 50
mm”® of volume difference could be detected between tumors
from WT (WT5) and mutant (Mut5) cells at 14 days
after injection.

All animals were treated and cared for in accordance with
standard international animal care protocols. All procedures
were approved by the Animal Care and Use Committee of the
Hospital de Niflos Dr. R Gutierrez (DI-2012-253-HGNRG).

Statistical Analysis

Mann-Whitney U nonparametric test was used to compare data
between groups (2 conditions). ANOVA, followed by post-hoc
tests, was used for experiments with multiple comparisons.
Kaplan- Meier curves were used to analyze the differences in
incidence and latency period between U87-, U87WT-, and
U87Mut-injected cells. The results are reported as mean +
standard deviation, unless indicated otherwise. Statistical
significance was defined as a p-value of less than 0.05 (P <
0.05). All the statistical analysis and the graphs presented were
done using GraphPad Prism software (Windows version 7.01,
GraphPad Software, La Jolla, CA, USA; http://www.
graphpad.com).

RESULTS

Characterization of U87 Cell Lines
Overexpressing Wild-Type and
Mutant IGF1R
To characterize the impact of IGFIR nuclear localization, we
used a vector containing a mature IGFIR protein coding
sequence as a fusion protein with GFP (IGF1R-GFP) and
generated a mutant receptor that is not able to translocate to
the cell nucleus (GFP-IGF1R!023%1100x-1120x by site-directed
mutagenesis. After the selection of U87 cells using geneticin
(G418), we obtained stably transfected clones expressing 5 or 50
times wild-type mRNA-IGF1R (WT 5 and WT 50 clones) and 5
or 50 times mRNA for IGF1R mutant protein (Mut 5 and Mut 50
clones, Figure 1A). WT 5 (U87WT 5) and Mut 5 (U87Mut 5)
cells had comparable levels of IGFIR mRNA expression than
those observed in samples from high-grade gliomas from
pediatric patients (Figure 1A, P GB) that we used as a
reference for expression levels, while U87WT50 and U87Mut
50 expressed much higher mRNA levels of IGF1R. The
overexpression of IGFIR was confirmed in all clones by
protein Western blot analysis (Figure 1B). We also studied the
expression of other components of the IGF system: Insulin
receptor (IR) expression was higher than IGFIR expression in
U87Empty cells and did not change in wild-type or mutant
IGF1R-expressing clones. As for ligands, IGF1 expression was
not detectable, while a very low expression of IGF2 was found in
all cell lines (Figure 1C).

Considering IGF1R expression in U87 cell line and its clones
shown in Figure 1A, we decided to continue our work with
U87WT5 and U87Mut5 cells rather than with the other 2 cell

clones. Though we are aware of the limitations of the model, we
considered that the chosen clones better represented the
pediatric gliomas regarding mRNA IGF1R expression levels.
WT 5 (US7WT 5) and Mut 5 (U87Mut 5) clones will be
referred, from now on, as U87WT and U87Mut. Next, we
characterized the response to a short IGF1 stimulation.
Phosphorylated IGF1R and activated downstream pathways are
shown in Figure 1D. To verify the specificity of the response to
IGF1 stimulus, we preincubated the cells for 1 h with OSI906, a
dual inhibitor for IGF1R and IR (28). We performed a dose-
response curve and selected the dose of 0.5 uM OSI906, where all
clones showed inhibition of IGF1R phosphorylation and
decreased pAKT and pMAPK levels (Figure 1D).

By confocal IF studies, we analyzed IGF1R cellular
localization after 8 h of IGF1 stimulation in U87WT and
U87Mut clones. We found that, in U87WT, IGFIR was able to
translocate to the nucleus, while this effect was not observed for
mutants (Figure 1F). The specificity of the response was verified
by pre-incubating the cells for 1 h with OSI906, which inhibits
receptor translocation in U87WT. The observed results were
confirmed by subcellular fractionation, followed by Western
blotting (Figure 1E).

IGF1R Nuclear Localization Increases
Motility But Has No Effects Over Glioma
Cell Proliferation

When cultured in complete medium (10% FBS), U87Empty cells
and both U87WT and U87Mut clones showed a sustained
exponential growth (data not shown). We performed
proliferation assays for 4 days in cells cultured with a low
serum concentration (1% FBS) or in the presence of 50 nM
IGF1 (Figure 2A, left). After 4 days in culture, both U87 and
U87Mut cells reached a significantly higher number of cells,
compared to day 1 (U87d 1 vs. U87d4; U87d1+ vs. U87d4+;
U87Mutd1 vs. U87Mutd4, U87Mutd1+ vs. U87Mutd4+; p < 0.05,
ANOVA, Tukey’s post-test), while no differences were observed
in U87WT cells. Interestingly, there were no differences between
cells cultured under 1% FBS vs. 50 nM IGF1 at any day tested
(p = ns, Mann-Whitney test, Figure 2A, right). In accordance
with this result, no changes in cell cycle progression were found
after 24 h of incubation with IGF1 (Figure 2B).

As IGF1 has known effects modulating cell motility and
invasion (29, 34), we decided to check if cell migration was
affected by the ability of IGFIR to translocate to the nucleus. Cell
motility, assessed by wounding assay, was increased after 36 h of
IGF1 stimulation in U87WT clones compared to U87Empty or
U87Mut cells. This effect was abrogated by preincubation for 1 h
with OSI906 (Figure 2C and Supplementary Figure 1).

IGF1R Nuclear Localization

Stimulates Glioma Cell Metabolism

by Increasing Glucose Uptake

and the Novo Lipid Synthesis

The IGF system has an important role in stimulating cellular
metabolism in normal and cancer cells (35). The main source of
energy in most cells is glucose, which enters the cell through
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specific transporters, particularly glucose transporter 1 (GLUT1)
in glial cells (36). We studied GLUT1 mRNA expression after 24
h of IGF1 stimulation in U87Empty, U87WT, and U87Mut cells.
Although the GLUT1 expression significantly increased in all cell
lines (Figure 3A), the increment observed in US7WT cells was
higher than that observed in U87Empty or IGF1R mutant-
expressing cells (Figure 3B). In all cases, the increase was
abrogated by preincubation with OSI906 for 60 min (Figure 3A).

Glioma cells can metabolize glucose into pyruvate and
produce lactate through LDH (37). We analyzed the LDH
activity and found that mutant cells had a lower activity in
basal conditions compared to U87Empty and U87WT cells
(Figure 3C). After 24 h of IGF1 stimulation, the LDH activity
did not change in U87Empty cells but had a significant increase
in WT and mutant clones that were abrogated with OSI906 (data
not shown).

Pyruvate generated from glucose catabolism can also enter
the mitochondria and be converted to acetyl-CoA. The key
enzyme regulating this step is pyruvate dehydrogenase
complex (PDC). The activity of this complex is regulated by
phosphorylation mediated by pyruvate dehydrogenase kinases
(PDKs) and phosphatases (PDPs), the active form of this
complex being its non-phosphorylated form (38). We
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FIGURE 1 | Characterization of wild type and mutant IGF1R U87 clones. (A) IGF1R mRNA expression in clones generated after the transfection of wild-type (WT) or
mutant (Mut) IGF1R in U87 cells. Values are presented as fold change compared to U87 cells. (B) Representative western blotting for IGF1R in protein extracts from
WT and Mut clones. (C) The IR and IGF2 mRNA expression in U87Empty, US7WT 5, and U87Mut 5 cells was calculated using relative quantitation method. Values
are presented relative to TBP mRNA expression. (D) Western blotting of U87Empty, US7WT 5, and U87Mut 5 cells after 10 min of 50-nM IGF1 stimulation and/or
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Representative pictures; IGF1R in green (DEGFP vector) and nucleus in blue (Hoechst staining).

performed Western blot studies and found that the basal
phosphorylation of the PDC in U87WT clones was lower than
in U87Empty or in mutant IGF1R-expressing cells (Figure 3D).
In all cases, stimulation with IGF1 decreased the PDC
phosphorylation levels, suggesting an increment in its activity.
The specificity of the response to IGF1 was confirmed by the use
of OSI906, which restored the PDC phosphorylation status to
basal conditions (Figure 3D).

