Neuro-Oncology 12(4):366-376, 2010.
doi:10.1093 /neuonc/nop033
Advance Access publication January 11, 2010

Morphologic and molecular characterization
of ATRT xenografts adapted for orthotopic

therapeutic testing

Rintaro Hashizume, Nalin Gupta, Mitchel S. Berger, Anu Banerjee, Michael D. Prados,
Jennifer Ayers-Ringler, C. David James, and Scott R. VandenBerg

Brain Tumor Research Center (R.H., N.G., M.S.B., A.B., M.D.P., J.A.-R., C.D.J.); Department of Neurological
Surgery (R.H., N.G., M.S.B., A.B., M.D.P., J.A.-R., C.D.J.); Department of Pediatrics (N.G., A.B.); Department
of Pathology, University of California—San Francisco (J.A.-R.); and Department of Pathology, University of

California, San Diego (S.R.V.)

Atypical teratoid rhabdoid tumor (ATRT) is a malig-
nant tumor of the central nervous system that most com-
monly arises in young children. The aggressive growth
and propensity for early dissemination throughout the
neuraxis confers a dismal prognosis. Large clinical
trials that could test new therapeutic agents are difficult
to conduct due to the low incidence of this cancer. For
this reason, high throughput preclinical testing with suit-
able animal models for ATRT would serve a critical
need for identifying the most efficacious treatments. In
response to this need, we have adapted ATRT cell
lines for bioluminescence imaging (BLI) of intracranial
(orthotopic) xenografts established in athymic mice.
Our results indicate that following supratentorial or
infratentorial injection in athymic mice, ATRT
cells produce rapidly growing tumors, often with intra-
ventricular spread or neuraxis dissemination. When
established as orthotopic xenografts, the tumors predo-
minantly display cells with a rhabdoid-like cellular mor-
phology that show a spectrum of immunophenotypes
similar to primary ATRT tumors. To demonstrate the
feasibility of this orthotopic ATRT xenograft model
for therapeutic testing with correlation to biomarker
analysis, we examined the responses of luciferase-modi-
fied ATRT cells to temozolomide (TMZ). These xeno-
grafts, which highly express MGMT, are resistant to
TMZ treatment when compared with an orthotopic
glioblastoma xenograft that is MGMT deficient and
responsive to TMZ. These data suggest that an orthoto-
pic ATRT xenograft model, in which BLI is used for
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monitoring tumor growth and response to therapy,
should contribute to the identification of effective thera-
peutics and regimens for treating this highly aggressive
pediatric brain tumor.
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typical teratoid rhabdoid tumors (ATRTS)

account for as much as 5% of pediatric brain

tumors and approximately 10% tumors of the
central nervous system (CNS) in infants."* While
varying among collected case descriptions, there is
typically a slight male predominance (1.3-1.4). The
average age at diagnosis ranges from 17 to 35
months and more than 90% increase before 3
years.>~® The histopathology of these polymorphic
tumors has been well documented,**”® with hallmark
features including a rhabdoid cell population
accompanied by varying proportions of cells with
neural, epithelial, and/or mesenchymal differentiation.
Definitive diagnosis of ATRT is now based on the detec-
tion of deletions and/or inactivating mutations of the
chromosome  22-localized ~ hSNF5/INI1  tumor-
suppressor gene”'” in tumor tissue, and/or the absence
of nuclear immunoreactivity for the hSNES5/INI1 gene
product in the tumor cells.!’!?

ATRTs are typically refractory to therapies that are
more effective for medulloblastomas and supratentorial
primitive neuroectodermal tumors and, consequently,
ATRTs have a worse prognosis. A recent survey of 37
ATRT patients under the age of 3 years at St. Jude
Children’s Hospital showed the survival rate of
<10%." In another study, based on a retrospective
review of a central registry, the median survival for 42
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ATRT patients was determined as 16 months.'* Other
retrospective reviews show similar dismal outcomes for
children afflicted with ATRT.

