
Garcia et al. BMC Cancer 2014, 14:923
http://www.biomedcentral.com/1471-2407/14/923
TECHNICAL ADVANCE Open Access
The orthotopic xenotransplant of human
glioblastoma successfully recapitulates
glioblastoma-microenvironment interactions in a
non-immunosuppressed mouse model
Celina Garcia1, Luiz Gustavo Dubois1, Anna Lenice Xavier1, Luiz Henrique Geraldo1,
Anna Carolina Carvalho da Fonseca1, Ana Helena Correia2, Fernanda Meirelles4,5, Grasiella Ventura1,
Luciana Romão3, Nathalie Henriques Silva Canedo2, Jorge Marcondes de Souza2,
João Ricardo Lacerda de Menezes1, Vivaldo Moura-Neto1, Fernanda Tovar-Moll1,4,5 and Flavia Regina Souza Lima1*
Abstract

Background: Glioblastoma (GBM) is the most common primary brain tumor and the most aggressive glial tumor. This
tumor is highly heterogeneous, angiogenic, and insensitive to radio- and chemotherapy. Here we have investigated the
progression of GBM produced by the injection of human GBM cells into the brain parenchyma of immunocompetent
mice.

Methods: Xenotransplanted animals were submitted to magnetic resonance imaging (MRI) and histopathological analyses.

Results: Our data show that two weeks after injection, the produced tumor presents histopathological characteristics
recommended by World Health Organization for the diagnosis of GBM in humans. The tumor was able to produce reactive
gliosis in the adjacent parenchyma, angiogenesis, an intense recruitment of macrophage and microglial cells, and presence
of necrosis regions. Besides, MRI showed that tumor mass had enhanced contrast, suggesting a blood–brain barrier
disruption.

Conclusions: This study demonstrated that the xenografted tumor in mouse brain parenchyma develops in a very similar
manner to those found in patients affected by GBM and can be used to better understand the biology of GBM as well as
testing potential therapies.
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Background
Glioblastoma (GBM) represents the most common pri-
mary brain tumor and the most aggressive glial tumor,
leading to poor prognosis for patients in whom the aver-
age survival is 12 to 14 months after diagnosis, according
to the World Health Organization (WHO). Tumor mass
is highly heterogeneous, being composed of several cell
types that include not only neoplastic cells, but also nor-
mal astrocytes and microglia, as well as cells recruited
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from the bloodstream such as endothelial cells, mono-
cytes, and lymphocytes [1-3].
Because most GBM symptoms are non-specific, GBM

diagnosis may be suggested by MRI exams, but can only be
confirmed by histopathological analysis [4-6], which in
most cases is done when patients are already in advanced
stages of the disease. Contrast enhancement and necrotic/
hemorrhagic spots are the main outputs obtained with
MRI. In addition, GBM is one of the most angiogenic tu-
mors [7,8]. The presence of glomeruloid vessels is an im-
portant feature for diagnosis through histopathological
analysis, as well as cellular atypia, necrosis, and mitotic
figures [9,10].
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Glioblastoma progression is highly impacted by the brain
microenvironment. Microglia, brain macrophages, and infil-
trating macrophages associated with this tumor compose
approximately 30% of tumor mass, and display an amoeboid
morphology typical of activated macrophagic cells [11,12].
Astrocytes and endothelial cells also interact with the tumor,
triggering key processes such as reactive gliosis and angio-
genesis, respectively. Currently, there is a growing body of
evidence suggesting that the brain microenvironment as a
whole favors GBM growth and spread [2,13].
At the onset of GBM, microenvironment plays an anti-

tumor role; however, once the tumor is established, tumor
cells escape immune surveillance and non-cancerous cells
begin to play a pro-tumorigenic role [14,15]. Most current
studies on GBM development have been done in nude mice
[16], in which the immune response is severely compro-
mised, thus failing to recapitulate some GBM–microenvir-
onment interactions [17]. Thus, an alternative model for
studying GBM that takes into account the immune re-
sponse is much needed for a better understanding of how
these interactions take place.
In this study, we developed an orthotopic xenotrans-

plant model of human GBM cells by inoculating im-
munocompetent mice. Our model presents important
features found in GBM patients and may further be used
to help develop novel therapeutic strategies to improve
the outcome of GBM patients.

Methods
Reagents
All culture media components as well as the secondary
antibodies conjugated with either Alexa Fluor 488 or Fluor
546 were obtained from Invitrogen–Life Technologies
(Carlsbad, CA, USA). All culture plates and flasks were
obtained from TPP (Zolstrasse, Trasadingen, Switzerland).
Glucose was purchased from Merck (Frankfurter,
Darmstadt, Germany), and Fungizone was purchased from
Bristol-Meyers Squibb (Princeton, NJ, USA). Rabbit anti-
glial fibrillary acidic protein (GFAP) and mouse anti-
Vimentin clone V9 antibodies were purchased from
DAKO (Produktionsvej, Glostrup, Denmark). Mouse anti-
CD31 antibody was purchased from Millipore (Billerica,
MA, USA). Biotinylated Griffonia simplicifolia Isolectin
B4 (IB4) was obtained from Vector (Burlingame, CA,
USA), and streptavidin-Cy3 and 4-6-diamino-2-phenylin-
dole (DAPI) were obtained from Sigma (Natik, MA,
USA). Mouse anti-IDH1–R132H antibody (clone H09)
was purchased from Dianova (Hamburg, Germany).

Animals
The use of laboratory animals in this study was approved
by the Ethics Committee of the Center for Health Sciences
(Centro de Ciências da Saúde – CCS) at the Federal Uni-
versity of Rio de Janeiro (Universidade Federal do Rio de
Janeiro – UFRJ) (Protocol No. DAHEICB 015). The “Guide
for the Care and Use of Laboratory Animals” (published by
the National Academy of Science, National Academy Press,
Washington, D.C.) was strictly followed in all experiments.
All efforts were made to minimize the number of animals
used and their suffering. Male Swiss mice (SWR/J) of 10–
14 weeks of age, inbred strain were obtained from the Bio-
medical Sciences Institute at the Federal University of Rio
de Janeiro (UFRJ).