Glucose oxidative metabolism is important in diverse cancers,
including glioblastomas, since it allows TCA intermediates to be
derived from different anabolic pathways (39). Additionally, fatty
acids can act as critical bio-energetic substrates within glioma
cells (11). The enzyme fatty acid synthase (FAS) catalyzes the
synthesis of palmitic acid from malonyl- and acetyl-CoA
substrates (40). Additionally, the enzyme long-chain acyl-CoA
synthetase 5 (ACSL5) catalyzes the conversion of long-chain
fatty acids to their active form acyl-CoAs for both the synthesis
of cellular lipids and degradation via beta-oxidation (41). We
studied FAS and ACSL5 expression by Western blot and found
that, in US7WT clones, a small increment in FAS expression was
observed under IGF1 stimulation in comparison with basal
conditions, while this was not observed in U87Empty cell line
or mutant clones (Figure 3D). As for ACSL5 expression, it was
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FIGURE 2 | Effects of IGF1R localization over the proliferation and migration of glioma cells. (A) Left: U87Empty (solid circles), U87WT (solid rhomboids), and
U87Mut (solid triangles) cells were grown for 4 days with low serum concentration (1% FBS) or in the presence of 50 nM IGF1 [U87Empty + (open circles), U7WT+
(open rhomboids), and U87Mut+ (open triangles)]. The results of a representative experiment from a total of three performed in triplicates are shown; Right: total
number of cells, according to cell line, days in culture, and treatment. Values are expressed as mean + SD (*o < 0.05, ANOVA, Tukey’s post-test). (B) US7Empty,
UB7WT, and U87Mut cells were cultured 24 h in low-serum conditions (1% FBS) with or without 50 nM IGF1 stimulus, fixed, stained with PI, and analyzed by flow
cytometry. A representative experiment is shown. (C) Wounding assays were performed to U87Empty, US7WT, and U87Mut cell confluent cultures. The cells were
grown for 36 h in low-serum conditions (1% FBS) or in the presence of 50 nM IGF1. To test the specificity of the response, the cells were pre-incubated (1 h) with
0.5 uM OSI906 (OSI+IGF1). The results obtained from three independent experiments are presented as the proportion of covered area related to time 0. Values are
expressed as mean + SD (*p < 0.05, ANOVA, Tukey’s post-test).
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FIGURE 3 | Effects of IGF1R localization over cell metabolism. (A) U87Empty, UB7WT, and U87Mut cells were cultured 24 h in serum-free medium or with 50-nM
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expression was calculated by rqPCR by the relative quantitation method. (A) Values are presented as fold change compared to control conditions (serum-free).
(B) IGF1 stimuli comparison between cell lines. The results are presented as fold change due to IGF1 stimulation over basal conditions (serum-free). Values are
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test). (C) LDH enzyme activity was measured and normalized to DNA content (mg). The results are expressed as mean + SD of three independent experiments (*p
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blotted with anti-pPDC (line 1), anti-FAS (line 3), anti-ACSL5 (line 5), and anti-pS6K (line 7). Each blot was stripped and reprobed with anti-p actin (lines 2, 4, and 6)
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lower in U87Mut compared to US87WT or to U87Empty cells,
and no changes were observed in response to IGF1 (Figure 3D).

Additionally, we decided to study mTOR activation, as this
kinase is part of a complex responsible for the integration of
multiple signals to regulate a wide variety of cellular functions,
such as translation, transcription, protein turnover, and cell
growth (42). To evaluate the mammalian target of rapamycin
complex (mTORc) activation, we studied the S6K
phosphorylation status in basal conditions or after 24 h of
IGF1 stimulation (Figure 3D). We found that, in both
conditions, S6K was phosphorylated in U87Empty cells and
also had a higher intensity in U87WT clones. We were not
able to detect S6K phosphorylation in mutant clones in any of
the conditions studied.

As we detected an increase in the expression or activation of
several enzymes related to fatty acid biosynthesis in U87WT
clones, we decided to deepen the study on this matter. Once fatty
acids are synthesized, they can be converted into phospholipids
which are incorporated to the cell membranes (43). We studied

de novo phospholipid (PL) synthesis by 1-1'*“! acetic acid
incorporation into lipid classes from U87Empty cells and
U87WT and U87Mut clones in culture, using thin-layer
chromatography. We found that the incorporation of 1-!"*!
acetic acid in the mutant clone was the lowest (Figure 4A).
Additionally, after 24 h of IGF1 stimuli, PL synthesis was only
increased in U87WT cells in comparison with basal conditions
(Figure 4B). Next, we studied the expression of CTP-
phosphocholine cytidylyl transferase-o. (CCTa), a key enzyme
involved in the synthesis of phosphatidyl choline. The results
showed that, in basal conditions (FBS free medium), CCTa
expression was significantly increased in the U87WT clone
compared to the U87Empty cells (Figure 4C). IGFI
stimulation did not modify the expression of the enzyme in
any of the cells (data not shown).

On the other hand, in cases of lower metabolic activity, fatty
acids can be esterified into triglycerides (TAGs) and stored as
lipid droplets in the cytoplasm (44). We visualized the presence
of lipid droplets using Oil Red O staining and found higher lipid
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storage in the cytoplasm of mutant IGF1R-expressing clones
compared to U87WT and U87Empty cells (Figure 4D).
Moreover, the storage was highly increased after 24 h of IGF1
stimulation in U87Mut clone (Figure 4D). We also studied
DGAT]1, an enzyme involved in TAG biosynthesis, and found
that its mRNA expression was higher in U87Mut compared to
US7WT cells, a difference that became statistically significant
after 24 h of IGF1 stimulation (Figure 4E).

Gene Expression Analysis Performed by
Microarray Studies Supports Our In Vitro
Experimental Results

Differential gene expression was assessed by microarray analysis.
We compared US7WT cells vs. U87Mut RNA expression in basal
conditions (FBS-free medium) and after 24 h of IGF1 stimulation
(50 nM), with or without 1 h of preincubation with 0.5 uM
OSI906. A list of 6,187 genes differentially expressed was obtained
(Supplementary Table S1). The normalized expression data was
further simplified to a trinary matrix with values of 1 (for
overexpressed genes), 0 (no change), and -1 (underexpressed

genes) using the fold change values. We obtained gene lists that
are differentially expressed between experimental conditions (see
“Materials and Methods”, section 1) and found 737 genes
upregulated by IGF1, 1,945 genes downregulated by IGF1, and
182 genes overexpressed in all conditions. Next, we turned our
attention to those genes related to our in vitro findings, focusing
on metabolism. The results are presented in Table 1. Additionally,
we used these lists as input for the DAVID database (DAVID 6.8
Oct. 2016 version) to identify enriched clusters of genes belonging
to functionally related groups which are determinants of the
observed in vitro phenotypic traits. We found several enriched
clusters, 2 of which involved differentially expressed genes under
IGF1 stimulation: 19 belonging to the oxidative phosphorylation
process and 31 grouped under the metabolic pathways category.
Another cluster involved genes belonging to lipid metabolism.

IGF1R Nuclear Localization in Glioma Cells
Shortens Tumor Latency and Contributes

to Tumor Growth
To study the effect of IGF1R subcellular localization in vivo,
using subcutaneous xenografts as a proof of concept, 1.5 x 10°
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TABLE 1 | Genes related to metabolism over- or underexpressed in U87WT vs. U87Mut cells.

Gene OMIM

Overexpressed in US7WT clone after 24 h of IGF1 stimulation

GAPDH * 138400
SLC2A11 * 610367
LDHB *150100
LPINT * 605518
MDH1 * 154200
LDHA * 150000
PCK2 * 614095
IDHSA * 601149
PPAP2C * 607126
Underexpressed in U87WT clone after 24 h of IGF1 stimulation
ACAT1 * 607809
ACSF3 * 614245
CPT1A * 600528
PDPR * 617835
SLC2A14 * 611039
FABP5 * 605168
AGPAT1 * 603099
SLC16A3 * 603877
PFKFB4 * 605320
FADS3 * 606150
LDHALBA * 618928
ACSL6 * 604443
ACSF2 * 610465
ACSL5 * 605677
PFKFB2 *171835
GCK *138079
SPTLC3 *611120
Overexpressed in U87WT clone in all conditions
CH25H * 604551
LPCAT3 * 611950
SREBF1 * 184756
SOD2 * 147460
SOD1 * 147450

Gen name

Glyceraldehyde-3-phosphate dehydrogenase

Solute carrier family 2 (facilitated glucose transporter), member 11
Lactate dehydrogenase B

Lipin 1

Malate dehydrogenase 1, NAD

Lactate dehydrogenase A

Phosphoenolpyruvate carboxykinase 2

Isocitrate dehydrogenase 3 (NAD+) alpha

Phosphatidic acid phosphatase type 2C

Acetyl-CoA acetyltransferase 1

Acyl-CoA synthetase family member 3

Carnitine palmitoyltransferase 1A

Pyruvate dehydrogenase phosphatase regulatory subunit

Solute carrier family 2 (facilitated glucose transporter), member 14
Fatty acid-binding protein 5

1-Acylglycerol-3-phosphate O-acyltransferase 1

Solute carrier family 16 (monocarboxylate transporter), member 3
6-Phosphofructo-2-kinase/fructose-2,6-biphosphatase 4

Fatty acid desaturase 3

Lactate dehydrogenase A-like 6A

Acyl-CoA synthetase medium-chain family member 6

Acyl-CoA synthetase family member 2

Acyl-CoA synthetase long-chain family member 5
6-Phosphofructo-2-kinase/fructose-2,6-biphosphatase 2
Glucokinase

Serine palmitoyltransferase, long-chain-base subunit 3

Cholesterol 25-hydroxylase

Lysophosphatidylcholine acyltransferase 3

Sterol regulatory element-binding transcription factor 1
Superoxide dismutase 2, mitochondrial

Superoxide dismutase 1, soluble

The numbers displayed in table 1 are OMIM numbers. An asterisk (*) before an entry number indicates a gene.

U87Empty, U87WT, or U87Mut cells were injected
subcutaneously in immunodeficient male mice [N:NIH (S)-
Fox 1™]. As shown in Figure 5A, the period until 50% of the
tumors in each group could be measured using a caliper was 1
day shorter when the mice were injected with U87WT clones
compared to the ones injected with U87Empty cells (5 vs. 6 days).
On the contrary, this period was 2 days delayed for tumors
developed by U87Mut clones (p < 0.05, log-rank test). None of
the mice injected remained tumor-free at 14 days after
injection (Figure 5A).

Additionally, tumors developed by U87WT clones grew faster
(Figure 5B) and reached bigger volumes, as early as day 14,
compared to the ones developed by U87Empty or U87Mut cells
(Figure 5C). The tumor cell proliferation rate, depicted as in vivo
BrdU incorporation, was also higher in U87WT tumors
compared to the ones established by U87Empty cells or
mutant clones at the end of the study (Figure 5C).