Conventional treatment of ATRT includes maximal
surgical resection with adjuvant chemotherapy, either
with or without radiation.'*'* Approximately half of
the ATRT tumors transiently respond to chemotherapy,
but chemotherapy alone is rarely curative. Therapeutic
responses are commonly compromised by early leptome-
ningeal dissemination and the inability for gross tumor
resection. The early age of presentation for this cancer
has typically limited the aggressive use of radiation
therapy, further complicating therapeutic options.
Even considering the increased morbidity from radiation
therapy in children before 36 months, the poor long-
term outcomes of ATRT have necessitated new thera-
peutic protocols that frequently include radiation
therapy for these very young patients.!> =18

The biologic features that confer high-grade malig-
nancy to ATRT also contribute to the ability of these
tumors to grow in athymic mice as human tumor xeno-
grafts. Despite the relative rarity of this cancer, we, and
others,'” have successfully established ATRT tumori-
genic ATRT cell lines. The development of an ATRT
xenograft therapeutic test panel is therefore feasible,
and such a panel would allow preclinical trials to be con-
ducted in animals. Because a panel would consist of mul-
tiple, unique tumors, results from testing several ATRT
xenografts would allow one to assess whether a particu-
lar treatment approach was generally effective, or
limited to specific molecular subtypes of ATRT.

Here we have reported the development and
application of orthotopic ATRT xenografts from a
primary surgical ATRT specimen and established
ATRT cell lines which were modified with a luciferase
reporter for bioluminescence imaging (BLI). Our
results indicate that supratentorial or infratentorial
injection of these cells produces rapidly growing
tumors with growth /dissemination patterns and cellular
compositions similar to those observed in primary
tumors. These xenografts, as models for preclinical
testing, can be longitudinally monitored for response
to therapy using BLI.

Materials and Methods

Primary ATRT Tissue and Cell Lines

The primary ATRT tumor arose in a 10-month-old male
and was a large mass (5.2 x 3.8 x 5.3 cm) located in the
left frontal lobe principally involving the caudate and
putamen with marked encroachment of the
lateral ventricle. Despite intensive chemotherapy with
cyclophosphamide, cisplatin, methotrexate, vincristine,
etoposide, carmustine, and irinotecan that followed sur-
gical resection, the patient died with progressive tumor
growth at 16 months. The ATRT tissue used for engraft-
ment in athymic mice was from the primary tumor resec-
tion following the initial diagnosis. Macroscopically
pure tumor sample was minced with a scalpel, and
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then triturated using a sterile pipette. To initiate the
xenografts, 100 pL of this tumor tissue suspension was
injected subcutaneously (s.c.) into the ri%ht flanks of
two athymic mice as previously described.”°

Established ATRT cell lines BT-12 and BT-16 were
gifts from Peter Houghton, St. Jude Children’s
Research Hospital, and were maintained as an exponen-
tially growing monolayer in complete medium consist-
ing of Dulbecco’s modified Eagle’s medium (DMEM,
GIBCO 11965, Invitrogen, Carlsbad, California) sup-
plemented with 10% fetal bovine serum. Cells were
cultured at 37°C in a humidified atmosphere containing
95% air and 5% CO,. For implantation, cells were
harvested by trypsinization, washed once, and resus-
pended in Hanks’ Balanced Salt Solution (HBSS)
without Ca®" and Mg®". The GS-2 glioblastoma cell
line was developed by Manfred Westphal, Department
of Neurosurgery, University Hospital Eppendorf,
Hamburg, Germany, and maintained as a neurosphere
culture, as previously described.?! Unique DNA “finger-
print” identities (ie, variable number tandem repeat
polymerase chain reaction products) were established
for all cell lines used in this study, as well as for the xeno-
grafts derived directly from the patient ATRT
transplant.

Modification of ATRT Cells with Firefly Luciferase
Expressing Reporter

To enable noninvasive monitoring of intracranial tumor
growth and response to therapy, BT-12 and BT-16 cells
were transduced with HIV-1-based lentiviral vectors
expressing firefly luciferase (Fluc) under the control
of the spleen focus-forming virus (SFFV) promoter.
The optical reporter gene was cloned into the vector
plasmid pHRSIN-CSGW-dINotl. Lentiviral vector
was generated by transient transfection of 293T
cells with plasmids encoding the vesicular stomatitis
virus G envelope, gag-pol, and Fluc genes.*
Conditioned medium containing viral vectors was
harvested 48 hours posttransfection and filtered
(0.45 pm), and expression of Fluc was confirmed by
measuring cellular luciferase activity.