Maintenance of the GBM cell line
The human tumor cell line GBM95 was established in our
laboratory [18]. The use of patients’ surgical specimens for
the establishment of cell lines for in vitro and in vivo
research had the written informed consent from the patients
and was approved by the Brazilian Ministry of Health Ethics
Committee, under Institutional Review Board (IRB -
Research Ethics Committee of Hospital Universitário
Clementino Fraga Filho) consent CEP-HUCFF No. 002/01.
Cells were grown and maintained in DMEM-F12 sup-

plemented with 10% FBS. Culture flasks were maintained
at 37°C in a humidified 5% CO2 and 95% air atmosphere.
Cells displaying exponential growth were detached from
the culture flasks with 0.25% trypsin/ethylene-diamine tet-
raacetic acid (EDTA) and seeded. Cultured GBM95 cells
were immunoreactive for GFAP, vimetin and nestin [18],
but not labeled by IB4 (microglial marker; not shown).

Maintenance of the human astrocyte cells
Adult primary human astrocytes were isolated from surgi-
cally resected anterior temporal lobe tissue, from patients
selected for surgical treatment of temporal-lobe epilepsy
associated with hippocampus sclerosis. The pathological
tissue targeted in surgery for these cases is the gliotic
hippocampus, and the anterior temporal lobe resection is
used merely as a surgical pathway to the diseased area. All
patients gave written consent to the use of their surgical
specimens for isolation of cortical cells (including astro-
cytes) in the study, and the procedures were approved by
the Brazilian Ministry of Health Ethics Committee under
IRB consent (CEP-HUCFF No. 060/05). As previously de-
scribed [19], only healthy cortical tissue was used to pro-
duce astrocyte cultures. Briefly, tissues were washed in
DMEM medium, mechanically dissociated, chopped into
small pieces with a sterile scalpel, and incubated in 10 mL
of 0.25% trypsin solution at 37°C for 10 min. After centri-
fugation for 10 min, the cell pellet was resuspended in
DMEM/F12 growth medium supplemented with 10% fetal
calf serum (FCS), and plated onto tissue culture plates in a
humidified 5% CO2, 95% air atmosphere at 37°C for
2 hours in order to achieve adherence of microglial cells.
The nonadherent astrocytes were transferred into other
culture plates, previously coated with poly-L-lysine. Ad-
herent astrocytes were allowed to grow by replacing the
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medium once a week. New passages of cells were gener-
ated by harvesting confluent astrocyte cultures using
trypsin-EDTA solution (0.25% trypsin with EDTA; Invitro-
gen, Carlsbad, CA, USA). Human astrocytes from up to
the third passage were used in this study and expressed
the human leukocyte antigen (HLA) and typical astrocyte
markers, such as GFAP and glutamate-aspartate trans-
porter (GLAST) attesting to their human and astrocytic
nature [19].

In vivo mouse glioma model
Male Swiss mice of 10–14 weeks of age weighing 30–35
grams were used. Mice were anesthetized with diazepam
(5 mg/kg i.m.), ketamine (100 mg/kg i.m.), and xylasine
(25 mg/kg i.m.), and then a brain midline incision was
made on the scalp. A small hole was drilled in the skull at
stereotaxic coordinates: 1 mm posterior to the bregma
and +2 mm mediolateral from the midline. 5 × 105

GBM95 cells (or human astrocytes – control) were deliv-
ered in 3 μL DMEM-F12 at a depth of 3 mm with a
Hamilton (Hamilton, Reno, Nevada, USA) syringe over
30 minutes. Animals were followed and analyses were
done after 14 days after tumor cell injection. Four animals
per group (GBM or astrocytes) were used for each experi-
ment described below.

Magnetic resonance imaging
Magnetic resonance imaging (MRI) was performed 2, 7,
and 14 days after tumor cell injection. Mice were anesthe-
tized with ketamine (100 mg/kg i.m.) and xylazine
(25 mg/kg i.m.) and images were acquired with a 7-T
magnetic resonance scanner (7 T/210 horizontal Varian
scanner, Agilent Technologies). Brain images were ob-
tained using a Fast-Spin-Echo (FSE) T2 weighted (TE/TR:
15/2000 ms; matrix: 128×128; slice thickness: 1 mm; with
no gap; 12 averages), a FSE proton density (PD) (TE/TR:
10/2000 ms; matrix: 128x128; slice thickness: 1 mm; no
gap; 12 averages) and Spin-Echo (SE) T1 weighted (TE/
TR: 15/250 ms; matrix: 128x128; slice thickness: 1 mm;
with no gap; 12 averages) sequences in the axial (field of
view: 21.3 mm × 22.3 mm, in plane resolution: 0,166 mm
/ 0,174 mm), coronal (field of view: 25.4 mm × 25.4 mm,
in plane resolution: 0,198 mm / 0,198 mm), and sagittal
(field of view: 25.6 mm × 25.6 mm, in plane resolution:
0,20 mm / 0,20 mm) planes, before and after gadolinium
injection (0.05 M/Kg i.p.).
Prior to image analysis, datasets were inspected for arti-

