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Abstract

Background: Tumor microenvironment (TME) plays a crucial role in virtually every
aspect of tumorigenesis of glioblastoma multiforme (GBM). The dysfunctional TME
promotes drug resistance, disease recurrence and distant metastasis. Recent evidence
indicates that exosomes released by stromal cells within TME may promote oncogenic
phenotypes via transferring signaling molecules such as cytokines, proteins and
microRNAs.

Results: In this study, clinical GBM samples were collected and analyzed. We found
that GBM-associated macrophages (GAMs) secreted exosomes which were enriched
with oncomiR-21. Co-culture of GAMs (and GAM derived exosomes) and GBM cell
lines resulted in the increased GBM cells’ resistance against temozolomide (TMZ) by
upregulating pro-survival gene, PDCD4 and stemness markers Sox2, STAT3, Nestin
and miR-21-5p and increased M2 cytokines, IL-6 and TGF-B1 secreted by GBM cells,
promoting the M2 polarization of GAMs. Subsequently, pacritinib treatment
suppressed GBM tumorigenesis and stemness; more importantly, pacritinib-treated
GBM cells showed markedly reduced ability to secret M2 cytokines and reduced miR-
21 enriched exosomes secreted by GAMs. Pacritinib-mediated effects were
accompanied by a reduction of oncomiR miR-21-5p, by which tumor suppressor
PDCD4 was targeted. We subsequently established a patient-derived xenograft models
where mice bore patient GBM and GAMs. The treatment of pacritinib, and the
combination of pacritinib/TMZ appeared to significantly reduce tumorigenesis of
GBM/GAM PDX mice, overcome TMZ-resistance, and M2 polarization of GAMs.

Conclusion: In summation, we showed that potential of pacritinib alone or in
combination with TMZ for suppressing GBM tumorigenesis via modulating
STAT3/miR-21/PDCD#4 signaling. Further investigations are warranted for adopting
pacritinib for the treatment of TMZ-resistant GBM in the clinical settings.

Keywords: Tumor microenvironment (TME), glioblastoma multiforme (GBM), GBM-
associated macrophages (GAMs), exosomes, oncomiR-21, STAT3 inhibitor.
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INTRODUCTION

Glioblastoma multiforme (GBM) is the most aggressive brain tumor of glial origin,
with a poor median survival of 14 months[1]. One of the reasons for its malignancy and
challenging for therapeutics development lies in the heterogeneous nature at the cellular
and molecular levels. It is now generally recognized that GBM is composed of a
subpopulation of glioma stem cells (GSCs), capable of tumor initiation, progression
self-renewal upon treatments, and other cells within the tumor microenvironment
(TME). TME contains cancerous cells surrounded with parenchymal cells, including
endothelial/vascular cells, microglia, immune cells[2]. One of the major cell types from
the GBM TME is glioma associated microphages (GAMs). GAMs have been shown to
contributed to the progression of GBM. For instance, the presence of M2 GAMs
promoted the growth and metastasis of GBM cells [2,3].

More importantly, emerging evidence indicates the dynamic intercellular
communications within the GBM TME via secretions of cytokines, chemicals,
signaling molecules. Among these, secreted exosomes represents a class of small
bilayered particles (ranging 50—150 nm in diameter) that have been extensively
explored for their roles in GBM tumorigenesis for the past few years [4]. Recent studies
have shed lights on the diverse functions of exosomes involved in GBM tumorigenesis.
For instance, exosomes released from human GBM cell lines contain various types of
heat shock proteins and TGF-f1 proposed to exert immune suppressive roles in GBM
[5]. In addition, serum-derived exosomes from patients of GBM and CSF-derived
exosomes, were shown to contain high level of miR-221, serving as a potential GBM
biomarker [6]. A recent study demonstrated that microgila also communicate and affect
the function of glioma via the release of exosomes [7]. These findings suggest that there
is a potential area for therapeutics development via the interrupting the intracellular
communications between GBM cells and its TME, by means of exosomes. However,
the role of exosomes derived from M2 GAM:s has not fully appreciated.