Finally, the mice were orally treated with OSI906 when
tumors developed from U87WT or U87Mut clones reached a
volume of 150 mm?® approximately (day 16 or 17 post-injection
for US7WT or U87Mut, respectively). We found that the
inhibitor was effective in delaying tumor growth solely on
U87WT xenografts (Figure 5D).

DISCUSSION

The present study was designed to explore the effects of IGFIR
nuclear localization previously observed in pediatric high-grade
gliomas. To this end, we used the human glioblastoma U-87 MG
(U87) cell line to generate IGF1R-overexpressing cells with or
without the receptor’s capacity to translocate to the nucleus.
The cell line chosen for our experiments was derived from an
adult grade IV glioma, and even though its usefulness as a glioma
model has been questioned, an agreement has been reached
about its glioma-like characteristics (45). The adult origin of this
cell line is one of the limitations of our study. However, it has
been reported that IGF-IR is overexpressed in the majority of
adult GBMs compared with the normal brain, though the nuclear
localization of IGF1R was not analyzed. With regard to standard
clinical factors, this overexpression was associated with an
independent prognostic value in terms of cancer-specific
survival, suggesting that IGF-IR could be an interesting target
for GBM therapy in adult patients (46). Additionally, U87 cells
present wild-type isocitrate dehydrogenase (IDH) enzyme,
which is a characteristic of pediatric-type, diffuse, low- and
high-grade gliomas (6), while in adult gliomas, adult-type
diffuse gliomas, mutations in IDH are observed (6). Moreover,
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FIGURE 5 | Effects of IGF1R localization in glioblastoma xenografts. (A) Incidence and latency period of tumors developed by U87Empty (n = 5), US7WT (n = 5),
and U87Mut (n = 5) cells were recorded and plotted in a Kaplan-Meier curve (#p < 0.05, log-rank test). (B) Tumor growth: tumor volume was calculated for each
developed tumor. The two longest perpendicular axes in the x/y planes were measured, and the volume was calculated 14 days after US7Empty, US7WT, or
UB7Mut cell injection. Values are presented as mean + SD (*p < 0.05, *p < 0.005, ANOVA, Tukey’s post-test). (C) Proliferation index in vivo. The mice were injected
with BrdU 3 h before sacrifice. The tumor-positive nuclei were quantified. The results are expressed as mean + SD (*p < 0.05, **p < 0.005, ***p < 0.001, ANOVA,
Tukey’s post-test). (D) The mice injected subcutaneously with US7WT or U87Mut clones were treated orally with OSI906 when the tumor volume reached 150 mm?®
(black arrow). The results are expressed as mean + SD [Ep < 0.05 US7WT (closed triangles) vs. UB7WT +OSI (open triangles)].

this cell line has an inactivating mutation in PTEN, such that it
has also been described for pediatric glial tumors (47, 48).

To model a cell line in which IGFIR fulfills its actions as a
transmembrane receptor but is not able to translocate to the
nucleus, we performed directed mutagenesis against 3 specific
lysins (Lys1025, Lys1100, and Lys1120) in a vector containing a
fully mature IGF1R protein coding sequence. When these 3 lysin
residues are replaced by arginine residues, the receptor cannot be
SUMOylated; hence its nuclear translocation is prevented (22). It
is important to highlight that, although those 3 amino acid
residues are in the receptor’s tyrosine kinase domain, its
tridimensional structure is not seriously affected, and the
IGFIR autophosphorylation capacity remains intact (22).

In a previous study, we analyzed the mRNA expression of
IGFIR in pediatric low- and high-grade gliomas (27).
Considering these data, we selected U87WT and U87Mut
clones as the ones which better represented high-grade
gliomas, regarding the mRNA expression of IGF1R. No
differences were also observed in the expression of IGF1, IGF2,
and IR, supporting the concept that changes in cell phenotype

could only be attributed to IGFIR capability to translocate to
the nucleus.

As expected, in both U87WT and U87Mut clones, IGFIR
phosphorylation and its two main downstream pathway
activation (PI3K/AKT and MAPK) were conserved. Unlike
AKT, ERK phosphorylation seems to be basally activated and
increased when stimulated with IGF1. This phenomenon has
already been described in U87 cell line and is attributed to PTEN
enzyme mutation. The authors described that, when wild-type
PTEN expression is restored in these cells, IGF1 sensitivity is
reestablished (49). Additionally, after 8 h of IGF1 stimulation
(22), we were able to verify IGFIR nuclear translocation only in
U87WT clones.

Dual IGFIR/IR inhibitor OSI906 was used to study the
specificity of the response to IGF1 in both receptor signaling
and translocation experiments. The decrease in IGF1R activation
and nuclear localization when cells were pre-incubated with
OSI906 revealed that receptor phosphorylation is a necessary
condition for its translocation to the nucleus as has been
described by Aleksic and colleagues (21). These results
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altogether support the use of these cell lines as suitable models to
carry on our experimental work.

Insulin-like growth factors play important roles in
stimulating cell proliferation (13). It is also known that one of
IGFIR’s effects in the nucleus is its association with LEF1
transcription factor, which leads to an increased expression of
specific genes, like Cyclin D1, involved in cell cycle progression
(50). Accordingly, in a previous study, we have described an
increment in Cyclin D1 expression in pediatric gliomas where
IGFIR had nuclear compared to non-nuclear localization (27).
In the present work, the addition of IGF1 failed to stimulate the
cellular proliferation of U87Empty, U87WT, and U87Mut clones
in culture. No changes in cell cycle phase distribution were
observed either, regardless of the capacity of IGFIR to
translocate to the nucleus. It is important to consider that, in
these in vitro experiments, IGF1 is the only growth factor added
to the serum-free culture medium. Other growth factors, such as
nerve growth factor (NGF), are essential for cell growth and
differentiation in the nervous system. NGF has recently been
reported to stimulate U87 cell line proliferation in a dose-
dependent manner (51). It also has synergistic effects with
IGF1 in the SNC (52). In this scenario, we cannot rule out the
possibility that the presence of other growth factors besides IGF1
may be needed to stimulate U87 cell proliferation in culture.

Concerning cell migration, even though gliomas do not
metastasize outside of the SNC (3), during their growth, cells
may migrate along the optic tract to the hypothalamus and brain
stem where total resection is very difficult (53). The IGF system
has known effects in promoting cancer cell migration (34).
Besides that, IGF1IR has been related to the epithelial-
mesenchymal transition process (EMT), contributing to
metastasis formation and drug resistance (54). In our study,
after 36 h of IGF1 stimulation, we observed an increase in cell
migration only in U87WTS5 clones, compared to control
conditions. This result may be indicating that not only IGF1R
overexpression is a requirement to induce migration but also its
capacity to migrate to the nucleus is needed to achieve specific
effects. Regarding the receptor nuclear localization, one of the
genes reported to be overexpressed after IGFIR interaction with
LEF1 in the nucleus is Axin2 (50), an expression which we also
found to be increased in U87WT clones in basal conditions
(Supplementary Table S1). Axin2 is a scaffold protein that is a
direct target of the Wnt/B-catenin pathway. Its overexpression
has already been related to increased migration in Wilms tumor
(55) and the promotion of the EMT program in colon carcinoma
cells (56). Therefore, it is possible that, in our model, this gene is
also responsible, at least in part, for the observed phenotype.

Our study also focused on cell metabolism, as IGFs are
involved in metabolic regulation, a key factor for cancer cells
to sustain growth and proliferation (35). It is known that IGF1
has direct effects on stimulating glycolytic flux favoring tumor
cell energy production, acting through IGFIR to increase the
GLUT1 expression (57), the main glucose transporter in glial
tumors (36). In our study, we found an increase in GLUT1
expression after 24 h of IGF1 stimulation in all cell lines, this
increase being higher in U87WT clones. We hypothesized that

there is a dual effect mediated by IGF1 stimulus: on the one hand,
increased GLUT1 expression in all cell lines is mediated by
IGFIR canonical actions as a membrane tyrosine kinase
receptor, considering previous evidence that GLUT1
expression may be increased after the activation of the PI3K/
AKT pathway (58); on the other hand, in U87WT clones, an
additive effect may be taking place due to IGF1R nuclear
localization. Recent evidence shows that, in the nucleus, IGFIR
can interact with specific regulatory regions and, by RNA
polymerase II recruitment, upregulate the expression of specific
genes, like JUN and FAM21A (59). JUN is a pro-oncogenic gene
which mediates cellular processes like proliferation and survival,
and its upregulation in response to IGF1 stimulation has already
been described (60). As a transcription factor, JUN increases the
expression of transforming growth factor-f (TGF-B) (61).
Although our microarray result analysis did not show an
increased JUN expression, a higher TGF B1 expression was
detected for U87WT clone in all conditions studied
(Supplementary Table S1). In gliomas, TGFf1 stimulation has
been related to increased glucose uptake, glycolytic flux, and
lactate production mediated, at least in part, by an increment in
GLUT1 expression (62). On the other hand, FAM21A functions
as an integral component of the Wiskott-Aldrich syndrome
protein and SCAR homolog (WASH) that has been reported as
a regulator of NF-kB gene transcription (63). Interestingly, it has
been described that, in brain tumors, NF-xB signaling also
promotes glucose uptake by upregulating the GLUT1
expression (64). In our gene expression studies, not FAM21A
but FAM21C, another subunit of the WASH complex, was found
to be increased in U87WT cells in basal conditions
(Supplementary Table S1). Therefore, it is possible that
similar regulatory mechanisms may occur in our model.