Animals

Five-week-old female athymic mice (nu/nu genotype,
BALB/c background) were purchased from Simonsen
Laboratories (Gilroy, California). Animals were
housed under aseptic conditions, which included filtered
air and sterilized food, water, bedding, and cages. The
UCSF Institutional Animal Care and Use Committee
approved all animal protocols.

Xenografts of Primary ATRT Tissue and Permanent

ATRT Cell Lines

The subcutaneous xenografts that were implanted from
the surgical specimen grew to a maximum allowable size
(~2000 mm®) in each mouse by day 50 postinjection. At
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this time, the mice were euthanized, with their s.c.
tumors immediately resected and processed as follows:
(i) flash freezing for subsequent molecular characteriz-
ation of extracted analytes; (ii) cryopreservation; (iii)
formalin fixation and paraffin embedding; and (iv) prep-
aration of cell suspensions as described above for intra-
cranial propagation in a series of 5 mice, and for
continued subcutaneous propagation (specimen not pro-
pagated as a cell culture). The procedure for supratentor-
ial injection of tumor cell suspensions, derived either
from subcutaneous xenograft or from permanent cell
lines, is as follows. Rodents were anesthetized with an
intraperitoneal injection of a mixture containing
100 mg/kg ketamine and 10 mg/kg xylazine in 0.9%
saline. The top of the head of anesthetized rodents was
swabbed with Betadine and the skin opened by incision
with a scalpel over the middle frontal bone. A small hole
in the skull was created by puncture with a sharp 25
gauge needle 3.0 mm to the right of the midline and
just behind the bregma. At this depth and location,
5 x 10° cells in 3 wL HBSS without Ca*" and Mg>**
were manually injected very slowly (over 1 minute)
into the caudate/putamen. All procedures were
carried out under sterile conditions. Mice were moni-
tored daily for presentation of neurologic symptoms
indicative of tumor burden, at which time they were
euthanized, with subsequent resection of brain for
formalin fixation and paraffin embedding. For infraten-
torial (cerebellar) injection of cells, the same procedures
were followed except that the injection coordinates
used were 3.0 mm to the right of the midline, 1.5 mm
behind the lambdoid suture, and 3.0 mm deep from
the bottom of the skull.

In Vivo BLI

In vivo BLI was performed with the Xenogen IVIS
Lumina System (Xenogen Corp., Alameda, California)
coupled to the data-acquisition Livinglmage software
(Xenogen Corp.). Mice were anesthetized with
100 mg/kg ketamine and 10 mg/kg xylazine and
imaged 10 minutes after intraperitoneal injection of luci-
ferin (p-luciferin potassium salt, 150 mg/kg, Gold
Biotechnology, St. Louis, Missouri). Signal intensity
was quantified within a region of interest over the
heads of mice, as defined by the Livinglmage software.

Therapy Response Experiments

Procedures used for intracranial tumor therapy-
response experiments, including monitoring of tumor
growth and response to therapy by BLI, have previously
been described.?* Following the supratentorial injection
of tumor cells as described above, mice were either
treated with oral suspension vehicle (OraPlus: Paddock
Laboratories, Minneapolis, Minnesota) by gavage
(control group), or with 100 mg/kg temozolomide
(TMZ: obtained as Temodar from Schering-Plough,
Kenilworth, New Jersey) in oral suspension vehicle.
Treatment was initiated on day 11 (BT-12) or day 15
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(BT-16, GS-2) when the intracranial tumors had
achieved a log phase growth according to BLI monitor-
ing. For mice receiving intracranial injection of GS-2, a
second dose of 100 mg/kg TMZ was administered
when BLI analysis indicated tumor re-growth from
initial therapy. All mice were monitored twice weekly
by BLI and every day for the development of symptoms
related to tumor burden, at which time they were eutha-
nized. The Kaplan—Meier estimator was used to gener-
ate survival curves, and differences between survival
curves were calculated using a log-rank test.