In this study, we first demonstrated that when human GBM cell lines co-cultured
with clinically isolated GAMs, a significantly enhanced ability of colony formation and
tumor sphere generation, in association with increased expression of Sox2, STAT3, IL-
6 and Nestin while decreased in GAFP. Subsequently, exosomes released into the
culture medium of GAMs were isolated and co-cultured with GBM cell lines. A similar
increased tumorigenic property was observed in addition to the increased resistance
against temozolomide (TMZ). More importantly, miR-21, a oncomiR, was identified as
the most abundant microRNA species in the exosomes released from the GAMS. We
then provided evidence for the positive association between the level of miR-21 and
GBM malignancy; exogenously increased miR-21 in GBM cells increased their ability
to polarize GAMs towards M2 phenotype and the reduction of miR-21 reversed these
properties. In addition, we showed that miR-21-mediated oncogenic properties were
associated with its targeting/inhibitory function on PDCD4 (a tumor suppressor). An
increased miR-21 level in the GBM cells led to their increased ability to polarize GAMs
towards M2 phenotype by the increased secretion of M2 cytokine, IL-6 and TGF-bl1.

Subsequently, we examined the feasibility of applying pacritinib, an inhibitor of
STAT3-associated pathway, as an anti-GBM agent. We showed that pacritinib treatment
significantly reduced the cell viability, colony/tumor sphere formation in association
with reduced level of STAT3, Sox2, PDCD4 and miR-21, as well as reduced ability to
generate M2 GAMs. Notably, pacritinib treated GAMs released less amount of miR-21
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enriched exosomes. Finally, we demonstrated the preclinical support for using
pacritinib to overcome TMZ-resistance using PDX model.

Materials and Methods

Sample collection and cell culture

Tumor sample and stromal GAMs were collected from our department of neurosurgery,
Taipei Medical University-Shuang Ho Hospital, under the strict adherence of IRB
(approval number: IRB: N201801070) where the patients were fully informed and
written consent form was signed prior to the operation. The pathological examination
was performed by the department of pathology and verified all cases met the criteria of
GBM. Samples (tumor samples and stromal cells) were isolated and cultured according
previously established protocols [8,9]. Human GBM cell lines U87MG, LN18 were
obtained from American Type Culture Collection (ATCC) and maintained in DMEM
supplemented with 2 mM glutamine, 100 U/mL penicillin, 100 pg/mL streptomycin,
and 10% FBS. Neurospheres from both cell lines and clinical samples were generated
using sphere forming medium containing growth factors supplemented DMEM-F12 1:1
medium, as previously described [10]. For co-culture experiments, a previously
established protocol was followed with minor modifications [11]. In brief, U§7MG and
LN18 (2 x10° cells) were seeded in a transwell insert (0.4um pore size) with GAMs
(2.5x10cells) seeded in the lower chamber of a 6-well system. Cells were cultured in
DMEM medium as described above. Cells were maintained for 48h and harvested for
further analyses. In the case of exosome co-culture, GBM cells were cultured in serum-
free DMEM in the presence of exosomes for 48h and harvested.

Transfection

In order to explore the functional roles of miR-21 in GBM cells, the up-regulation or
down-regulation of miR-21 was achieved using mimic and inhibitor respectively. MiR-
21-5p mimic (HMI10372, Sigma, China) and inhibitor (HSTUDO0371, Sigma, China)
were transfected into GBM cells according using Lipofectamine 2000 reagent
(Invitrogen, USA) according to the vendor’s instructions. The change in the expression
of miR-21-5p was then determined by real-time PCR 48h post transfection in both
GBM cell lines. hsa-miR-21-5p primers (MPH02337, Abm, USA) were purchased
and used for qPCR experiments.

Exosome Isolation

Glioma-associated macrophages (GAMs) were culutred in in serum-free medium for
48 hours (with and without pacritinib treatment, 0.5 uM) before exosome isolation.
Culture medium collected and a standard procedure was performed accordingly[12] .
In short, we carried out a serial centrifugation procedure (500 g for 10 min, 1200 g for
20 min, and 10,000 g for 30 min) followed by filtration with a 0.22-um pore syringe,
and a spin at 100,000 g for 60 min. The pellet collected was washed in PBS three times
before another ultracentrifugation at 100,000 g for 60 min. The exosomes were used
for further analyses. A small portion of the pellet was processed for transmission
electron microscopic examination. In brief, purified exosomes were fixed with 1%
glutaraldehyde (1 h, room temperature), washed and followed by 1% reduced osmium
tetroxide fixation (1 h). The sample was washed, stained with 0.3% thiocarbohydrazide
and fixed again in OsO4. Finally, the sample was embedded into Epon. Ultrathin
sections were placed on formvar-coated grids. EM analysis was performed as
previously described [13] using anti-CD63 antibody.
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miRNA PCR array analysis

Total RNA (200 ng) isolated from exosomes derived from GAMs was transcribed to
c¢DNA using miScript II RT kit (Qiagen, USA) using protocol provided by the vendor.
The miRNA PCR array (Qiagen, China) was used for profiling by the instructions
provided.