Even in the presence of oxygen, many cancer cells, including
gliomas, have long been thought to metabolize glucose to
pyruvate and then generate lactate via LDH enzyme for energy
production (37). This aerobic glycolysis process, known as the
“Warburg effect”, is a characteristic of cancer cells, and even
though it only renders low ATP production, it favors TCA cycle
intermediates to be diverted to macromolecular precursor
synthesis (39). It is known that LDH enzyme expression is
regulated by multiple factors both transcriptionally and
translationally (37). In our work, we studied LDH activity in
all cells and found that, in basal conditions, the lowest activity
was registered for U87Mut clones. This result suggests that
IGF1R nuclear localization is needed to maintain LDH activity
at similar levels as the parental cells. At this point, we do not rule
out the possibility of an alternate mechanism involving
transcriptional regulation for the expression of LDH enzyme
mediated directly or indirectly by nuclear IGF1R. On the other
hand, when cells were stimulated with IGF1 for 24 h, an increase
in LDH activity was observed only in IGF1R-overexpressing
clones (U87WT and U87Mut), but not in U87Empty cells. The
microarray analysis showed that both LDHA and LDHB genes
(that encode all LDH subunits) were found overexpressed in
U87WT clone after 24 h of IGF1 stimulation (Table 1). Hence,
there seems to be another effect related to IGF1R actions as a
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transmembrane receptor enhanced by its overexpression but not
related to its nuclear localization. In fact, similar effects were
mediated after the activation of fibroblast growth factor receptor
1, which is also a tyrosine kinase receptor (65).

Simultaneously, glucose incorporated to the cell may also be
diverted to the process of oxidative phosphorylation, where
pyruvate is able to enter the TCA cycle converted into acetyl-
CoA. This critical step is mediated by the pyruvate
dehydrogenase complex (PDC), whose activation in its
unphosphorylated form is tightly regulated (38). In our study,
we found that, in basal conditions, the U87WT clone was the one
which registered the lowest phosphorylation. Although after 24 h
of IGF1 stimulus, an increase in PDC activity (depicted as a
decline in its phosphorylated form) was observed for all cell lines,
the differences were still evident. A dual process seems to be
taking place again: on the one hand, the activation of PDC after
IGF1 stimulation is independent of IGF1R cellular localization.
On the other hand, there seems to be a role for nuclear IGFIR in
the activation of the enzyme in basal conditions that could
provide an explanation for the initial lower phosphorylation
observed in U87WT clone. This process may be involving
changes in PDC-positive (PDPs) and PDC-negative (PDKs)
regulators that need to be studied in detail. The preliminary
results from the microarray data analysis showed a decrease in
PDK1 expression in U87WT clone in both basal and stimulated
conditions (Supplementary Table S1). Moreover, we also
detected an under-expression of the PDPR gene in U87WT
clone after 24 h of IGF1 stimulation (Table 1). This enzyme
decreases the sensitivity of the PDP catalytic subunit; hence, its
lower expression may imply a higher PDP activity and a lower
PDC phosphorylation rate.

As we have mentioned before, when metabolic
reprogramming occurs in cancer cells, TCA cycle intermediates
may be diverted to different anabolic pathways, including fatty
acid biosynthesis (39). In fact, enhanced lipid biosynthesis is
closely linked to tumorigenesis, and as fatty acid supply is highly
dependent on de novo synthesis, several enzymes in the lipid
biosynthesis pathways are considered to be directly involved in
tumor cell survival (40).

In our model, we studied fatty acid synthesis focusing on the
expression of 2 specific enzymes: FAS, responsible for catalyzing
the last step of palmitic acid synthesis (40), that is expressed in
gliomas, and its expression is known to correlate with tumor
grade (66), and ACSL5, in charge of fatty acid activation (41). A
lower expression of both enzymes was observed for U87Mut
clones in comparison with U87Empty and U87WT cells.
Moreover, the microarray study showed a higher expression
not only of ACSL5 but also of ACSF2 and ACSM6 in the US7W'T
clone in basal conditions (Supplementary Table S1), a difference
that is lost after 24 h of IGF1 stimulation (Table 1). These results
suggested that fatty acid synthesis may be higher when IGFIR is
able to translocate to the nucleus. In hepatocellular carcinoma
cells, high levels of TGF-B have been related to a higher
expression of enzymes involved in free fatty acid synthesis
such as ACSL5 and significantly higher amounts of
phospholipid levels (67). Furthermore, IGF1 has already been

described as an inductor of the expression of several genes related
to fatty acid synthesis (68). This process is mediated mainly
through sterol response element-binding protein-1 (SREBP-1/
SREBF1) acting as a transcription factor (69). Particularly, FAS
and ACSL5 expression is known to be upregulated
transcriptionally, at least in part, because of the existence of
SREBF1 binding sites on their gene’s promoter (70, 71). In
concordance with this, our gene expression analysis found
SREBF1 to be overexpressed in U87WT clone in all the
conditions studied (Table 1). Even so, the mechanism by
which nuclear IGFIR contributes to increase fatty acid
synthesis in our model still needs to be studied properly to
be understood.

Once synthesized, fatty acids may play diverse and important
roles in the function of cancer cells. Regarding this point, recent
studies have demonstrated that glioma cells primarily use fatty
acids as a substrate for energy production (11). It is known that
bio-energetic pathways in glioma cells do not occur in isolation.
In fact, there is a mechanistic link between beta-oxidation and
aerobic glycolysis, which explains that nonoxidative glycolysis
can occur alongside the oxidation of substrates, like fatty acids,
providing significant amounts of acetyl-CoA for ATP
production (10).

Additionally, fatty acids play critical anabolic roles within the
cell, as they can be transformed into phospholipids to be
incorporated in the plasma membrane (43). In our work, we
have found that, in basal conditions, the highest expression of
CCTo enzyme, which is involved in phosphatidyl choline
synthesis, was detected for U87WT clones. Although CCTo
expression is enhanced by diverse transcription factors such as
E2F (72) that is regulated by IGF1 stimulation (60), we do not
discard other possible mechanisms triggered by IGF1R nuclear
localization to justify the higher expression of CCTo detected in
U87WT cells. Additionally, this higher expression may be
responsible for the increased phospholipid synthesis observed
after 24 h of IGF1 stimulation only in this clone, but not in
U87Empty or U87Mut cells.

When cells present a lower metabolic activity, fatty acids can
be shuttled into lipid droplets as TAGs and be stored in the
cytoplasm as energy reservoir (44). We found that, even though
the IGF1 stimulus increased the lipid droplet accumulation in all
cells, this increase was higher in U87Mut clones, those which also
registered a higher lipid storage in basal conditions. Consistent
with this result, the expression of DGAT1, involved in TAGs
biosynthesis, was also higher in U87Mut clones after IGF1
stimulation. Lipid droplet biogenesis and metabolism have
been linked to carcinogenesis, both as a reservoir of
biosynthetic substrates and as regulators of lipid signaling
molecule availability (73). Our results are consistent with the
proposed functions of lipid droplets in cancer because the
U87Mut clone showed a higher lipid droplet content and a
lower metabolic activity.

To have a glance on the overall metabolic state of U87Empty
and IGF1R-overexpressing clones, we decided to study the
mTOR complex functionality. mTORc integrates signaling
from growth factor pathways with cellular energy and nutrient
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levels to coordinate the cell biosynthetic machinery (42).
Particularly, protein translation is started after S6K and 4E-
BP1 phosphorylation mediated by mTORcl, a process
stimulated by different growth factors, including IGF1 (74). In
our model, in both basal conditions and after IGF1 stimulation,
we observed a higher S6K phosphorylation status in U87WT
clones compared to U87Empty cells, suggesting increased
mTORcl activation. Interestingly, we were not able to detect
S6K in its phosphorylated form in U87Mut clone, which would
suggest a lower activity of mTORcl in this cell line and hence a
lower protein translation rate.

Taken together, our results show that, in U87WT clones, fatty
acid and phospholipid synthesis were higher in comparison to
U87Mut clones, which presented a higher lipid droplet
accumulation rate instead. Thus, the nuclear localization of
IGF1R would be playing a role in increasing anabolic pathways
and maintaining cell growth, processes that require a sustained
energy input possibly supported by a higher beta-oxidation rate.
Accordingly, when the results from the microarray were
analyzed using DAVID database, the oxidative
phosphorylation process cluster was found to be enriched in
U87WT clone. We hypothesized that a higher oxidative
metabolism in this context may be due to an increase in the
beta-oxidation rate produced when IGF1R is able to translocate
to the cell nucleus. On the other hand, even if to a lesser extent,
mutant clones present active fatty acid biosynthesis, suggesting
that the inability of IGFIR to translocate to the nucleus would
lead to a decreased metabolic activity of U87Mut cells, which
may provoke an accumulation of synthetized lipids in
the cytoplasm.

Knowledge about the actions carried out by nuclear IGFIR is
scarce. Recent reports have demonstrated that, once in the
nucleus, IGFIR can interact with specific regulatory regions
and upregulate the expression of specific genes related to
diverse cellular processes (21, 22, 50, 59). Hence, it is possible
that the presence of IGFIR in the nucleus of U87WT cells led to
the regulation of genes that would allow us to explain the
differences in phenotype observed in U87WT compared to
U87Mut cells. On the other hand, receptor internalization has
been regarded as a mechanism required for receptor degradation,
usually in endosomes and lysosomes. However, at the present
time, it is clear that receptor endocytosis is crucial for the
formation of signalosomes and for the regulation of hormonal
signals (75). Indeed internalized receptors are capable of linking
different lysosomal and recycling paths, resulting in the
enhancement or attenuation of the hormonal signal (76). A
recent study (77) demonstrated that phosphorylation of
specific IGF1R residues (Tyr1250/1251) is required for the
translocation of IGFIR to the Golgi apparatus, where it might
contribute to invasiveness. We did not test the status of Tyr1250/
1251or any other specific IGFIR residue in our model. As of
today, there is no evidence that IGFIR translocation to or
accumulation in the Golgi apparatus regulates lipid metabolism
or inhibits cell proliferation/survival signals of glioma cells.
However, we cannot rule out that a possible accumulation of

IGFIR in the cytoplasm of U87Mut cells is having a potential
role in the observed phenotype. The novelty and complexity of
the interplay between the classical regulation of genes resulting
from the signaling that follows the activation of membrane-based
IGF1R, internalization, trafficking, and the recently described
gene regulation provoked by the presence of IGFIR in the
nucleus of the cells merit further investigation.