Immunobistochemistry

All tissue was routinely fixed in either phosphate-
buffered 4% formalin or Zn-4% formalin, dehydrated
by graded ethanol, and embedded in wax (Paraplast
Plus, McCormick Scientific, St. Louis, Missouri) using
routine techniques. All sections were cut at § pm and
mounted on Superfrost/Plus slides (Fisher Scientific,
Pittsburgh, Pennsylvania). The following antibodies
were obtained from commercial sources and used at
the following dilutions and incubation times/tempera-
tures: (i) BAF-47 (SNF5): BD Transduction Lab (San
Jose, California), #612110 at 1:100, 60 minutes/37°C;
(i) glial acidic fibrillary protein (GFAP): Dako
(Carpinteria, California) #70334 at 1:2000, 32
minutes/37°C;  (iii) epithelial membrane antigen
(EMA): Cell Marque Corp. (Rocklin, California),
#760-4259 at 1 pg/mL, 60 minutes/37°C; (iv) S100:

Ventana  Medical  Systems (Tucson, Arizona)
#760-2523 at 1:1, 60 minutes/42°C; and (v) smooth
muscle antigen (SMA):  Abcam  (Cambridge,

Massachusetts) #Ab7818 at 1:400, 32 minutes/37°C.
All immunohistochemistry was performed on the
Ventana Medical Systems Benchmark XT using either
the Ultraview (multimer) detection system for the surgi-
cal resection tissue or the iView (Avidin-Biotin) detec-
tion system with A-V blocking for the xenograft
tissues. Epitope retrieval for all antibodies except $100
and GFAP was performed for 30 minutes in Tris
buffer, pH 8, at 90°C; for S100, sections were incubated
in citrate buffer, pH 6, for 30 minutes at 90°C; and for
GFAP, sections were incubated in an alkaline protease,
0.02 U/mL, for 32 minutes.

Methylation-specific PCR

Analysis of MGMT promoter methylation was per-
formed as described by Esteller et al.*> PCR products
were resolved in 4.5% agarose gels (NuSieve 3:1,
Lonza, Inc., Allendale, New Jersey), and were sub-
sequently stained using ethidium bromide.

Immunoblot Analysis

Primary antibodies used for immunoblot analysis were
for detection of MGMT (R&D Systems, Minneapolis,
Minnesota) or a-tubulin (Sigma-Aldrich, St. Louis,
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Fig. 1. Histopathologic features of surgical resection specimen. (A) Prominent populations of rhabdoid cells with conspicuous nucleoli and
rounded cell bodies with eosinophilic cytoplasm. Mitoses were abundant in these cells (inset). (B) and (C) Mesenchymal differentiation with
desmoplastic (B) and myxomatous stroma (C) was present in representative sections. (D) More polymorphous, primitive cells were also

present but not conspicuous.

Missouri). Secondary antibodies used were either anti-
mouse or anti-goat (Zymed Laboratories, South
San Francisco, California).

Results

Primary ATRT Used for Xenograft Establishment

The surgical specimen was red-tan and friable with areas
of macronecrosis. Microscopic examination of represen-
tative tissue sections showed the histopathologic features
that have been well documented for ATRT.*”* The
most abundant cellular component had a rhabdoid
cytoarchitecture and was distributed in large sheets or
smaller nests (Fig. 1). These were admixed with variable
numbers of smaller, more primitive cells or with zones of
mesenchymal differentiation. The rhabdoid cells typi-
cally had eccentric round nuclei with vesicular chroma-
tin, a large conspicuous nucleolus, and a rounded cell
body with eosinophilic cytoplasm. The mesenchymal
differentiation with more fusiform cells contained
areas of either desmoplastic or myxomatous stroma
(Fig. 1). Immunohistochemistry demonstrated the hall-
mark feature of ATRT with a tumor cell population
that, diffusely, was not immunoreactive for BAF-47
(Fig. 2), an epitope of the INI gene product. In addition,
there was a conspicuous immunophenotypic diversity of
the tumor cells with significant immunoreactivity for
GFAP, EMA, vimentin (VIM), SMA, and S100 (Fig. 2).