Real-time PCR

Total RNAs were extracted, purified and reverse-transcribed using RNeasy kit (Qiagen.
China) and OneStep RT-PCR Kit (Qiagen, China). Real time PCR (RT-PCR) was
performed using an I-Cycler IQ Multicolor RT-PCR Detection System (Bio-Rad) with
SsoFast Eva Green Supermix (Bio-Rad). All experimental Ct values were normalized
against the Ct value of internal control, GAPDH. Relative abundance was determined
by 2-AACt and expressed as fold changes. Primer sequences were listed in
Supplementary Table 1.

SDS-PAGE and western blotting

A standard SDS-PAGE and western blotting was carried out according previously
established protocols [14]. Primary antibodies used in this study were all purchased
from AbCam (Shanghai, China) unless otherwise specified. Anti-STAT3 (ab119352,
1:1500); anti-IL-6 (ab6672, 1:500); anti-Sox2 (ab93689, 1:800); anti-Nestin (ab105389,
1:800); anti-CD9 (ab92726, 1:400); anti-CD63 (ab217345, 1:400); anti-CD81
(ab79559. 1:400); anti-actin (ab179467, 1:2000); anti-tubulin (ab6046, 1:1000).

In vivo patient-derived xenograft model

A tumor sample from a GBM patient with TMZ resistance was used to establish PDX
mouse model for in vivo evaluation according to previously established protocol [15].
In brief, NOD/SCID mice were anaesthetized (10mg/kg, ketamine/xylazine, and
buprenorphine, 0.05 mg/kg, before and after injection). GBM cells (5 x 10° cells) were
stereotactically injected into the right striata of the mice. One-week post-injection, mice
were randomly divided into vehicle, pacritinib (100 mg/kg, 5 times/week), TMZ (30
mg/kg, 5 times/week) group, or the combination of pacritinib (100 mg/kg) and TMZ
(30 mg/kg) group. Both drugs were administered via oral gavage. Mice were humanely
sacrificed by sodium pentobarbital at the end of experiments. The presence of tumor
and size were determined in the mice via necropsy and cranial dissection. Tumor
samples were harvested for further analyzes. The tumor size (average area) was
determined from the cross-sections of tumor samples. Image J software was used for
calculating the tumor size. The animal study protocol was approved by the Animal Care
and User Committee at Taipei Medical University (Affidavit of Approval of Animal
Use Protocol # Taipei Medical University- LAC-2017-0512).

Statistical analysis

The miRNA expression levels from the array experiments was analyzed by SDS
software version 2.2.2 (Applied Biosystems). The delat Ct values were calculated
against U6 internal control. Heatmap of differentially expressed miRNAs were
analyzed by R software. Other data was analyzed using Student's t-tests for the
determination of statistical significance among different groups. P-values (represented
by asterisks) where *P<0.05; **P<0.01; ***P<0.001; ****P<(0.0001.
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Results
M2-polarization of Glioma associated macrophages (GAMs) promotes GBM
tumorigenesis

Initially, we co-cultured clinically isolated GAMs with human GBM cell lines,
U87MG and LN18 and showed that increased colony (Fig. 1A) and neurosphere (Fig.
1B) forming abilities. Consistently, qPCR analysis demonstrated that the presence of
GAMs was associated with an increased mRNA level of stemness markers (Fig. 1C).
The results from western blots were consistent where the expression of Sox2, Wnt,
STAT3 and Nestin were elevated while GFAP was decreased in the presence of GAMs
(Fig. 1D).
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Figure 1 M2 GAMs promotes GBM tumorigenesis. GBM cells U§7MG and LN18 co-cultured with
M2 GAMs showed a significantly increased colony forming ability (A) and tumor sphere generating
ability (B) as compared to their parental controls. Comparative real-time PCR (C) and western blots (D)
showed that M2 GAM co-cultured GBM cells expressed a significantly higher level of stemness markers,
Sox2, STAT3, Wnt, and Nestin while GFAP was reduced. **p<0.01; ***p<0.001.

