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HGG-41. CHARACTERIZATION OF THE IMMUNE RESPONSE
FOLLOWING VARIOUS RADIOTHERAPY TREATMENTS IN
GLIOBLASTOMA

Carolina Cocito, Mylene Branchtein, Tatyana Gongora, Nadia Dahmane,
and Jeffrey Greenfield; Weill Cornell Medicine, New York, NY, USA

Malignant gliomas represent 6.5% of all childhood brain neoplasms with a
S-years survival rate of less than 20%. Current standard of care for these tu-
mors include radiotherapy; recent data in solid tumors indicate that adequate
radiation protocols may synergize with immunotherapy strategies for better
outcomes. Nonetheless, a great discrepancy between preclinical studies and
clinical trials outcomes persists, the basis of which is not fully understood.
One hypothesis may be due to different radiation protocols used. We used the
GL261 syngeneic mouse model of glioma to test this hypothesis and charac-
terize the immune response to radiotherapy, with either a single dose of 10Gy,
a dose often used in preclinical models, or a fractionated treatment of 2Gy for
five consecutive days (2GyxS5), as fractioned radiotherapy is most often used
in patients. The immune content of the brain and the blood was assessed by
flow cytometry in un-irradiated (control), 10Gyx1 and 2Gyx3 treated mice
for three weeks after radiation. In the brain, both radiation regimens drastic-
ally reduced the number of CD45* cells for the first two weeks after treatment.
When compared to controls, 10Gyx1 but not 2GyxS3 treated mice showed
a significant increase in tumor infiltrating lymphocytes (CD3*) starting from
the second week following treatment. This effect persisted until three weeks
post treatment. The 10Gyx1 dose was better tolerated by the resident micro-
glia (CD45"9CD11b*) when compared to the 2Gyx5 treatment. Our data de-
scribe the dynamics through which the immune microenvironment responds
to two radiation regimens over time. Our results show that 10Gyx1 is the
most effective regimen to impede tumor growth and to induce lymphocyte
infiltration once the system recovers from the treatment. Our work suggests
that, in the GL261 model, the fractionated radiation treatment we tested may
be less optimal in priming glioma cells to the immune system.

HGG-42. PEDIATRIC H3K27M MUTANT DIFFUSE INTRINSIC
PONTINE GLIOMA (DIPG) SHOWS ROBUST RESPONSE TO
IMIPRIDONE BASED COMBINATION THERAPY
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ONC201 is a first-in-class small molecule imipridone therapy, which is
known to selectively induce apoptosis of cancer cells independent of p53.
This novel chemotherapeutic, as well as its analogs ONC206 and ONC212,
has been shown to have potent preclinical efficacy against H3K27M mu-
tant diffuse intrinsic pontine glioma (DIPG). We sought to identify syn-
ergy between imipridones and other FDA-approved chemotherapeutics.
Seven patient-derived DIPG cell lines, six H3.3K27M mutant (SU-DIPG-IV,
SU-DIPG-13, SU-DIPG-25, SUDIPG-27, SU-DIPG-29, SF8628), and one
H3.1K27M mutant (SU-DIPG-36) were grown in culture and exposed to first
and second generation imipridones, both as monotherapies and in combin-
ation with histone de-acetylase inhibitors [HDACi], Marizomib, Etoposide,
and Temozolomide. A dose dependent response was demonstrated across
all cell lines, with increased potency of ONC206 and ONC212 as com-
pared to ONC201, with half maximal inhibitory concentration (IC) of
0.11 pM, 0.03 pM, and 1.46 pM respectively. Strong synergy is demon-
strated between ONC201 and Panobinostat with best combination index
(CI) of 0.01. ONC201 similarly shows strong synergy with Romidepsin
with best CI of 0.02, and Marizomib with best CI of 0.18. Combination of
ONC201 and Etoposide or Entinostat shows some synergy, with best CI of
0.53 and 0.71 respectively. When combined with Temozolomide, some syn-
ergy is evident, however, there is overall poor efficacy, with lack of cell death
even at the highest doses of Temozolomide. Second generation imipridones
show a similar pattern of strong synergy with Panobinostat, Romidepsin,
and Marizomib. Immunoblotting showed evidence of apoptosis, as meas-
ured by the induction of PARP cleavage, with a combination of imipridones
and Panobinostat, as well as induction of integrated stress response with a
combination of imipridones and Romidepsin. These results are indicative of
promising synergy between imipridones and Panobinostat, Romidepsin, or
Marizomib against H3K27M mutant DIPG, combinations which should be
considered for future clinical trials.