ATRT Xenografts

Histopathologic analysis of the subcutaneous xenografts
of the primary surgical tissue demonstrated a predomi-
nance of cells with a rhabdoid cytoarchitecture in
densely packed sheets and a loss of mesenchymal differ-
entiation as well as the desmoplastic or myxomatous
stroma (Fig. 3). Similar to the primary ATRT, BAF-47
immunoreactivity was absent in all tumor cells (Fig. 4).
Orthotopic xenografts, derived from implantation of
cells harvested from the subcutaneous tumors, showed
similar growth patterns and histopathologic features
between infratentorial and supratentorial sites. In both
locations, ventricular and/or subarachnoid involvement
of tumor was a common feature. The principal patterns
of brain invasion were a combination of perivascular
spread and dissection of adjacent white matter tracts
by small nests of tumor cells with incorporation of reac-
tive brain stroma into the expanding tumor mass
(Fig. 3).

The orthotopic xenografts also showed a predomi-
nance of the rhabdoid cell population with discrete cell
borders and a rounded polygonal cytoarchitecture;
however, the larger orthotopic tumors established from
short-term cultures of the primary ATRT also contained
tumor cells with more prominent cytoplasmic processes
(Figs. 3 and 4). The orthotopic xenografts showed
immunophenotypic diversity similar to the primary
ATRT with preservation of immunoreactivity of EMA,
$100, SMA, VIM, and GFAP (Fig. 4). Only the
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Fig. 2. Immunohistochemistry of surgical resection specimen. (A) All tumor cells lacked BAF-47 immunoreactivity. Note the BAF-47-positive
cells in the nonneoplastic vascular and stromal cells. (B) Vimentin immunoreactivity highlighted both the polygonal rhabdoid cells (left) and
the more fusiform tumor cells with discrete stout and delicate processes (right). (C) EMA staining was more variable but conspicuous. (D)
GFAP immunoreactivity was also present in the polymorphous tumor cell population, including both polygonal cells and cells with
conspicuous cellular processes. (E) Immunoreactivity for SMA was a predominant feature in most tissue sections, and (F) S100 staining
was present in areas with mxyomatous stroma (left) as well as with the rhabdoid cell population (right).

population of GFAP-immunoreactive cells appeared to
be diminished in relation to the primary surgical resec-
tion specimen.

Previous studies with glioblastoma (GBM) have
demonstrated that tumor propagation as subcutaneous
xenografts from primary tumors promotes the retention
of EGFR amplification and preservation of tumor inva-
siveness when implanted into intracranial sites," when
compared with cell lines subjected to prolonged cell
culture, such as the U87 and D54 GBM lines. To deter-
mine whether there are distinct features of orthotopic
ATRT established from subcutaneous xenograft vs per-
manent ATRT cell lines, xenografts arising from injection
of BT-12 and BT-16 cells were examined. The intracra-
nial growth patterns and immunohistochemical staining
of the xenografts produced from established ATRT cell
lines BT-12 and BT-16 were similar to the orthotopic
xenografts established from the subcutaneous explants
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of the primary ATRT, with the exception of a complete
lack of SMA and GFAP immunoreactivity (data not
shown). Although the composition of SMA and GFAP
immunoreactive cells in the founder primary tumors
has not been described, a more restricted spectrum of
immunophenotypic diversity in ATRT cell lines may be
a consequence of extended culture.