Relative RNA ratio

Exosome enriched with miR-21 from GAMs promotes tumorigenic properties

To further investigate the underlying tumorigenesis by isolating and characterizing
exosomes secreted into the culture medium by GAMs. First, we used different markers
for exosomes, CD9, CD63 and CDS1, to verify the identity of the exosomes isolated
from the GAMs (Fig. 2A). Next, we showed that incubation of GAM-derived exosomes
significantly increased TMZ resistance in both U87MG and LN18 cells (Fig. 2B). For
example, the estimated IC50 value for UM87MG increased approximately 4-fold after
the incubation with GAM-derived exosomes while even more significantly in the LN18
cells post exosome treatment. This increased TMZ resistance was accompanied by the
increased colony forming (Fig, 2C) and tumor sphere forming (Fig. 2D) abilities. We
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then screened a small cohort of microRNAs in two batches of GAM-derived exosomes
and found that miR-21 appeared to be the most abundant microRNA (Fig. 2E). As
shown in the heatmap, miR-21 level appeared to be the most enriched in the exosomes
collected from two samples of GAMs.
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Figure 2 GAM secreted miR-21 enriched exosomes promoted GBM tumorigenesis. (A)
Representative transmission electronic micrograph of exosomes isolated from clinical GAMs (left);
western blot validation of exosomes isolated from GAM culture medium showed the expression of CD9,
CD63 and CD8I1. (B) Increased TMZ resistance in U§7MG and LN18 cells co-cultured with exosomes
(+exo0). Enhanced colony forming ability (C) and tumor sphere generating ability (D) in the presence
GAM-derived exosomes. (E) MicroRNA profiling analyses showed that exosomes (two samples)
isolated from M2 GAMs contained a high level of miR-21. **p<0.01; ***p<0.001.

MiR-21 is associated with GBM tumorigenic properties

Next, we examined the effects of miR-21 on GBM cells by gene silencing and
overexpression techniques. First, we demonstrated that an increased miR-21 level in
both U87MG and LN18 cells post co-cultured with GAM-derived exosomes (Fig. 3A).
We then transfected GBM (post-incubation with GAM exosomes) with either mimic or
inhibitor molecules of miR-21-5p. We found that the stemness markers Sox2, STAT3,
Wnt and Nestin were all significantly increased when mimic miR-21-5p was added to
both cells while the opposite occurred after the level of miR-21-5p was inhibited (Fig.
3B). In support, the results from western blots agreed with the real-time PCR results
(Fig. 3C) where an increased level of miR-21-5p led to the increased expression of
Sox2, STAT3, Nestin and Wnt and a decreased level of GFAP. More importantly,
tumorigenic properties such as colony formation and tumor sphere formation were also
positively correlated with the level of miR-21-5p. For instance, an increased miR-21-
5p level by mimic molecules led to the increased number of colonies (Fig. 3D) and
neurospheres (Fig. 3E) generated and the opposite was true with the decreased level of
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miR-21-5p with the inhibitor treatment. Furthermore, miR-21-5p mimic transfection
made both U7MG and LN18 cells more resistant against TMZ whereas miR-21-5p
inhibitor reversed the resistance (Fig. 3F).
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Figure 3 GAM-derived exosomes promoted GBM tumorigenesis via miR-21-5p. (A) U87MG and
LN18 cells incubated with GAM-derived exosomes showed a significantly increased level of miR-21-
5p. GBM tumorigenesis was associated with miR-21-5p. Increased miR-21-5p level (by mimic
molecules) in GBM cells showed an increased mRNA level of Sox2, STAT3, Wnt and Nestin while
decreased GFAP while a decreased in miR-21-5p (inhibitor) led to the opposite phenomenon (B, C).
Incubation with GAM-derived exosomes increased colony forming ability (D) and tumor sphere
generating ability (E) in both U87MG and LN18 cells. (F) U§7MG and LN18 cells transfected miR-21-
S5p mimic molecules (increased miR-21-5p level) resulted in a significantly increased TMZ resistance
while reduced miR-21-59 with decreased TMZ resistance. **p<0.01; ***p<0.001.