facts and the brain morphology and tumor characteristics
were evaluated. Data processing was performed using
MRIcro-Software (http://www.mccauslandcenter.sc.edu) in
order to quantify MRI-hyperintensity volume tumor in each
animal scanned 7 days and 15 days after human GBM injec-
tion. Regions of interest were manually defined on consecu-
tive slices by two investigators on T2-weighted images
before gadolinium administration and PD and T1 images
after gadolinium injection, obtained from three independent
experiments. Graphics were assembled using GraphPad
Prism 5.
Tissue processing
Fourteen days after tumor cell injection, mice were
anesthetized and transcardially perfused with 4% para-
formaldehyde (PFA) in phosphate-buffered saline (PBS)
for perfusion-fixation. Brains were dissected, post-fixed
in cold 4% PFA for 24 hours, and stored at 4°C before
processing. Tissues were dehydrated in graded ethanol
series (30%, 40%, 50%, and 60% for 30 minutes, and then
70%, 80%, and 90% for 1 hour, and finally 100% twice
for 1 hour each time), followed by xylene overnight at
room temperature. Brains were then embedded in paraf-
fin for 3 hours at 67°C. Coronal sections were cut (5 μm
thick) on a microtome. Slices were stained with
hematoxylin and eosin and photographed using Nikon
Eclipse T300 and LABOMED Luxeo 4D microscopes.
The original hematoxylin-eosin stained histopatho-
logical slices of the patient’s biopsy upon which the
diagnosis of glioblastoma was made were also retrieved
from pathology files (Hospital Universitário Clementino
Fraga Filho (HUCFF)/UFRJ) and reviewed, as well as
photographed using the same microscope.
Immunohistochemistry
For immunohistochemistry analysis, brains were quickly
excised after perfusion-fixation as described above and
serially sectioned at 50 μm. The sections were washed
with PBS and incubated with 10% NGS diluted in PBS
with 0.3% triton X-100 for 90 minutes. They were then
incubated with GFAP (1:400), CD31(1:100), Vimentin
(1:400) antibodies and with biotinylated IB4 (1:100)
overnight at 4°C, then washed again with PBS and incu-
bated with secondary antibodies conjugated with Alexa
Fluor 488 or 546 (1:400) and streptavidin-Cy3 (1:400)
for 2 hours. The sections were counterstained with
DAPI and coverslipped with fluoromount. Negative
controls were performed with non-immune rabbit IgG.
Slices were imaged using a confocal microscope (Leica
TCS-SP5) equipped with a 63x NA 1.40 oil-immersion
objective. Image processing was done using Adobe
Photoshop. Immunohistochemical staining was also
performed with IDH1 antibody (1:10,000) in 4 μm thick
tissue sections from paraffin blocks. The Universal LSAB™2
Kit/HRP, rabbit/Mouse-K0675 (Dako, Carpenteria, CA,
USA) detection system was used. Negative control con-
sisted of the reaction performed without primary antibody
and positive control consisted of a case of grade II
oligodendroglioma.
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Results
Human glioblastoma xenograft growth in
immunocompetent mice brain
In order to evaluate human GBM progression in immuno-
competent mouse brains, we performed MRI and histo-
pathological analysis. MRI performed 2 days after GBM cell
implantation did not reveal blood–brain barrier (BBB) dis-
ruption (data not shown). However, MRI performed 7 and
14 days after tumor cell injection confirmed tumor growth
and mass formation with BBB disruption (Figure 1J–L;
Additional file 1). Figure 1 shows an axial view of a tumor-
bearing brain and Additional file 1 shows the increase of
the tumor mass volume at 7 and 14 days after cell injection.
In addition, two weeks after GBM cell injection, the MRI
also revealed hemorrhage and necrosis in the core of the
Figure 1 Magnetic resonance imaging (MRI) 14 days after GBM95 cell t
superior-inferior sequence of the mouse brain shows a shift in brain midline a
contrast administration, enhanced contrast reflecting blood–brain barrier disru
(E–H). Scheme depicts the injection site of GBM95 cells in mouse brain. Data
tumor mass, which was confirmed by later histological ana-
lyses. These MRI aspects are similar to those commonly
found in patients with GBM [5]. Furthermore, histological
analyses showed that the xenografted tumor infiltrates the
brain parenchyma, forming a solid tumor mass (Figure 2A),
and presents all microscopic histopathological features
required for the diagnosis of GBM according to the WHO
classification [1,4,20], namely cellular atypia, presence
of mitotic figures, endothelial vascular proliferation includ-
ing formation of glomeruloid vessels, and/or necrosis
(Figures 2A–C). The same characteristics were detected
in the patient’s original biopsy material (Figure 2E). In
contrast, injections of healthy human astrocytes did not
induce tumor mass development at 14 (Figure 2D) or
30 days (see Additional file 2) after injection of these
ransplantation into one representative mouse brain. (A–D) T2
nd collapse of lateral ventricles. (I–L) T1 superior-inferior sequence after
ption in comparison to T1 sequence before contrast administration
are representative of four separate experiments.



Figure 2 Histopathological and immunohistochemical characteristics of the tumor mass within mouse brain parenchyma 14 days after cell
implantation, and of the original patient’s biopsy. A, Neoplastic cells forming a circumscribed solid tumor mass into brain tissue (black asterisk);
the blue asterisk indicates a necrosis area in the core of the tumor mass. B, Neoplastic cells showing prominent anaplasia and mitotic figures (arrow >
inset). C, Glomeruloid vessels (*). D, Human astrocytes inoculated in mouse brain; no tumoral mass is formed. Data are representative of four separate
experiments. E, Microscopic analysis of the patient’s original biopsy showing anaplastic cells (*, top right) and tumoral necrosis (bottom left). F and G,
Negative immunostaining for IDH1–R132H mutation in both tumor mass within mouse brain parenchyma (F) and in patient’s biopsy material (G). H,
Grade II oligodendroglioma, a positive control case of the IDH1–R132H mutation. Scale bars, 100 μm (A); 50 μm (B, E, H); 80 μm (C, D); 30 μm (F, G).
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cells. In addition, we performed xenografts using another
human tumor cell line, the GBM02 [18] injected in a dis-
tinct mouse strain (C57/Black6), and the results were similar
to those found in this work (data not shown).

Xenografted GBM cells show the same negative result for
IDH1–R132H mutation as the original tumor
Since glioblastoma cases negative for IDH1 mutation tend
to be those primary and more aggressive glioblastomas
[21], we evaluated the presence of IDH1–R132H mutation
by immunohistochemistry in order to verify if the tumor
cells injected in mouse brain tissue were able to maintain
this same characteristic from the original tumor. Both ma-
terials proved to be negative for IDH1–R132H mutation
(Figure 2F–H).