When injected subcutaneously in immunodeficient mice, all
U87Empty cells and IGF1R-overexpressing clones were able to
develop tumors. Interestingly, those generated from U87WT
cells had a shorter latency period and reached larger volumes
than the ones that arise from the injection of U87Empty and
U87Mut cells. In this scenario, we discarded the possibility that
the time of appearance and the size of these tumors relied only on
IGFIR overexpression, the receptor nuclear translocation being a
key factor in this matter. Although these results are not
consistent with in vitro proliferation studies, it is necessary to
consider that cultured cells were only stimulated by IGF.
Therefore, we interpreted that the availability of growth
factors/mitogens that are present in vivo may be responsible
for the differences in growth of the observed tumors.

To study the effects of a possible treatment for glioblastomas
involving the inhibition of IGFIR signaling, we repeated the
injection of immunodeficient mice with U87WT and U87Mut
clones, and when a tumor developed, we treated the mice with
OSI1906. This drug, commercially known as linsitinib, is an orally
bioavailable, selective, dual IR/IGFIR inhibitor which has been
tested clinically in different cancers (28). The present study
shows that treating mice with OSI906 was only effective for
tumors generated by U87WT clones, where IGFIR is able to
translocate to the nucleus. Since OSI906 is a dual inhibitor, it is
important to emphasize that U87WT and U87Mut clones have a
comparable IR expression, and that is 3 times lower than IGFIR
expression. Thus, we assumed that the different effects observed
between clones after treatment with OSI906 resulted from IGF1R
rather than IR inhibition.

Previous studies conducted by Seely and colleagues (78)
showed that, when U87 cells were injected subcutaneously in
immunodeficient mice, the inhibition of IGF1R using a blocking
antibody reduced the number of tumors to 60%. In the cases that
tumors managed to develop, treatment reduced their growth and
increased intratumor apoptosis. These results highlighted the
importance of IGFIR signaling in glioma development and
growth but made no distinction on receptor intracellular
localization. We are aware of the limitation of the in vivo
model because a heterotypic location was used for our studies.
However, in this work, we have proved that inhibition of IGFIR
using OSI906 prevents not only its actions as a tyrosine kinase
receptor but also its nuclear relocation. Considering that IGF1R’s
presence in the cell nucleus causes subcutaneous tumors to
develop earlier and to reach larger volumes in addition to
making them sensitive to the target therapy, it is possible that
the receptor plays essential roles in the nucleus, directly or
indirectly stimulating the expression of genes related to the
observed phenotype.
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CONCLUSIONS

As a summary, we presented evidence that IGF1R nuclear
localization stimulates cell motility and metabolism without
affecting the cell proliferation of cultured glioma cells. In vitro,
the increase in metabolic activity depicted as a higher expression
of the glucose transporter and stimulation in lipid biosynthesis
and usage—in detriment of its accumulation—would also be
favored in this scenario. In vivo, the metabolic advantage given
by IGF1R’s capacity to translocate to the nucleus not only allows
a higher proliferation rate and the earlier development of tumors
but also renders the cells sensitive to a targeted therapy with
OSI906. The complex interactions between the canonical IGFIR
and the emerging IGF1R signaling pathways that regulate diverse
cellular functions, along with clinical and therapeutic
implications, need to be critically assessed.

DATA AVAILABILITY STATEMENT

The datasets presented in this study can be found in online
repositories. The names of the repository/repositories and
accession number(s) can be found below: https://www.ncbi.
nlm.nih.gov/geo/query/acc.cgi?acc=GSE195896.

ETHICS STATEMENT

The animal study was reviewed and approved by CICUAL—
Comite de Docencia del Hospital de Nifos Dr. R. Gutiérrez.

AUTHOR CONTRIBUTIONS

AM, FC, and PP contributed to conceptualization. AM, MCEF,
EC, and MG contributed to the methodology. AM, MCF, and EC

REFERENCES

1. Pizzo PA, Poplack DG, Adamson PC, Blaney SM, Helman L. Principles and Practice
of Pediatric Oncology 7th ed.. Wolters Kluwer: Philadelphia (2016) 1296 p.

2. Ostrom QT, Gittleman H, Liao P, Rouse C, Chen Y, Dowling J, et al. CBTRUS
Statistical Report: Primary Brain and Central Nervous System Tumors
Diagnosed in the United States in 2007-2011. Neuro Oncol (2014) 16 Suppl
4(suppl_4):iv1-63. doi: 10.1093/neuonc/nou223

3. Pollack IF. Multidisciplinary Management of Childhood Brain Tumors: A
Review of Outcomes, Recent Advances, and Challenges. | Neurosurg Pediatr
(2011) 8(2):135-48. doi: 10.3171/2011.5.PEDS1178

contributed to validation. AM, MCF, MG-B, and PP contributed
to formal analysis. FC, MV, and MGL contributed to
investigation. IB and MGL contributed to the resources. CS,
AB, and MM contributed to microarray data processing. AM and
MCF contributed to data curation. AM, MCF, and EC
contributed to writing—original draft preparation. PP, MCF,
and MG-B contributed to writing—review and editing. AM,
MCEF, and PP contributed to visualization. PP contributed to
supervision, project administration, and funding acquisition. All
authors contributed to the article and approved the
submitted version.

FUNDING

This research was funded by Instituto Nacional del Cancer,
Ministerio de Salud, Argentina (grant 2016-2018, awarded to
PP). EMD Millipore Charitable Contribution Agreement for
Healthcare Organizations 2022 was the funding source for
publication fees.

ACKNOWLEDGMENTS

Thanks are due to Mariana Cruz and Evelin Barrios for technical
support, Dr. MF Riera for her assistance with oil Red O staining,
Dr. ME Osinde for LDH measurements, Dr. Fernandez Tome for
generously providing the FASN antibody, and German La Iacona
for his assistance with confocal microscopy, FMed, UBA.

SUPPLEMENTARY MATERIAL

The Supplementary Material for this article can be found online
at: https://www.frontiersin.org/articles/10.3389/fendo.2022.
849279/full#supplementary-material

7. Cheng Y, Pang JCS, Ng HK, Ding M, Zhang SF, Zheng J, et al. Pilocytic
Astrocytomas do Not Show Most of the Genetic Changes Commonly Seen in
Diffuse Astrocytomas. Histopathology (2000) 37(5):437-44. doi: 10.1046/
j.1365-2559.2000.01005.x

. Lassaletta A, Zapotocky M, Mistry M, Ramaswamy V, Honnorat M,
Krishnatry R, et al. Therapeutic and Prognostic Implications of BRAF
V600E in Pediatric Low-Grade Gliomas. J Clin Oncol (2017) 35(25):2934-
41. doi: 10.1200/JC0O.2016.71.8726

9. Gielen GH, Gessi M, Hammes J, Kramm CM, Waha A, Pietsch T. H3F3A K27M

Mutation in Pediatric CNS Tumors: A Marker for Diffuse High-Grade Astrocytomas.
Am J Clin Pathol (2013) 139(3):345-9. doi: 10.1309/AJCPABOHBC33FVMO

o

4. Louis DN, Ohgaki H, Wiestler OD, Cavenee WK, Burger PC, Jouvet A, et al. 10. Strickland M, Stoll EA. Metabolic Reprogramming in Glioma. Front Cell Dev
The 2007 WHO Classification of Tumours of the Central Nervous System. Biol (2017) 5:43. doi: 10.3389/fcell.2017.00043
Acta Neuropathol (2007) 114(2):97-109. doi: 10.1007/s00401-007-0243-4 11. Lin H, Patel S, Affeck VS, Wilson I, Turnbull DM, Joshi AR, et al. Fatty Acid

5. Louis DN, Perry A, Reifenberger G, von Deimling A, Figarella-Branger D, Oxidation is Required for the Respiration and Proliferation of Malignant
Cavenee WK, et al. The 2016 World Health Organization Classification of Glioma Cells. Neuro Oncol (2017) 19(1):43-54. doi: 10.1093/neuonc/now128
Tumors of the Central Nervous System: A Summary. Acta Neuropathol 12. Jones JI, Clemmons DR. Insulin-Like Growth Factors and Their Binding Proteins:
(2016) 131(6):803-20. doi: 10.1007/s00401-016-1545-1 Biological Actions. Endocr Rev (1995) 16(1):3-34. doi: 10.1210/edrv-16-1-3

6. Louis DN, Perry A, Wesseling P, Brat DJ, Cree IA, Figarella-Branger D, et al. 13. LeRoith D, Baserga R, Helman L, Roberts CT, Roberts CT]r.Insulin-Like
The 2021 WHO Classification of Tumors of the Central Nervous System: A Growth Factors and Cancer. Ann Intern Med (1995) 122(1):54-9. doi:
Summary. Neuro Oncol (2021) 23(8):1231-51. doi: 10.1093/neuonc/noab106 10.7326/0003-4819-122-1-199501010-00009