STAT3 and PDCD4 were target of miR-21-5p

Subsequently, we examined the potential target(s) for miR-21-5p using bioinformatics
tools and we identified STAT3, a well-known oncogene and PDCD4, an established
tumor suppressor, as the top-ranking candidates from all three algorithms used (PITA,
miRmap and miRanda). A potential site of interaction between miR-21-5p and Stat3,
PDCD4 were identified in the 3’UTR (upper panel, Fig. 4A); more importantly, based
on TCGA database, a strong negative correlation between the expression level of
PDCD4 and miR-21-5p was established within a cohort of GBM patients (N=525,
lower panel, Fig. 4B). We then demonstrated that increased miR-21-5p by mimic
molecules in both US7MG and LN18 cells supported the negative correlation between
the expression of miR-21-5p and PDCD4. Conversely, a decrease level of miR-21-5p
by inhibitor molecules restored the expression of PDCD4 (Fig. 4C). We then co-
cultured miR-21-5p silenced GBM cells with GAMs and observed a significantly
reduced M2 signature, CD68+/CD206" (Fig. 4D). More importantly, the M2 cytokines,
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VEGF, TGF-B1 and IL-6 released by GAMs co-cultured with miR-21-5p silenced
US87MG cells were significantly reduced and restored partially after co-cultured with
miR-21-5p silenced U87MG were transfected with mimic of miR-21-5p (Fig. 4E).
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Figure 4. MiR-21-5p targets STAT3 and PDCD4. (A)Bioinformatics tool shows miR-21-5p binding
to the 3’UTR of STAT3 and PDCD4 (upper panel). (B)A negative correlation between the expression of
miR-21-5p and PDCD4 in GBM database (N=525, TCGA). (C)An increased miR-21-5p level (by mimic
molecule, lane M), led to the significantly reduced PDCD4 expression in both U§7MG and LNI18 cells;
the reverse was true with the inhibitor of miR-21-5p. (D) Flow cytometry analysis showed a significantly
reduced CD206"/CD68* population in GAMs co-cultured with miR-21-5p silenced U87MG and LN18
cells; the reverse was observed in miR-21-5p mimic transfected co-culture experiments. (E) The inhibitor
of miR-21-5p resulted in the reduction of VEGF, TGF-b1 and IL-6 secreted by the US7MG cells into the
culture medium. **P<0.01; ***P<0.001.

Pacritinib suppresses GBM tumorigenesis and M2 polarization of GAMs

An elevated STAT3 signaling has been attributed to the malignancy of GBM and the
generation of glioma stem cells[16]. In addition, increased STAT3 signaling is
associated with the increased miR-21 level in the promotion of tumorigenesis [17,18].
Based on this premises, we examined a clinical STAT3 inhibitor, pacritinib for its
potential GBM inhibitory effects. We found that the pacritinib treatment significantly
suppressed the cell viability of both U87MG and LN18 cells at low IC50 values, 0.5
and 1.7uM respectively (Fig. 5A). Subsequently, we showed that pacritnib-treated
US7MG and LNI18 cells contained a significantly lower ability to generate M2-
polarized GAMs (Fig. 5B) as reflected by the reduced CD206 (M2 marker) and
increased TNF-a (M1 marker). In addition, the addition of pacritinib prominently
suppressed the colony formation (Fig. SC) and tumor sphere generation (Fig. 5D).
Furthermore, pacritinib treatment led to a decreased expression of Sox2, PDCD4 and
STAT3; more importantly the level of miR-21-5p in both GBM cell lines was
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suppressed as well (Fig. SE). Notably, pacritinib treatment led to a significantly reduced
exosome release and corresponding level of miR-21-5p from GAMs (Fig. 5F).
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Figure 5 Pacritinib treatment suppress GBM tumorigenesis and GSC properties (A) Pacritinib
treatment significantly suppressed both U§7MG and LN18 cells (approximate IC50 values 0.5 pM and
1.5uM respectively). (B) Pacritinib treatment significantly reduced GBM cells’ ability to induce M2
GAMs. CD206 mRNA in GAMs was significantly reduced while TNF-a was increased. Pacritinib
treatment significantly reduced the colony formation (C) and tumor sphere generation (D) in both
U87MG and LN18 cells. (E) Pacritinib treatment led to the significantly reduced mRNA level of STATS3,
Sox2, PDCD4 and miR-21-5p while increased GFAP in both U§7MG and LN18 cells. (F) GAMs treated
with pacritinib resulted in the decreased release of exosomes. Western blot of exosomes collected from
GAMs showed a significantly lower abundance of exosomes (CD63 and CD9, markers of exosomes).
The exosomes collected showed a significantly lower miR-21-5p level. ***P<0.001.