Xenografted GBM cells express human vimentin and
promote reactive gliosis in mouse brain tissue
We confirmed the human origin of the tumor in the
mouse brain two weeks after inoculation using a specific
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antibody that recognizes human vimentin (Figure 3A, B). As
expected, no vimentin+ cells were observed in the contralat-
eral hemisphere (not shown). GBM induces reactive gliosis
in surrounding brain tissues, which is characterized by mor-
phological changes, increase in GFAP immunoreactivity and
cellular distribution, besides the release of pro-inflammatory
cytokines [22,23]. In Figure 3E–F, GFAP+ reactive cells
present an unusual palisade-like distribution irradiating from
the borders of tumor mass, whereas GFAP-stained astro-
cytes present regular morphology in the contralateral hemi-
sphere (Figure 3C, D).
Figure 3 The tumor expresses human vimentin (hVim) and induces re
injected in the striatum of immunecompetent mice 14 days before the imm
tumor mass (A), depicted by cell nuclei atypia (DAPI counterstaining in cya
line, inset, and arrowheads) attest human origin of the tumor. (C–D) GFAP
stellate morphology. (E–F) In contrast, in the injected hemisphere, GFAP+ c
from the core of the tumor mass (delimited by the dashed line and indicat
bar, 40 μm. cc = corpus callosum; lv = lateral ventricle; Str = striatum.
Xenografted tumor is highly angiogenic
Glioblastoma is one of the most angiogenic tumors,
although a marked imbalance between pro- and anti-
angiogenic factors in the tumor microenvironment results
in aberrant vessels [24]. We observed a high expression of
CD31 associated with abnormal blood vessels with fenes-
trated walls and variable diameter. The variable diameter
can also be noticed in the dissected tissue, indicating pro-
fuse angiogenesis (Figure 4). Near the necrotic area, we
can visualize enucleated endothelial cells along large cali-
ber blood vessels (Figure 4C, D). CD31 expression reveals
active gliosis in the adjacent brain parenchyma. GBM95 cells were
unohistochemical analysis. hVim staining (orange) at the core of the

n, inset) and at the border of the tumor mass (B, delimited by dashed
immunoreactivity cells in the contralateral hemisphere exhibit a
ells display a palisade arrangement of cell processes, which irradiate
ed by the asterisk). Data represent four separate experiments. Scale



Figure 4 Human GBM is highly angiogenic. (A–B) CD31 immunostaining (red) shows blood vessels displaying a regular morphology in the
contralateral hemisphere. (C–D) Disrupted wall of an irregular blood vessel (CD31+) in the injected hemisphere demonstrates a chaotic angiogenesis.
Cell nuclei counterstaining by DAPI (cyan). (C’) Macroscopic view of freshly dissected brain reveals the presence of irregular blood vessels (arrowheads)
and necrotic area (asterisk). Data represent four separate experiments. Scale bar, 40 μm.cc = corpus callosum; lv = lateral ventricle; Str = striatum.
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regular blood vessels in the contralateral hemisphere
(Figure 4A, B).

Microglia are recruited to human GBM site
In contact with tumor cells, microglia infiltrate tumor mass
and acquire an amoeboid phenotype typical of activated
macrophages [25], as seen in Figure 5D, revealed by IB4
staining. Notice that positive-vimentin (tumor) cells are not
labeled for IB4 (Figure 5C), indicating that recruited micro-
glia are exclusively originated from brain parenchyma. As
shown in Figure 5A, contralateral hemisphere presents
ramified cells, characteristic of resident microglia.

Discussion
In this study, we used an ortothopic xenotransplant
model in immunocompetent mice that was able to re-
capitulate the human GBM features as described by the
WHO [4,26].
Current studies show that using orthotopic allotransplants

of murine glioma cell lines in immunocompetent animals
results in a prominent tumor mass [27,28]. Nevertheless,
the histopathological features present in these tumors do
not reproduce the ones described in GBM patients, suggest-
ing that the allotransplanted tumor in mice cannot be com-
pared to an authentic human GBM [29].
In our model, despite the incompatibility of major

histocompatibility complex (MHC), we observed the
development of a tumor mass in immunocompetent
mice inoculated with human GBM cells. MRI analysis
of xenografted mice showed a growing tumor mass
(Additional file 1) which enhanced with MR contrast,
evidencing, BBB disruption (Figure 1), and the presence
of necrotic/hemorrhagic spots in the core of the tumor
mass, similar to what is described in GBM patients [10].
Moreover, we also observed the same histopathological
features present in GBM patients [9] as described by the
WHO (Figure 2). These similarities are compatible with
the development of human GBM tumor, as also indi-
cated by the presence of human vimentin-positive cells
in the entire tumor mass (Figure 3A).



Figure 5 Microglial cells are recruited from the mouse brain parenchyma. A, in the contralateral hemisphere we noted ramified microglia (IB4,
magenta; DAPI in cyan), whereas in the core of the tumor mass (B, DAPI in cyan) we observed hVim+ tumor cells (C, orange). D, In contact with GBM (hVim
+ cells, orange), infiltrated microglia exhibit amoeboid morphology (IB4, magenta). GBM95 cells were injected in the striatum of immunecompetent mice
14 days before the immunohistochemical analysis. Data represent four separate experiments. Scale bars, 40 μm. hVim=human vimentin. Cc = corpus
callosum; LV = lateral ventricle; Str = striatum.
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Interestingly, although the present model shares sev-
eral imaging and histological features with the GBM
commonly found in patients, we noticed that the bor-
ders of tumor mass in the mouse brain were rather cir-
cumscribed and not infiltrative (Figure 2A) like those
generally found in GBM patients. This difference, ob-
served by us and other groups that used in vivo glioma
models [30-32], may be due to a mismatch in cell sur-
face recognition proteins, mainly MHC, between mice
and humans [33]. Nevertheless, these probable differ-
ences in the tumor border in the mice did not affect
tumor development, which matched the diagnosis cri-
teria for GBM. Moreover, the fact that the tumor has
well-defined border (Figure 2A) does not invalidate the
diagnosis of a malignant neoplasia. Indeed, it resembles
the so-called malignant glioneuronal tumor (MGNT) de-
scribed by the team of Dr. Daumas-Duport as a more
superficial and fairly well-defined tumor, although highly
aggressive, causing recurrence and patient death [34].
The MGNT is classified by the WHO as a GBM.
The humanized mouse model, in which immunodefi-