Frontiers in Endocrinology | www.frontiersin.org 15 April 2022 | Volume 13 | Article 849279


https://www.ncbi.nlm.nih.gov/geo/query/acc.cgi?acc=GSE195896
https://www.ncbi.nlm.nih.gov/geo/query/acc.cgi?acc=GSE195896
https://www.frontiersin.org/articles/10.3389/fendo.2022.849279/full#supplementary-material
https://www.frontiersin.org/articles/10.3389/fendo.2022.849279/full#supplementary-material
https://doi.org/10.1093/neuonc/nou223
https://doi.org/10.3171/2011.5.PEDS1178
https://doi.org/10.1007/s00401-007-0243-4
https://doi.org/10.1007/s00401-016-1545-1
https://doi.org/10.1093/neuonc/noab106
https://doi.org/10.1046/j.1365-2559.2000.01005.x
https://doi.org/10.1046/j.1365-2559.2000.01005.x
https://doi.org/10.1200/JCO.2016.71.8726
https://doi.org/10.1309/AJCPABOHBC33FVMO
https://doi.org/10.3389/fcell.2017.00043
https://doi.org/10.1093/neuonc/now128
https://doi.org/10.1210/edrv-16-1-3
https://doi.org/10.7326/0003-4819-122-1-199501010-00009
https://www.frontiersin.org/journals/endocrinology
http://www.frontiersin.org/
https://www.frontiersin.org/journals/endocrinology#articles

Martin et al.

Nuclear IGF1R in High-Grade Gliomas

14.

15.

16.

17.

18.

19.

20.

21.

22.

23.

24.

25.

26.

27.

28.

29.

30.

31.

32.

Werner H, Sarfstein R. Transcriptional and Epigenetic Control of IGF1R Gene
Expression: Implications in Metabolism and Cancer. Growth Horm IGF Res
Off ] Growth Horm Res Soc Int IGF Res Soc (2014) 24(4):112-8. doi: 10.1016/
j.ghir.2014.03.006

Hakuno F, Takahashi S-I, Hakuno F, Takahashi S-I. IGF1 Receptor Signaling
Pathways. ] Mol Endocrinol (2018) 61(1):T69-86. doi: 10.1530/JME-17-0311
Werner H, Sarfstein R, Laron Z, Morrione A. Biomolecules the Role of
Nuclear Insulin and IGF1 Receptors in Metabolism and Cancer. Haim
Werner, Rive Sarfstein, Zvi Laron. Biomolecules. (2021) 11(4):531.
doi: 10.3390/biom11040531

DeAngelis T, Ferber A, Baserga R. Insulin-Like Growth Factor I Receptor is
Required for the Mitogenic and Transforming Activities of the Platelet-
Derived Growth Factor Receptor. ] Cell Physiol (1995) 164(1):214-21. doi:
10.1002/jcp.1041640126

Perks CM, Holly JMP. The Insulin-Like Growth Factor (IGF) Family and
Breast Cancer. Breast Dis (2003) 18:45-60. doi: 10.3233/BD-2003-18106
Lira RCP, Fedatto PF, Antonio DSM, Leal LF, Martinelli CE, De Castro M,
etal. IGF2 and IGFIR in Pediatric Adrenocortical Tumors: Roles in Metastasis
and Steroidogenesis. Endocr Relat Cancer (2016) 23(6):481-93. doi:10.1530/
ERC-15-0426

Glick RP, Lichtor T, Unterman TG. Insulin-Like Growth Factors in Central
Nervous System Tumors. J Neurooncol (1997) 35(3):315-25. doi: 10.1023/
A:1005876819455

Aleksic T, Chitnis MM, Perestenko OV, Gao S, Thomas PH, Turner GD,
et al. Type 1 IGF Receptor Translocates to the Nucleus of Human Tumor
Cells. Cancer Res (2010) 70(16):6412-9. doi: 10.1158/0008-5472.CAN-10-
0052

Sehat B, Tofigh A, Lin Y, Trocmé E, Liljedahl U, Lagergren J, et al.
Sumoylation Mediates the Nuclear Translocation and Signaling of the IGF-
1 Receptor. Sci Signal (2010) 3(108):ral0. doi: 10.1126/scisignal.2000628
Sarfstein R, Pasmanik-Chor M, Yeheskel A, Edry L, Shomron N, Warman N,
et al. Insulin-Like Growth Factor-I Receptor (IGF-IR) Translocates to Nucleus
and Autoregulates IGF-IR Gene Expression in Breast Cancer Cells. J Biol
Chem (2012) 287(4):2766-76. doi: 10.1074/jbc.M111.281782

van Gaal JC, Roeffen MHS, Flucke UE, van der Laak JAWM, van der Heijden
G, de Bont ESJM, et al. Simultaneous Targeting of Insulin-Like Growth
Factor-1 Receptor and Anaplastic Lymphoma Kinase in Embryonal and
Alveolar Rhabdomyosarcoma: A Rational Choice. Eur ] Cancer (2013) 49
(16):3462-70. doi: 10.1016/j.ejca.2013.06.022

Palmerini E, Benassi MS, Quattrini I, Pazzaglia L, Donati D, Benini S, et al.
Prognostic and Predictive Role of CXCR4, IGF-1R and Ezrin Expression in
Localized Synovial Sarcoma: Is Chemotaxis Important to Tumor Response?
Orphanet ] Rare Dis (2015) 10:6. doi: 10.1186/s13023-014-0222-5

Asmane I, Watkin E, Alberti L, Duc A, Marec-Berard P, Ray-Coquard I, et al.
Insulin-Like Growth Factor Type 1 Receptor (IGF-1R) Exclusive Nuclear
Staining: A Predictive Biomarker for IGF-1R Monoclonal Antibody (Ab)
Therapy in Sarcomas. Eur ] Cancer (2012) 48(16):3027-35. doi: 10.1016/
j.€jca.2012.05.009

Clément F, Martin A, Venara M, de Lujan Calcagno M, Matho C, Maglio S,
et al. Type 1 IGF Receptor Localization in Paediatric Gliomas: Significant
Association With WHO Grading and Clinical Outcome. Horm Cancer (2018)
9(3):205-14. doi: 10.1007/s12672-018-0328-7

Mulvihillt M, Cooke A, Rosenfeld-Franklin M, Buck E, Foreman K, Landfair
D, et al. Discovery of OSI-906: A Selective and Orally Efficacious Dual
Inhibitor of the IGF-1 Receptor and Insulin Receptor. Future Med Chem
(2009) 1(6):1153-71. doi: 10.4155/fmc.09.89

Fernandez MC, Venara M, Nowicki S, Chemes HE, Barontini M, Pennisi PA.
Igf-I Regulates Pheochromocytoma Cell Proliferation and Survival in Vitro
and in Vivo. Endocrinol (2012) 153(8):3724-34. doi: 10.1210/en.2012-1107
Gorga A, Rindone GM, Regueira M, Pellizzari EH, Camberos MC, Cigorraga
SB, et al. Ppary Activation Regulates Lipid Droplet Formation and Lactate
Production in Rat Sertoli Cells. Cell Tissue Res (2017) 369(3):611-24. doi:
10.1007/s00441-017-2615-y

Bligh EG, Dyer WJ. A Rapid Method of Total Lipid Extraction and
Purification. Can J Biochem Physiol (1959) 37(8):911-7. doi: 10.1139/059-099
Nih, Od, Oer, Olaw. GUIDE LABORATORY ANIMALS for the CARE and USE
of Eighth Edition Committee for the Update of the Guide for the Care and Use
of Laboratory Animals Institute for Laboratory Animal Research Division on

33.

34.

35.

36.

37.

38.

39.

40.

41.

42.

43.

44.

45.

46.

47.

48.

49.

50.

51.

52.

Earth and Life Studies. Washington DC: The National Academies Press,
(2011).

Jensen MM, Jorgensen JT, Binderup T, Kjaer A. Tumor Volume in
Subcutaneous Mouse Xenografts Measured by Microct is More Accurate
and Reproducible Than Determined by 18F-FDG-Micropet or External
Caliper. BMC Med Imaging 2008/10/18 (2008) 8:16. doi: 10.1186/1471-
2342-8-16

Mauro L, Salerno M, Morelli C, Boterberg T, Bracke ME, Surmacz E. Role of
the IGF-I Receptor in the Regulation of Cell-Cell Adhesion: Implications in
Cancer Development and Progression. J Cell Physiol (2003) 194(2):108-16.
doi: 10.1002/jcp.10207

Werner H. Tumor Suppressors Govern Insulin-Like Growth Factor Signaling
Pathways: Implications in Metabolism and Cancer. Oncogene (2012) 31
(22):2703-14. doi: 10.1038/0nc.2011.447

Jensen RL, Chkheidze R. The Role of Glucose Transporter-1 (GLUT-1) in
Malignant Gliomas. In: Tumors of the Central Nervous System, vol. Volume 1. .
Dordrecht: Springer Netherlands (2011). p. 99-108.