Chemotherapy Testing Using ATRT Xenografts

To assess the feasibility of an orthotopic ATRT xeno-
graft approach for therapeutic testing with correlation
to tumor biomarkers, a series of 6—10 mice were injected
with luciferase-modified BT-12 or BT-16 ATRT cells, as
well as with cells from glioblastoma cell line GS-2;2° half
of the mice from each series were administered 100 mg/
kg TMZ. All mice were serially monitored by BLI and
followed until becoming symptomatic of tumor
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Fig. 3. Xenografts from the primary surgical tissue. Both the subcutaneous (A) and orthotopic (B) xenografts displayed conspicuous
populations of rhabdoid cells. (C) Supratentorial xenograft showing ventricular involvement and nodular expansion into adjacent brain.
Note the remnant of the ependymal layer (arrow). Higher magnification of another supratentorial tumor (D) shows small nests of
perivascular tumor cells (arrow heads) in addition to tumor cells spreading into white matter tracts (arrows). (E) and (F) Larger orthotopic
xenografts showed zones of tumor cells with ill-defined cytoplasmic processes.

burden. Results from bioluminescence monitoring indi-
cated progressive growth of untreated tumors for the
entire period of observation (Fig. 5A). The responses
of the ATRT and GBM orthotopic xenografts to TMZ
treatment were markedly distinct. TMZ showed essen-
tially no anti-tumor activity against ATRT, as indicated
by the steadily increasing intracranial luminescence of
TMZ-treated mice (Fig. 5A), as well as by the similar
survival patterns for corresponding treated vs untreated
groups (Fig. 5B). In contrast, orthotopic GBM xeno-
grafts were responsive to TMZ, as indicated by the sus-
tained suppression of intracranial luminescence of
TMZ-treated mice (Fig. 5A), and the corresponding
increase in survival of mice receiving TMZ treatment
(Fig. 5B). It is notable that intraparenchymal injection
of luciferase-modified ATRT cells was commonly fol-
lowed by the detection of luminescent spinal signal
(Fig. 6), in addition to a signal at the primary implan-
tation site. The neuraxis dissemination of these tumor
cells is consistent with the frequent ventricular involve-
ment of the orthotopic ATRT xenografts (Fig. 6),

which was not observed among mice injected with
GS-2 GBM cells.

Methylation-specific PCR analysis of the MGMT
gene promoter” revealed an absence of methylated pro-
moter in xenografts established from TMZ-resistant
BT-12 and BT-16 cell lines, as well as from the primary
ATRT surgical specimen and its xenograft derivative.
In contrast, the MGMT promoter in TMZ sensitive
GS-2 was methylated (Fig. 7A). Corresponding protein
extracts showed a lack of detectable MGMT in GS-2
tumors, whereas MGMT expression was readily detect-
able in all specimens lacking MGMT promoter methyl-
ation (Fig. 7B).

Discussion
ATRT was first reported as a distinct clinicopathologic
entity more than a decade ago in a well-documented

study by Rorke et al.,” and was subsequently adopted
by the 2000 WHO classification of nervous system
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Fig. 4. Immunohistochemistry of xenografts from the surgical tissue. Similar to the primary surgical resection tissue, (A) all tumor cells in the
xenografts lacked BAF-47 immunoreactivity (inset, tumor cells at higher magnification). Note the BAF-47-positive cells in the nonneoplastic
vascular and stromal cells of the mouse host. Despite the predominance of the more simple pattern of rhabdoid cell sheets in the xenografts
compared with the primary surgical specimen, the hallmark feature of immunophenotypic diversity that was present in the primary surgical
specimen was maintained in the xenografts as demonstrated by (B) SMA-, (C) EMA-, (D) GFAP-, (E) S100-, and (F) vimentin-reactive cells.
The diffuse vimentin immunoreactivity was present in both cells with the typical rhabdoid cytoarchitecture and more fusiform cells with

conspicuous stout cytoplasmic processes (inset).

tumors.”*?* The initial report was followed by several
series with more detailed clinical data that documented
the highly malignant nature of the tumors and the very
poor prognosis, even when aggressive treatment strat-
egies were used. The development of novel, effective
therapeutic approaches for ATRT has been hindered
by its relative rarity and a lack of specific therapeutic
targets in this polymorphic tumor. Data from histoim-
munologic studies of ATRT”*® suggest that the hall-
mark rhabdoid cells may constitute a highly malignant,
tumor stem cell population that arises from transform-
ation of a multipotential progenitor cell with marked
proliferative and invasive features, and the predomi-
nance of rhabdoid cellularity in xenografts established
from permanent cell lines or from surgical specimens is
consistent with this interpretation. The sequence of mol-
ecular events that are associated with this transform-
ation is not well understood; however, the genomic
lesion that defines ATRT, and that presumptively
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initiates the process of malignant transformation, is
homozygous inactivation of the INI1 gene. This
genomic lesion is also common in malignant rhabdoid
tumors arising at other body sites in children.””