cient mice are engrafted with human hematopoietic cells
or tissues, or mice that transgenically express human
genes [35,36], could be an alternative to deal with the
problem of the mismatch between mouse and human
MHC. Despite the advantages of this model, humanized
mice are onerous and they still present biological
constraints that could impair the proper function of its
immune response, i. e., innate immunity defects such as
decrease in macrophage function [37] and the lack of
human-specific adhesion molecules to improve appropri-
ate traffic of human cells [38].
We also verified that both the patient’s biopsy material

as well as the xenografted GBM cells injected into mouse
brain were negative for IDH1–R132H mutation. This re-
cently described mutation in isocitrate desidrogenase
enzyme type 1 (IDH1) seems to be frequent in diffuse gli-
omas of astrocytic and oligodendroglial lineage, as well in
those secondary glioblastomas that derive from such tu-
mors [39]. In contrast, those primary and more aggressive
glioblastomas are generally negative for IDH1 mutation,
[21] and it seems that IDH-mutation is related to progno-
sis. Our results are in accordance with those already de-
scribed, since this was a case of primary glioblastoma, and
also show that xenografts are able to keep the IDH1 muta-
tion status of highly aggressive tumors. Although there are
other types of IDH1 mutation, the antibody used detects
the most common IDH1 mutation, which occurs in ap-
proximately 90% of cases, the R132H [40]. Thus, not only
are xenotransplant cells able to reproduce histopatho-
logical characteristics of malignancy found in glioblast-
omas, they can also reproduce the molecular status of one
the most important and recently described molecular
markers of prognosis in glioblastomas.
Reactive gliosis is triggered by brain injuries and

mainly consists of morphological changes and increase
in GFAP immunoreactivity [22,23]. As expected, we
observed GFAP+ cells displaying a palisade-like arrange-
ment in contrast to stellate astrocytes, which were dis-
tributed in the contralateral hemisphere and not in the
tumor area (Figure 3A). We also observed that our
ortothopic xenotransplant model produced a highly an-
giogenic tumor mass, which is known to be essential to
deliver nutrients and oxygen to the tumor [24,41]. Add-
itionally, we observed defective CD31+ vessels that pre-
sented fenestrated walls and variable calibers (Figure 4),
indicating that angiogenesis in the tumor mass is aber-
rant, as described in GBM patients [8,42]. Altogether,
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these results indicate that this is a promising animal
model for the study of human GBM progression in vivo.
GBM triggers BBB disruption leading to the invasion of

circulating monocytes that ultimately differentiate into mac-
rophages. These macrophages and locally recruited micro-
glia integrate into the tumor mass and are known as
glioma-associated microglia/macrophages (GAM) [43,44].
GAM play pivotal roles in GBM development, affecting gli-
oma growth, spread, angiogenesis, and local immunosup-
pression [25,30]. In our study we observed a massive
infiltration of IB4+ cells displaying amoeboid phenotype,
characteristic of activated macrophagic cells (microglia and
macrophages) (Figure 5). Although IB4 is not a specific
macrophage marker because it recognizes glycan moieties
that are also present in the endothelial cell surface, we did
not observe blood vessels labeled by IB4 in the tumor mass,
possibly due to the fact that vessels within the tumor are not
exclusively derived from endothelial cells, but also from
tumor cells [7,8].
Xenotransplant GBM models are currently performed

mostly in nude mice in which inoculated cells are able to
originate a tumor mass that nevertheless fails to reproduce
all the tumor stroma. Additionally, the tumor may not
present the main histopathological hallmarks of GBM
[45,46]. Although nude animals are widely used, they rep-
resent a limited model to investigate the interactions
established between immune cells, particularly recruited
monocytes, during tumor progression [17,47]. In contrast,
our orthotopic xenotransplanted model allows fully com-
prehensive studies on the interactions established between
tumor cells and GAM. For instance, it may allow unveiling
potential events triggered by immune responses and
aimed at preventing tumor formation. Additionally, our
model may also be used to investigate the hypothesis that
cellular interactions and the release of soluble inflamma-
tory mediators in the tumor microenvironment are
coopted by tumor cells, resulting in GBM progression.
These studies would not be possible with nude animals
[17,29].
Furthermore, nude animals are highly vulnerable to the

side effects of therapeutic cancer treatments thus hamper-
ing their application in pharmacological studies [48-50].
Tests with anti-tumor drugs using our model could have a
better outcome than that obtained with nude animals. In
fact, we have recently demonstrated that Equinatoxin II, a
pore-forming toxin from sea anemones, potentiates the ef-
fects of Etoposide in the induction of GBM cell death
[51]. In this study, we used human GBM cells xenografted
in the striatum of immunocompetent mice.

Conclusions
Here we report, for the first time, the occurrence of sev-
eral hallmark features of typical human GBM in a xeno-
transplant inoculated mouse model. Our model allows
the study of molecular and cellular interactions during
GBM tumor progression that take place with active im-
mune response and may further be used to help develop
novel therapeutic strategies to improve the outcome of
GBM patients.

Additional files

Additional file 1: Figure S1. Magnetic resonance image analysis of
tumor volume at 7 and 14 days after human glioblastoma xenograft in
Swiss mice, showing the dynamics of glioblastoma’s growth. Tumor
volumes were measured on T2-weighted (T2) (before gadolinium (Gd)
injection) and on proton density (PD) images (after Gd injection). Values
are represented by median and standard error. Two-way analysis of
variance was used to compare tumor volumes at 7 and 14 days
(*p < 0.001). Data are representative of three separate experiments.

Additional file 2: Figure S2. Injections of human astrocytes did not
induce tumor mass development at 30 days after injection of these cells.
Hematoxilin–eosin staining of brain tissue. Data represent four separate
experiments. Scale bars, 100 μm (A, B); 50 μm (C, D).