Valvona CJ, Fillmore HL, Nunn PB, Pilkington GJ. The Regulation and
Function of Lactate Dehydrogenase a: Therapeutic Potential in Brain Tumor.
Brain Pathol (2016) 26(1):3-17. doi: 10.1111/bpa.12299

Wieland OH. The Mammalian Pyruvate Dehydrogenase Complex: Structure
and Regulation. Rev Physiol Biochem Pharmacol (1983) 96:123-70. doi:
10.1007/BFb0031008

Ward PS, Thompson CB. Metabolic Reprogramming: A Cancer Hallmark
Even Warburg did Not Anticipate. Cancer Cell (2012) 21:297-308. doi:
10.1016/j.ccr.2012.02.014

Menendez JA, Lupu R. Fatty Acid Synthase and the Lipogenic Phenotype in
Cancer Pathogenesis. Nat Rev Cancer (2007) 7:763777. doi: 10.1038/nrc2222
Ohkuni A, Ohno Y, Kihara A. Identification of Acyl-Coa Synthetases Involved
in the Mammalian Sphingosine 1-Phosphate Metabolic Pathway. Biochem
Biophys Res Commun (2013) 442(3-4):195-201. doi: 10.1016/
j.bbrc.2013.11.036

Watanabe R, Wei L, Huang J. Mtor Signaling, Function, Novel Inhibitors, and
Therapeutic Targets. ] Nucl Med (2011) 52(4):497-500. doi: 10.2967/
jnumed.111.089623

Currie E, Schulze A, Zechner R, Walther TCC, Farese RVV. Cellular Fatty
Acid Metabolism and Cancer. Cell Metab Aug (2013) 18(2):153-61. doi:
10.1016/j.cmet.2013.05.017

Bensaad K, Favaro E, Lewis CAA, Peck B, Lord S, Collins JMM, et al. Fatty
Acid Uptake and Lipid Storage Induced by HIF-1o. Contribute to Cell Growth
and Survival After Hypoxia-Reoxygenation. Cell Rep (2014) 9(1):349-65. doi:
10.1016/j.celrep.2014.08.056

Allen M, Bjerke M, Edlund H, Nelander S, Westermark B. Origin of the
U87MG Glioma Cell Line: Good News and Bad News. Sci Transl Med (2016) 8
(354):354re3. doi: 10.1126/scitranslmed.aaf6853

Maris C, D’haene N, Tré Pant A-L, Le Mercier M, Sauvage S, Allard J, et al.
IGF-IR: A New Prognostic Biomarker for Human Glioblastoma (2015).
Available at: www.bjcancer.com.

Schiffman JD, Hodgson JG, VandenBerg SR, Flaherty P, Polley YC, Yu M,
et al. Oncogenic BRAF Mutation With CDKN2A Inactivation is
Characteristic of a Subset of Pediatric Malignant Astrocytomas. Cancer Res
(2010) 70(2):512-9. doi: 10.1158/0008-5472.CAN-09-1851

Mueller S, Phillips J, Onar-Thomas A, Romero E, Zheng S, Wiencke JK, et al.
PTEN Promoter Methylation and Activation of the PI3K/Akt/Mtor Pathway
in Pediatric Gliomas and Influence on Clinical Outcome. Neuro Oncol (2012)
14(9):1146-52. doi: 10.1093/neuonc/nos140

Lackey J, Barnett J, Davidson L, Batty IH, Leslie NR, Downes CP. Loss of
PTEN Selectively Desensitizes Upstream IGF1 and Insulin Signaling.
Oncogene (2007) 26:71327142. doi: 10.1038/sj.onc.1210520

Warsito D, Sjostrom S, Andersson S, Larsson O, Sehat B. Nuclear IGF1R is a
Transcriptional Co-Activator of LEF1/TCF. EMBO Rep (2012) 13(3):244250.
doi: 10.1038/embor.2011.251

Park JC, Chang IB, Ahn JH, Kim JH, Song JH, Moon SM, et al. Nerve Growth
Factor Stimulates Glioblastoma Proliferation Through Notchl Receptor
Signaling. J Korean Neurosurg Soc (2018) 61(4):441-9. doi: 10.3340/
jkns.2017.0219

Jones DM, Tucker BA, Rahimtula M, Mearow KM. The Synergistic Effects of
NGF and IGF-1 on Neurite Growth in Adult Sensory Neurons: Convergence

Frontiers in Endocrinology | www.frontiersin.org

April 2022 | Volume 13 | Article 849279


https://doi.org/10.1016/j.ghir.2014.03.006
https://doi.org/10.1016/j.ghir.2014.03.006
https://doi.org/10.1530/JME-17-0311
https://doi.org/10.3390/biom11040531
https://doi.org/10.1002/jcp.1041640126
https://doi.org/10.3233/BD-2003-18106
https://doi.org/10.1530/ERC-15-0426
https://doi.org/10.1530/ERC-15-0426
https://doi.org/10.1023/A:1005876819455
https://doi.org/10.1023/A:1005876819455
https://doi.org/10.1158/0008-5472.CAN-10-0052
https://doi.org/10.1158/0008-5472.CAN-10-0052
https://doi.org/10.1126/scisignal.2000628
https://doi.org/10.1074/jbc.M111.281782
https://doi.org/10.1016/j.ejca.2013.06.022
https://doi.org/10.1186/s13023-014-0222-5
https://doi.org/10.1016/j.ejca.2012.05.009
https://doi.org/10.1016/j.ejca.2012.05.009
https://doi.org/10.1007/s12672-018-0328-7
https://doi.org/10.4155/fmc.09.89
https://doi.org/10.1210/en.2012-1107
https://doi.org/10.1007/s00441-017-2615-y
https://doi.org/10.1139/o59-099
https://doi.org/10.1186/1471-2342-8-16
https://doi.org/10.1186/1471-2342-8-16
https://doi.org/10.1002/jcp.10207
https://doi.org/10.1038/onc.2011.447
https://doi.org/10.1111/bpa.12299
https://doi.org/10.1007/BFb0031008
https://doi.org/10.1016/j.ccr.2012.02.014
https://doi.org/10.1038/nrc2222
https://doi.org/10.1016/j.bbrc.2013.11.036
https://doi.org/10.1016/j.bbrc.2013.11.036
https://doi.org/10.2967/jnumed.111.089623
https://doi.org/10.2967/jnumed.111.089623
https://doi.org/10.1016/j.cmet.2013.05.017
https://doi.org/10.1016/j.celrep.2014.08.056
https://doi.org/10.1126/scitranslmed.aaf6853
http://www.bjcancer.com
https://doi.org/10.1158/0008-5472.CAN-09-1851
https://doi.org/10.1093/neuonc/nos140
https://doi.org/10.1038/sj.onc.1210520
https://doi.org/10.1038/embor.2011.251
https://doi.org/10.3340/jkns.2017.0219
https://doi.org/10.3340/jkns.2017.0219
https://www.frontiersin.org/journals/endocrinology
http://www.frontiersin.org/
https://www.frontiersin.org/journals/endocrinology#articles

Martin et al.

Nuclear IGF1R in High-Grade Gliomas

53.

54.

55.

56.

57.

58.

59.

60.

61.

62.

63.

64.

65.

66.

67.

on the PI 3-Kinase Signaling Pathway. ] Neurochem (2003) 86(5):1116-28.
doi: 10.1046/j.1471-4159.2003.01925.x

Penman CL, Faulkner C, Lowis SP, Kurian KM. Current Understanding of
BRAF Alterations in Diagnosis, Prognosis, and Therapeutic Targeting in
Pediatric Low-Grade Gliomas. Front Oncol (2015) 5:54. doi: 10.3389/
fonc.2015.00054

Li H, Batth IS, Qu X, Xu L, Song N, Wang R, et al. IGF-IR Signaling in
Epithelial to Mesenchymal Transition and Targeting IGF-IR Therapy:
Overview and New Insights. Mol Cancer (2017) 16(1):6. doi: 10.1186/
§12943-016-0576-5

Ni D, Liu J, Hu Y, Liu Y, Gu Y, Zhou Q, et al. AICF-Axin2 Signal Axis
Regulates Apoptosis and Migration in Wilms Tumor-Derived Cells Through
Wnt/B-Catenin Pathway. Vitr Cell Dev Biol - Anim (2019) 55(4):252-9. doi:
10.1007/s11626-019-00335-6

Wu ZQ, Brabletz T, Fearon E, Willis AL, Hu CY, Li XY, et al. Canonical Wnt
Suppressor, Axin2, Promotes Colon Carcinoma Oncogenic Activity. Proc Natl
Acad Sci U S A (2012) 109(28):11312-7. doi: 10.1073/pnas.1203015109
Hiraki Y, Rosen OM, Birnbaum M]J. Growth Factors Rapidly Induce
Expression of the Glucose Transporter Gene. J Biol Chem (1988) 263
(27):13655-62. doi: 10.1016/S0021-9258(18)68291-2

Agnihotri S, Zadeh G. Metabolic Reprogramming in Glioblastoma: The
Influence of Cancer Metabolism on Epigenetics and Unanswered Questions.
Neuro Oncol (2016) 18(2):160-72. doi: 10.1093/neuonc/nov125

Aleksic T, Gray N, Wu X, Rieunier G, Osher E, Mills ], et al. Nuclear IGFIR
Interacts With Regulatory Regions of Chromatin to Promote RNA
Polymerase II Recruitment and Gene Expression Associated With
Advanced Tumor Stage. Cancer Res (2018) 78(13):3497-509. doi: 10.1158/
0008-5472.CAN-17-3498

Yang H, Li TWH, Peng J, Mato JM, Lu SC. Insulin-Like Growth Factor 1
Activates Methionine Adenosyltransferase 2A Transcription by Multiple
Pathways in Human Colon Cancer Cells. Biochem ] (2011) 436(2):507-16.
doi: 10.1042/BJ20101754

Zhang Y, Feng XH, Derynck R. Smad3 and Smad4 Cooperate With C-Jun/C-
Fos to Mediate TGF-B-Induced Transcription. Nature (1998) 394(6696):909—
13. doi: 10.1038/29814