The hSNFS/INI1 gene encodes a subunit of
ATP-dependent SWI/SNF chromatin remodeling com-
plexes®® that appear to regulate cell cycling and play
critical roles in a variety of differentiation pathways.
The core subunit SNF5 appears to function as a tumor
suppressor by modulating the transcription of a subset
of genes that regulate the balance between cell prolifer-
ation and differentiation.”® This modulation appears to
be related to the strengths of the promoter and the
degree of chromatin condensation at gene regulatory
sites.””?* Although the hSNES/INI1 genomic defect
defines a group of malignant rhabdoid tumors at a
number of tissue sites,”” the effects of a specific alteration
of hSNFS5 /INI1 gene combined with tissue-associated epi-
genomic states®’ are not well understood. The complex
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Fig. 5. Bioluminescence (A) and survival (B) analysis of mice receiving intracranial injection of ATRT (BT-12 and BT-16) or GBM (GS-2) cells,
and treated with either TMZ or vehicle (control). Bioluminescence monitoring indicates similar growth rates of ATRT orthotopic xenografts
following administration of vehicle or of a single 100 mg/kg dose of TMZ (arrows denote day of treatment), whereas mice receiving injection
of GBM cells (GS-2) show decreasing luminescence following treatment with TMZ. In fact, GS-2 xenografts show response to a second
administration of TMZ at day 71, following indication of tumor re-growth by bioluminescence monitoring. Results from the survival
analysis (B) are consistent with the bioluminescence monitoring, showing no survival benefit from TMZ treatment for mice with
intracranial ATRT (P = .6060 for BT-12, and P = 0.5346 for BT-16), whereas TMZ treatment significantly extends the survival of mice

with intracranial GS-2 (P = .0246)

polymorphic differentiation of MRT arising in the CNS
(ie, ATRT) highlights the tissue-specific effects of the
INI1 genomic lesions that impact regulation of the cell
cycle and of specific differentiation pathways,>”»3273¢
and emphasizes the need for ATRT tumor cell-derived
experimental systems. These are necessary to define the
key pathways that affect the aggressive biological behav-
ior of ATRT and would accordingly reveal potential
therapeutic targets.

Studies using cultures of permanent ATRT cell lines,
either derived from solid tumors (BT-12, BT-16) or from
ATRT tumor cells in the CSF (KCCF),”’~*" have
suggested the role of the insulin/insulin growth factor
pathways in tumor cell proliferation, survival, and che-
mosensitivity. In addition, ATRT cell lines have demon-
strated in vitro chemosensitivity to inhibitors of histone

deacetylase.*® Only one report has previously documen-
ted the culture and primary xenograft implantation of a
pediatric ATRT,* and this study documented the feasi-
bility of implanting cultured tumor cells into the spinal
cord of immunocompromised hosts to produce
ATRT-like neoplasms. Whereas the interface between
these primary xenograft implantations and the host
spinal cords mimicked the aggressive invasive growth
pattern of ATRT, the establishment of transplantable
ATRT xenografts in nude mice from primary cell cul-
tures was not successful in that study.

The current report compares serially transplantable
ATRT xenografts, established from a primary
pediatric ATRT, with xenografts established from two
permanent ATRT cell lines. Orthotopic ATRT xeno-
grafts at either the cerebral or cerebellar sites, regardless
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Fig. 6. Spinal dissemination of tumor following supratentorial injection of ATRT xenograft cells. Left: a small nest (arrow) of intraventricular
ATRT cells (BT-12) highlights the propensity of the ATRT xenograft cells for intraventricular and neuraxis dissemination. Arrowheads indicate
ependyma and asterisks mark nests of host choroid plexus. Middle: mouse having received intracranial injection of luciferase-modified ATRT
cells (BT-16) showing luminescence signal along the spinal column. Right: corresponding section from the spinal cord showing
leptomeningeal seeding/spread of tumor (arrow) to a spinal nerve root within the subarachnoid space. Lower right: immunoreactivity to
human vimentin highlights the tumor (inset). SC, spinal cord; NR, nerve root.