Abbreviations
GBM: Glioblastoma; MRI: Magnetic resonance imaging; WHO: World Health
Organization; IB4: Biotinylated Griffonia simplicifolia Isolectin B4; DAPI:
4-6-diamino-2-phenylindole; Universidade Federal do Rio de
Janeiro – UFRJ: Federal University of Rio de Janeiro; EDTA: Ethylene-diamine
tetraacetic acid; FCS: Fetal calf serum; PFA: Paraformaldehyde;
PBS: Phosphate-buffered saline; GFAP: Glial fibrillary acidic protein;
MHC: Major histocompatibility complex; BBB: Blood–brain barrier;
GAM: Glioma-associated microglia/macrophages.

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

Authors’ contributions
CG, LGD, ALX, LHG, LR, and ACCF carried out experiments in vivo, acquisition
of data, analysis, and interpretation of data. FTM, JRLM, and AHC participated
in the design of the study. JMS collected human GBM samples. AHC, CG,
and NHSC performed histopathological analyses. FM and FTM performed
RMI analyses. GV and CG carried out analyses of confocal microscopy. VMN
and FRSL conceived of the study and participated in its design. CG, ALX,
LHG, JMS, JRLM, ACCF, AHC, FTM, and FRSL wrote the manuscript. FRSL
coordinated and helped to draft the manuscript. All authors have read and
approved the final version of the manuscript.

Acknowledgments
We thank Fabio Jorge M. da Silva, Josilane Sant’Ana and Adiel do
Nascimento for technical assistance. This work was supported by Instituto
Nacional de Neurociência Translacional (INNT)/Instituto Nacional de Ciência e
Tecnologia (INCT), Conselho Nacional de Desenvolvimento Tecnológico
(CNPq), Coordenação de Aperfeiçoamento de Pessoal de Nível Superior
(CAPES), Fundação Carlos Chagas Filho de Amparo à Pesquisa do Estado do
Rio de Janeiro (FAPERJ), Programa de Oncobiologia da Universidade Federal
do Rio de Janeiro, and Programa de Pós-Graduação em Ciências
Morfológicas (PCM), UFRJ.

Author details
1Instituto de Ciências Biomédicas, CCS – Bloco F, Universidade Federal do
Rio de Janeiro, 21949-590 Rio de Janeiro, Brazil. 2Serviço de Anatomia
Patológica/Serviço de Neurocirurgia – Hospital Universitário Clementino
Fraga Filho, Universidade Federal do Rio de Janeiro, Rio de Janeiro, Brazil.
3Universidade Federal do Rio de Janeiro/Macaé, 27930-560 Macaé, Brazil.
4D’Or Institute for Research and Education (IDOR), Rio de Janeiro, Brazil.
5National Center of Structural Biology and Bioimaging (CENABIO), 22281-100
Rio de Janeiro, Brazil.

Received: 23 July 2014 Accepted: 26 November 2014
Published: 8 December 2014

http://www.biomedcentral.com/content/supplementary/1471-2407-14-923-S1.pdf
http://www.biomedcentral.com/content/supplementary/1471-2407-14-923-S2.pdf


Garcia et al. BMC Cancer 2014, 14:923 Page 10 of 11
http://www.biomedcentral.com/1471-2407/14/923
References
1. Maher EA, Furnari FB, Bachoo RM, Rowitch DH, Louis DN, Cavenee WK,

DePinho RA: Malignant glioma: genetics and biology of a grave matter.
Genes Dev 2001, 15(11):23.

2. Charles NA, Holland E, Gilbertson R, Glass R, Kettenmann H: The brain
tumor microenvironment. Glia 2011, 59(8):11.

3. Dolecek TA, Propp JM, Stroup NE, Kruchko C: CBTRUS statistical report:
primary brain and central nervous system tumors diagnosed in the
United States in 2005–2009. Neuro Oncol 2012, 14(Suppl. 5):49.

4. Louis DN, Ohgaki H, Wiestler OD, Cavenee WK, Burger PC, Jouvet A,
Scheithauer BW, Kleihues P: The 2007 WHO classification of tumours of
the central nervous system. Acta Neuropathol 2007, 114(2):13.

5. Weller M: Novel diagnostic and therapeutic approaches to malignant
glioma. Swiss Med Wkly 2011, 141:w13210.

6. Hedlund A, Ahrén M, Gustafsson H, Abrikossova N, Warntjes M, Jönsson JI,
Uvdal K, Engström M: Gd2O3 nanoparticles in hematopoietic cells for MRI
contrast enhancement. Int J Nanomedicine 2011, 6:8.

7. Ricci-Vitiani L, Pallini R, Biffoni M, Todaro M, Invernici G, Cenci T, Maira G,
Parati EA, Stassi G, Larocca LM, De Maria R: Tumour vascularization via
endothelial differentiation of glioblastoma stem-like cells. Nature 2010,
468(7325):5.

8. Wang R, Chadalavada K, Wilshire J, Kowalik U, Hovinga KE, Geber A,
Fligelman B, Leversha M, Brennan C, Tabar V: Glioblastoma stem-like cells
give rise to tumour endothelium. Nature 2010, 468(7325):5.

9. Huse JT, Holland EC: Targeting brain cancer: advances in the molecular
pathology of malignant glioma and medulloblastoma. Nat Rev Cancer
2010, 10(5):13.

10. Woodworth DC, Pope WB, Liau LM, Kim HJ, Lai A, Nghiemphu PL,
Cloughesy TF, Ellingson BM: Nonlinear distortion correction of diffusion
MR images improves quantitative DTI measurements in glioblastoma.
J Neurooncol 2013, 116(3):8.

11. Graeber MB, Scheithauer BW, Kreutzberg GW: Microglia in brain tumors.
Glia 2002, 40(2):8.

12. Wu A, Wei J, Kong LY, Wang Y, Priebe W, Qiao W, Sawaya R, Heimberger
AB: Glioma cancer stem cells induce immunosuppressive macrophages/
microglia. Neuro Oncol 2010, 12(11):13.