Rodriguez-Garcia A, Samso P, Fontova P, Simon-Molas H, Manzano A,
Castano E, et al. TGF-B1 Targets Smad, P38 MAPK, and PI3K/Akt Signaling
Pathways to Induce PFKFB3 Gene Expression and Glycolysis in Glioblastoma
Cells. FEBS ] (2017) 284(20):3437-54. doi: 10.1111/febs.14201

Deng ZH, Gomez TS, Osborne DG, Phillips-Krawczak CA, Zhang JS,
Billadeau DD. Nuclear FAM21 Participates in NF-Kb-Dependent Gene
Regulation in Pancreatic Cancer Cells. J Cell Sci (2015) 128(2):373-84. doi:
10.1242/jcs. 161513

Wang X, Liu R, QuX, Yu H, Chu H, Zhang Y, et al. A-Ketoglutarate-Activated
NEF-Kb Signaling Promotes Compensatory Glucose Uptake and Brain Tumor
Development. Mol Cell (2019) 76(1):148-62. doi: 10.1016/
j.molcel.2019.07.007

Fan ], Hitosugi T, Chung T-W, Xie J, Ge Q, Gu T-L, et al. Tyrosine
Phosphorylation of Lactate Dehydrogenase a is Important for NADH/NAD
+ Redox Homeostasis in Cancer Cells. Mol Cell Biol (2011) 31(24):4938-50.
doi: 10.1128/MCB.06120-11

Tao BB, He H, Shi XH, Wang CL, Li WQ, Li B, et al. Up-Regulation of USP2a
and FASN in Gliomas Correlates Strongly With Glioma Grade. J Clin Neurosci
(2013) 20(5):717-20. doi: 10.1016/j.jocn.2012.03.050

Soukupova J, Malfettone A, Hyrossova P, Hernandez-Alvarez MI, Pefiuelas-
Haro I, Bertran E, et al. Role of the Transforming Growth Factor-B in

Regulating Hepatocellular Carcinoma Oxidative Metabolism. Sci Rep (2017)
7:12486. doi: 10.1038/s41598-017-12837-y

Bhasker CR, Friedmann T. Insulin-Like Growth Factor-1 Coordinately
Induces the Expression of Fatty Acid and Cholesterol Biosynthetic Genes in
Murine C2C12 Myoblasts. BMC Genomics (2008) 9:535. doi: 10.1186/1471-
2164-9-535

Smith TM, Cong Z, Gilliland KL, Clawson GA, Thiboutot DM. Insulin-Like
Growth Factor-1 Induces Lipid Production in Human SEB-1 Sebocytes via
Sterol Response Element-Binding Protein-1. J Invest Dermatol (2006) 126
(6):1226-32. doi: 10.1038/sj.jid.5700278

Griffin MJ, Sul HS. Insulin Regulation of Fatty Acid Synthase Gene
Transcription: Roles of USF and SREBP-1c. IUBMB Life (2004) 56(10):595-
600. doi: 10.1080/15216540400022474

Mashek DG, McKenzie MA, Van Horn CG, Coleman RA. Rat Long Chain
Acyl-Coa Synthetase 5 Increases Fatty Acid Uptake and Partitioning to
Cellular Triacylglycerol in Mcardle-RH7777 Cells. J Biol Chem (2006) 281
(2):945-50. doi: 10.1074/jbc.M507646200

Sugimoto H, Banchio C, Vance DE. Transcriptional Regulation of
Phosphatidylcholine Biosynthesis. Prog Lipid Res (2008) 47(3):204-20. doi:
10.1016/j.plipres.2008.01.002

Cruz ALS, Barreto E de A, Fazolini NPB, Viola JPB, Bozza PT. Lipid Droplets:
Platforms With Multiple Functions in Cancer Hallmarks. Cell Death Dis
(2020) 11:105. doi: 10.1038/s41419-020-2297-3

Manning BD, Cantley LC. Akt/Pkb Signaling: Navigating Downstream. Cell
(2007) 129(7):1261-74. doi: 10.1016/j.cell.2007.06.009

Janssen JAMJL. Cells New Insights From IGF-IR Stimulating Activity Analyses:
Pathological Considerations 1 . Available at: www.mdpi.com/journal/cells.
Irannejad R, Tsvetanova NG, Lobingier BT, von Zastrow M. Effects of
Endocytosis on Receptor-Mediated Signaling. Curr Opin Cell Biol (2015)
35:137-43. doi: 10.1016/j.ceb.2015.05.005

Rieger L, O’Shea S, Godsmark G, Stanicka ], Kelly G, O’Connor R. IGF-1
Receptor Activity in the Golgi of Migratory Cancer Cells Depends on
Adhesion-Dependent Phosphorylation of Tyr(1250) and Tyr(1251). Sci
Signal (2020) 13(633):eaba3176. doi: 10.1126/scisignal.aba3176

Seely BL, Samimi G, Webster NJG. Retroviral expression of a kinase-defective
IGF-I receptor suppresses growth and causes apoptosis of CHO and U87 cells
in-vivo. BMC Cancer (2002) 2:15. doi: 10.1186/1471-2407-2-15

68.

69.

70.

71.

72.

73.

74.
75.

76.

77.

78.

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

Publisher’s Note: All claims expressed in this article are solely those of the authors
and do not necessarily represent those of their affiliated organizations, or those of
the publisher, the editors and the reviewers. Any product that may be evaluated in
this article, or claim that may be made by its manufacturer, is not guaranteed or
endorsed by the publisher.

Copyright © 2022 Martin, Fernandez, Cattaneo, Schuster, Venara, Clément,
Berenstein, Lombardi, Bergadd, Gutierrez, Marti, Gonzalez-Baro and Pennisi. This
is an open-access article distributed under the terms of the Creative Commons
Attribution License (CC BY). The use, distribution or reproduction in other forums is
permitted, provided the original author(s) and the copyright owner(s) are credited and
that the original publication in this journal is cited, in accordance with accepted
academic practice. No use, distribution or reproduction is permitted which does not
comply with these terms.

Frontiers in Endocrinology | www.frontiersin.org

April 2022 | Volume 13 | Article 849279


https://doi.org/10.1046/j.1471-4159.2003.01925.x
https://doi.org/10.3389/fonc.2015.00054
https://doi.org/10.3389/fonc.2015.00054
https://doi.org/10.1186/s12943-016-0576-5
https://doi.org/10.1186/s12943-016-0576-5
https://doi.org/10.1007/s11626-019-00335-6
https://doi.org/10.1073/pnas.1203015109
https://doi.org/10.1016/S0021-9258(18)68291-2
https://doi.org/10.1093/neuonc/nov125
https://doi.org/10.1158/0008-5472.CAN-17-3498
https://doi.org/10.1158/0008-5472.CAN-17-3498
https://doi.org/10.1042/BJ20101754
https://doi.org/10.1038/29814
https://doi.org/10.1111/febs.14201
https://doi.org/10.1242/jcs.161513
https://doi.org/10.1016/j.molcel.2019.07.007
https://doi.org/10.1016/j.molcel.2019.07.007
https://doi.org/10.1128/MCB.06120-11
https://doi.org/10.1016/j.jocn.2012.03.050
https://doi.org/10.1038/s41598-017-12837-y
https://doi.org/10.1186/1471-2164-9-535
https://doi.org/10.1186/1471-2164-9-535
https://doi.org/10.1038/sj.jid.5700278
https://doi.org/10.1080/15216540400022474
https://doi.org/10.1074/jbc.M507646200
https://doi.org/10.1016/j.plipres.2008.01.002
https://doi.org/10.1038/s41419-020-2297-3
https://doi.org/10.1016/j.cell.2007.06.009
http://www.mdpi.com/journal/cells
https://doi.org/10.1016/j.ceb.2015.05.005
https://doi.org/10.1126/scisignal.aba3176
https://doi.org/10.1186/1471-2407-2-15
http://creativecommons.org/licenses/by/4.0/
http://creativecommons.org/licenses/by/4.0/
https://www.frontiersin.org/journals/endocrinology
http://www.frontiersin.org/
https://www.frontiersin.org/journals/endocrinology#articles

	Type 1 Insulin-Like Growth Factor Receptor Nuclear Localization in High-Grade Glioma Cells Enhances Motility, Metabolism, and In Vivo Tumorigenesis
	Introduction
	Materials and Methods
	Site-Directed Mutagenesis
	Cell Line
	Stable Transfection and Selection of Cell Lines
	IGF1R Inhibition OSI906
	IGFI Stimulation
	IGF1R Nuclear Translocation
	Proliferation Assay
	Cell Cycle by Flow Cytometry
	Cell Migration Assay
	Measurement of Lactate Dehydrogenase Activity
	Lipid Droplets
	Thin-Layer Chromatography: Metabolic Labeling and Phospholipid Analysis
	Western Blotting
	Real-Time PCR
	Microarray Data Analysis
	Glioblastoma Xenografts
	OSI906 treatment
	Sample Size Calculation
	Statistical Analysis

	Results
	Characterization of U87 Cell Lines Overexpressing Wild-Type and Mutant IGF1R
	IGF1R Nuclear Localization Increases Motility But Has No Effects Over Glioma Cell Proliferation
	IGF1R Nuclear Localization Stimulates Glioma Cell Metabolism by Increasing Glucose Uptake and the Novo Lipid Synthesis
	Gene Expression Analysis Performed by Microarray Studies Supports Our In Vitro Experimental Results
	IGF1R Nuclear Localization in Glioma Cells Shortens Tumor Latency and Contributes to Tumor Growth

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



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

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