HGG-43. INTERROGATING THE ROLE OF PEA3 ONCOGENIC
TRANSCRIPTION FACTORS IN PEDIATRIC HIGH-GRADE K27M
GLIOMAS

Hannah Park, Naomi Kobritz, Shaunt Mehdikhani, and Joshua Breunig;
Cedars-Sinai, Los Angeles, CA, USA

Pediatric high-grade gliomas (HGGs) are an aggressive form of pediatric
brain tumors which pose a grim five-year survival with little advancement in
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therapeutic efficacy, often requiring a multimodal therapeutic combination
of chemotherapy, resection, and radiation. We have previously shown that
proper function of ETS transcription factors is necessary for gliomagenesis in
Ras/MAPK-driven pediatric gliomas. It is our hypothesis that ETS transcrip-
tion factors are necessary for tumor initiation in HGGs by promoting the
necessary glial cell fates in glioma. Further, we hypothesize that functional
inhibition of ETS proteins following tumor formation will improve survival
and outcome in HGG. Functional inhibition of ETS proteins using a com-
petitive dominant-negative mutant was shown to completely rescue neural
stem cell depletion, tumor formation and tumor-free survival in two rodent
models of HGGs. Mechanistically, we show evidence that Pea3 factors may
induce glial-cell fate by promoting Olig2 expression and activation of glial
transcriptional programs. Indeed, transcriptomic analysis of ETS-perturbed
HGG tumors revealed that Sox9 and Olig2 transcription factor networks
were dependent on proper ETS function. Further, we show evidence that
EtvS can directly interact with promoter regions of glial fate master regu-
lators in human primary glioma cell lines. To empirically determine the effect
of Pea3 proteins on tumorigenesis, we have created a novel methodology for
inducible gain- and loss-of-function genetic interrogation of these factors
in vivo. Our survival results and combined single-cell RNA-sequencing of
individual groups show that inhibition of the Pea3 family leads to a marked
increase in survival in K27M glioma by regulating key features of glioblasts.
All in all, our group provides evidence that the ETS family of transcription
factors is necessary for glial specification of tumor cells and induce pro-glial
transcriptional programs by activating OPC- and astrocyte-specific genes in
K27M-driven tumors.

HGG-44. REVEALING VULNERABILITIES IN DIPG THROUGH
ONC201
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Emerging evidence from clinical and preclinical studies suggests that the
imipridone ONC201 is well tolerated and may have some clinical impact
in discrete diffuse intrinsic pontine glioma patients (DIPG). A primary goal
of our work is to determine if DIPG are uniquely sensitive to ONC201 and
if so, whether ONC201 itself can be used as a tool to illuminate novel vul-
nerabilities in DIPG. To accomplish this, we are utilizing a combination of
patient-derived cell lines as well as mouse xenografts that dovetail with a
variety of molecular, epigenetic and metabolomic tools. A central finding
from our work is that ONC201 primarily activates the mitochondrial pro-
tease, ClpP in DIPG patient-derived cell lines, an effect consistent with re-
cently described ONC201 mechanism of action in other tumors. We further
demonstrate that activation of ClpP by ONC201 leads to a host of down-
stream effects in DIPG model systems including distinctive effects on the
metabolome leading to direct alterations in the unique epigenetic signature
of DIPG. By directly manipulating these metabolic and epigenetic factors we
provide prospective mechanistic insight into how ONC201 as well as ClpP
activity impacts DIPG growth and tumorigenicity. These preclinical research
findings shed light on potential therapeutic vulnerabilities in DIPG as well
as ways that these strategies may be combined to enhance their potential.

IMMUNOLOGY/IMMUNOTHERAPY

IMMU-01. THE ONCOLYTIC VIRUS DELTA-24-RGD IN
COMBINATION WITH AN AGONISTIC CD40 MAB INDUCES

A DURABLE AND SYNERGISTIC ANTI-TUMOR IMMUNE EFFECT
IN DIPG PRECLINICAL MODELS
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With a 2-year survival less than 20%, Diffuse Intrinsic Pontine Glioma
(DIPG) is the principal cause of pediatric death. Despite recent advances
in the current treatments, the outcome for children with DIPGs remains
dismal. Since the approval of T-VEC for melanoma by the FDA, oncolytic
adenoviruses have emerged as a promising therapeutic strategy for brain
tumors. Thus, our group launched the first world clinical trial phase I with
the oncolytic adenovirus Delta-24-RGD (DNX-2401 in the clinic) for newly
diagnosed DIPG (NCT03178032), which has shown safety and feasibility.
Despite DNX-2401 increases the recruitment of T cells into the tumor, they