13. Alves TR, Lima FR, Kahn SA, Lobo D, Dubois LG, Soletti R, Borges H, Neto
VM: Glioblastoma cells: a heterogeneous and fatal tumor interacting
with the parenchyma. Life Sci 2011, 89(15–16):8.

14. Dunn GP, Bruce AT, Ikeda H, Old LJ, Schreiber RD: Cancer immunoediting:
from immunosurveillance to tumor escape. Nat Immunol 2002, 3(11):8.

15. Lima FR, Kahn SA, Soletti RC, Biasoli D, Alves T, da Fonseca AC, Garcia C,
Romão L, Brito J, Holanda-Afonso R, Faria J, Borges H, Moura-Neto V:
Glioblastoma: therapeutic challenges, what lies ahead. Biochim Biophys
Acta 2012, 1826(2):12.

16. Moore SJ, Leung CL, Norton HK, Cochran JR: Engineering agatoxin, a
cystine-knot peptide from spider venom, as a molecular probe for
in vivo tumor imaging. PLoS One 2013, 8(4):e60498.

17. Hambardzumyan D, Parada LF, Holland EC, Charest A: Genetic modeling of
gliomas in mice: new tools to tackle old problems. Glia 2011, 59(8):14.

18. Faria J, Romão L, Martins S, Alves T, Mendes FA, de Faria GP, Hollanda R,
Takiya C, Chimelli L, Morandi V, de Souza JM, Abreu JG, Moura Neto V:
Interactive properties of human glioblastoma cells with brain neurons in
culture and neuronal modulation of glial laminin organization.
Differentiation 2006, 74:11.

19. Diniz LP, Alves-Leon SV, Tortelli V, Vargas Lopes C, Setti-Perdigão P, Stipursky
J, Kahn SA, Romão LF, de Miranda J, Alves-Leon SV, de Souza JM, Castro NG,
Panizzutti R, Gomes FC: Astrocyte-induced synaptogenesis is mediated by
transforming growth factor β signaling through modulation of D-serine
levels in cerebral cortex neurons. J Biol Chem 2012, 287(49):13.

20. Kleihues P, Sobin LH: World Health Organization classification of tumors.
Cancer 2000, 88(12):2887.

21. Yan H, Parsons DW, Jin G, McLendon R, Rasheed BA, Yuan W, Kos I, Batinic-
Haberle I, Jones S, Riggins GJ, Friedman H, Friedman A, Reardon D, Herndon
J, Kinzler KW, Velculescu VE, Vogelstein B, Bigner DD: IDH1 and IDH2
Mutations in Gliomas. N Engl J Med 2009, 360(8):765–773.

22. Zhang Z, Trautmann K, Artelt M, Burnet M, Schluesener HJ: Bone
morphogenetic protein-6 is expressed early by activated astrocytes in
lesions of rat traumatic brain injury. Neuroscience 2006, 138(1):7.

23. Rolls A, Shechter R, Schwartz M: The bright side of the glial scar in CNS
repair. Nat Rev Neurosci 2009, 10(3):7.
24. Dvorak HF, Weaver VM, Tlsty TD, Bergers G: Tumor microenvironment and
progression. J Surg Oncol 2011, 103(6):7.

25. Fonseca AC, Badie B: Microglia and Macrophages in Malignant Gliomas:
Recent Discoveries and Implications for Promising Therapies. Clin Dev
Immunol 2013, 2013:5.

26. Habberstad AH, Lind-Landström T, Sundstrøm S, Torp SH: Primary human
glioblastomas - prognostic value of clinical and histopathological
parameters. Clin Neuropathol 2012, 31(5):8.

27. Yi L, Zhou C, Wang B, Chen T, Xu M, Xu L, Feng H: Implantation of GL261
neurospheres into C57/BL6 mice: a more reliable syngeneic graft model
for research on glioma-initiating cells. Int J Oncol 2013, 43(2):12.

28. Doblas S, He T, Saunders D, Hoyle J, Smith N, Pye Q, Lerner M, Jensen RL,
Towner RA: In vivo characterization of several rodent glioma models by
1H MRS. NMR Biomed 2012, 25(4):11.

29. Lee J, Kotliarova S, Kotliarov Y, Li A, Su Q, Donin NM, Pastorino S, Purow BW,
Christopher N, Zhang W, Park JK, Fine HA: Tumor stem cells derived from
glioblastomas cultured in bFGF and EGF more closely mirror the
phenotype and genotype of primary tumors than do serum-cultured cell
lines. Cancer Cell 2006, 9(5):13.

30. Pyonteck SM, Akkari L, Schuhmacher AJ, Bowman RL, Sevenich L, Quail DF,
Olson OC, Quick ML, Huse JT, Teijeiro V, Setty M, Leslie CS, Oei Y, Pedraza A,
Zhang J, Brennan CW, Sutton JC, Holland EC, Daniel D, Joyce JA: CSF-1R
inhibition alters macrophage polarization and blocks glioma
progression. Nat Med 2013, 19(10):9.

31. Radaelli E, Ceruti R, Patton V, Russo M, Degrassi A, Croci V, Caprera F, Stortini
G, Scanziani E, Pesenti E, Alzani R: Immunohistopathological and
neuroimaging characterization of murine orthotopic xenograft models
of glioblastoma multiforme recapitulating the most salient features of
human disease. Histol Histopathol 2009, 24(7):13.

32. Brehar FM, Ciurea AV, Chivu M, Zarnescu O, Radulescu R, Dragu D: The
development of xenograft glioblastoma implants in nude mice brain.
J Med Life 2008, 1(3):12.

33. Russell PS, Chase CM, Madsen JC, Hirohashi T, Cornell LD, Sproule TJ,
Colvin RB, Roopenian DC: Coronary artery disease from isolated non-H2-
determined incompatibilities in transplanted mouse hearts.
Transplantation 2011, 91(8):6.