A BT12 BT16 7368* GS2 H,0
MUMUMUMUMU

MGMT

. & Sas MSPCR

B BTi2 BT16 7368* GS2 7368

IT pr— MGMT
Immunoblot
b_ a-tubulin

Fig. 7. Analysis of ATRT and GBM for MGMT methylation and
expression. (A) Results from methylation-specific PCR show a lack
of methylated MGMT promoter in ATRT DNAs (BT-12, BT-16,
and 7368 xenograft), whereas DNA from GBM GS-2 shows a
PCR product when using methylation-specific primers (M; U
denotes reaction product when using primers for unmethylated
MGMT promoter). (B) MGMT immunoblot analysis of protein
extracts from ATRT cell lines (BT-12 and BT-16), and from paired
patient tumor—primary xenograft protein extracts (7368"" and
7368, respectively). Results show readily detectable MGMT
protein in all ATRT specimens, whereas no MGMT protein is
detected in the extract from GS-2 cells.

of in vivo or in vitro propagation of tumor cells (ie, in
vitro vs in vivo), demonstrated the key biologic features
of ATRT. These included a rapid, invasive growth, as
well as a propensity for neuraxis dissemination that is
similar to the high incidence of ATRT dissemination in
patients. Compared with orthotopic GBM xenografts,*!
the ATRT xenografts more frequently spread to intra-
ventricular spaces and subarachnoid zones after intra-
parenchymal implantation of cells, as documented by
histopathologic analysis. Intracranial intraparenchymal
injection of ATRT cells was commonly followed by
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development of luminescent spinal signal, in addition
to a signal at the primary implantation site (Fig. 6). In
fact, our collective experience with BT-16 has shown
that 50% BT-16 cell injections (31 of 62) result in early-
neuraxis dissemination, whereas none of a total of 40
GS-2 injections have shown tumor growth outside the
brain, in spite of the use of the same coordinates, same
number of cells, and same volumes for all intracranial
injections. Thus, our study demonstrates the utility of
luciferase-modification of ATRT cells for biolumines-
cence monitoring of neuraxis dissemination of tumor,
as well as for monitoring tumor response to therapy.
Modification of ATRT cell lines for BLI produced
tumors that resembled the xenografts of primary
ATRT cells with respect to histopathology, immunophe-
notypic diversity, and invasive growth with neuraxis dis-
semination. The histopathologic features of all the
orthotopic xenografts were also similar to the conspicu-
ous predominance of the polygonal rhabdoid-like cells.
The histopathologic differences between the xenografts
established from the short-term cultures of the primary
ATRT tissue and those established from ATRT cell
lines after long-term in vitro propagation were subtle
and included the absence of more fusiform cells and rela-
tive loss of GFAP and SMA immunophenotypes in the
tumors established from the BT-12 and BT-16 cells.
Since orthotopic ATRT xenografts in this study reca-
pitulate the invasive growth and CNS dissemination of
ATRT in patients, and because modification of these
cells for BLI does not affect these properties, we exam-
ined the feasibility of an orthotopic ATRT xenograft
model for therapeutic testing with correlation to bio-
marker analysis. For simplicity in testing this paradigm,
we examined the responses of luciferase-modified ATRT
cells to TMZ. The ATRT xenografts that were tested,
which highly express MGMT, are resistant to TMZ
treatment with respect to tumor growth and spread
when compared with an orthotopic glioblastoma xeno-
graft that is MGMT deficient and responsive to TMZ.



These data suggest that this orthotopic ATRT xenograft
model, in which BLI can be used for monitoring, could
be used to test new therapeutic regimens with respect
to tumor growth and dissemination and, potentially, to
expedite the identification of effective treatments for
this cancer, in relation to that which can be accom-
plished through clinical trial activity.
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