34. Varlet P, Soni D, Miquel C, Roux FX, Meder JF, Chneiweiss H, Daumas-
Duport C: New variants of malignant glioneuronal tumors: a
clinicopathological study of 40 cases. Neurosurgery 2004, 55(6):16.

35. Suematsu S, Watanabe T: Generation of a synthetic lymphoid tissue-like
organoid in mice. Nat Biotechnol 2004, 22(12):7.

36. Shultz LD, Lyons BL, Burzenski LM, Gott B, Chen X, Chaleff S, Kotb M, Gillies
SD, King M, Mangada J, Greiner DL, Handgretinger R: Human lymphoid
and myeloid cell development in NOD/LtSz-scid IL2R gamma null mice
engrafted with mobilized human hemopoietic stem cells. J Immunol
2005, 174(40):13.

37. Shultz LD, Ishikawa F, Greiner DL: Humanized mice in translational
biomedical research. Nat Rev Immunol 2007, 7(2):13.

38. Bajénoff M, Egen JG, Koo LY, Laugier JP, Brau F, Glaichenhaus N, Germain
RN: Stromal cell networks regulate lymphocyte entry, migration, and
territoriality in lymph nodes. Immunity 2006, 25(6):12.

39. Ichimura K, Pearson D, Kocialkowski S, Bäcklund LM, Chan R, Jones DT,
Collins VP: IDH1 mutations are present in the majority of common adult
gliomas but rare in primary glioblastomas. Neuro Oncol 2009, 11(4):8.

40. Horbinski C, Kofler J, Kelly LM, Murdoch GH, Nikiforova MN: Diagnostic use
of IDH1/2 mutation analysis in routine clinical testing of formalin-fixed,
paraffin-embedded glioma tissues. J Neuropathol Exp Neurol 2009,
68(12):7.

41. Jain RK, di Tomaso E, Duda DG, Loeffler JS, Sorensen AG, Batchelor TT:
Angiogenesis in brain tumours. Nat Rev Neurosci 2007, 8(8):13.

42. Das S, Marsden PA: Angiogenesis in glioblastoma. N Engl J Med 2013,
369(16):4.

43. Markovic DS, Glass R, Synowitz M, Rooijen NV, Kettenmann H: Microglia
stimulate the invasiveness of glioma cells by increasing the activity of
metalloprotease-2. J Neuropathol Exp Neurol 2005, 64(9):9.

44. Huysentruyt LC, Akgoc Z, Seyfried TN: Hypothesis: are neoplastic
macrophages/microglia present in glioblastoma multiforme? ASN Neuro
2011, 3(4):1759–0914.

45. Voskoglou-Nomikos T, Pater J, Seymour L: Clinical predictive value of the
in vitro cell line, human xenograft, and mouse allograft preclinical
cancer models. Clin Cancer Res 2003, 9:13.



Garcia et al. BMC Cancer 2014, 14:923 Page 11 of 11
http://www.biomedcentral.com/1471-2407/14/923
46. Sausville EA, Burger A: Contributions of human tumor xenografts to
anticancer drug development. Cancer Res 2006, 66(7):5.

47. Rodrigues JC, Zhang GG, Zhang L, Ibrahim G, Kelly JJ, Gustafson MP, Lin Y,
Dietz AB, Forsyth PA, Yong VW, Parney IF: Normal human monocytes
exposed to glioma cells acquire myeloid-derived suppressor cell-like
properties. Neuro Oncol 2010, 12(4):15.

48. Fulop GM, Phillips R: The scid mutation in mice causes a general defect in
DNA repair. Nature 1990, 347(6292):4.

49. Biedermann KA, Sun J, Giaccia AJ, Tosto LM, Brown JM: Scid mutation in
mice confers hypersensitivity to ionizing radiation and a deficiency in
DNA double-strand break repair. Proc Natl Acad Sci U S A 1991, 88:4.

50. Ishii-Ohba H, Kobayashi S, Nishimura M, Shimada Y, Tsuji H, Sado T, Ogiu T:
Existence of a threshold-like dose for gamma-ray induction of thymic
lymphomas and no susceptibility to radiation-induced solid tumors in
SCID mice. Mutat Res 2007, 619(1–2):10.

51. Kahn SA, Biasoli D, Garcia C, Geraldo LH, Pontes B, Sobrinho M, Frauches AC,
Romão L, Soletti RC, Assunção Fdos S, Tovar-Moll F, de Souza JM, Lima FR,
Anderluh G, Moura-Neto V: Equinatoxin II potentiates temozolomide- and
etoposide-induced glioblastoma cell death. Curr Top Med Chem 2013,
12(19):12.

doi:10.1186/1471-2407-14-923
Cite this article as: Garcia et al.: The orthotopic xenotransplant of human
glioblastoma successfully recapitulates glioblastoma-microenvironment
interactions in a non-immunosuppressed mouse model. BMC Cancer
2014 14:923.
Submit your next manuscript to BioMed Central
and take full advantage of: 

• Convenient online submission

• Thorough peer review

• No space constraints or color figure charges

• Immediate publication on acceptance

• Inclusion in PubMed, CAS, Scopus and Google Scholar

• Research which is freely available for redistribution

Submit your manuscript at 
www.biomedcentral.com/submit


	Abstract
	Background
	Methods
	Results
	Conclusions

	Background
	Methods
	Reagents
	Animals
	Maintenance of the GBM cell line
	Maintenance of the human astrocyte cells
	In vivo mouse glioma model
	Magnetic resonance imaging
	Tissue processing
	Immunohistochemistry

	Results
	Human glioblastoma xenograft growth in immunocompetent mice brain
	Xenografted GBM cells show the same negative result for IDH1–R132H mutation as the original tumor
	Xenografted GBM cells express human vimentin and promote reactive gliosis in mouse brain tissue
	Xenografted tumor is highly angiogenic
	Microglia are recruited to human GBM site

	Discussion
	Conclusions
	Additional files
	Abbreviations
	Competing interests
	Authors’ contributions
	Acknowledgments
	Author details
	References