In vivo evaluation of pacritinib

Finally, we evaluated the potential of using pacritinib as a treatment for GBM
using preclinical mouse model bearing TMZ-resistant LN18 cells (co-cultured with
exosomes isolated from GAMSs). Representative brain slices showed that single
treatment of pancritinib suppressed the tumorigenesis of TMZ-resistant LN 18 cells as
compared to TMZ single treatment and vehicle control (Fig. 6A). Notably, there was
no significant difference in tumor size between vehicle control and TMZ single
treatment group (Fig. 6A) while the combination of pacritinib and TMZ appeared to
produce the most significant inhibitory effect on tumor progression (right panel, Fig.
6A). In support, tumor samples harvested from the combination of pacritinib and TMZ
showed the lowest level of STAT3, Sox2, PDCD4, and miR-21-5p while increased level
of GFAP (Fig. 6B). Microglial cells isolated from the single pacritinib treatment and
the combination of pacritinib and TMZ group also demonstrated a significantly reduced
CD206 mRNA level and increased TNF-a level (Fig. 6C).
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Figure 6 In vivo evaluation of pacritinib for treating GBM and reduction of M2 GAMs (A) TMZ-
resistant LN18 bearing mice treated with pacritinib showed significantly reduced tumor size and the
combination of pacritinib and TMZ led to the most significantly reduced tumor size. NS, statistically
non-significant. (B) Comparative real-time PCR analyses showed that the reduced mRNA level of STAT3,
Sox2, PDCD4, and miR-21-5p while increased GFAP in pacritinib group and paritinib/TMZ combination.
(C) M2 GAMs from tumor samples showed a significantly reduced CD206 (M2 marker) mRNA level
(lane 3, pacritinib alone; lane 4, pacritinib/TMZ combination) while an increase in TNF-a (lane 3 and
lane 4). ***P<0.001
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Discussion

Despite advances in therapeutics development over the past decade, GBM remains
challenging to treat due to its heterogeneity and malignant nature. The tumor
microenvironment plays a crucial role in promoting GBM tumorigenesis. Glioma
associated microglia (or GAMs) have been shown to be one of the key players of the
GBM microenvironment. We first demonstrated that clinical samples of GAMs
promoted GBM tumorigenesis. For instance, U87MG and LN18 GBM cells co-culture
with clinical M2 GAMs showed an increased in colony-forming and tumor sphere
generating abilities in association with increased stemness markers, Sox2, STAT3, Wnt
and Nestin, in the GBM cells. Accumulating evidence has supported the observations
where GAMs induced EMT in GBM cells and subsequently generated properties of
glioma stem cells (GSCs)[19]. In addition, our observations were in agreement with
previous studies where interactions between GBM and GAMs increased CD 133+ GSCs
and malignant phenotypes [20,21]. GAM-mediated GBM-promoting effects were
through different communicating molecules such as M2 cytokines (IL-6, VEGF, TGF-
B1)[2]. Here, we showed that the presence of GAMs promoted GBM tumorigenesis and
stemness not only via the cytokines but also through the aid of exosomes. More
specifically, we found that GBM cells incubated with exosomes derived from GAMs
exhibited enhanced ability in colony and tumor sphere formation; more importantly,
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exosomes incubated GBM cells became more resistant against TMZ. Emerging
evidence indicates the functional roles of exosomes in GBM tumorigenesis. A recent
study showed that exosomes secreted from GBM cells promoted the oncogenic
transformation of astrocytes in the tumor microenvironment [22]. This observation
complements the results of our study where an intimate communication between the
tumor microenvironment and tumor cells via the exchange of exosomes.

We performed an array analysis on the exosomes secreted by GAMs and found
that the most abundant microRNA species was miR-21. Notably, a recent review points
out that miR-21 plays a pivotal role in GBM pathogenesis where miR-21 functions
through the modulation of insulin-like growth factor associated signaling pathway,
RECK, and TIMP3 to promote GBM tumorigenesis [23]. Our results provided an added
feature of miR-21 in GBM tumorigenesis where miR-21 was enriched in the exosomes
secreted by GAMs. It is very plausible that GAM-derived miR-21-enriched exosomes
were incorporated into GBM cells and executed its tumor-promoting functions. It has
been well demonstrated that the transfer and uptake of exosomes between donor and
recipient cells represents one of the major routes for intercellular communications in
many diseases including cancer[24]. We provided support that an increased miR-21-5p
in GBM cells by miR-21-5p mimic molecules, resulted in the similar tumorigenic and
stemness properties in GBM cells co-cultured with GAM-derived exosomes; the
reduction of miR-21-5p significantly reduced the tumorigenic properties in both GBM
cell lines. Furthermore, GBM cells transfected with miR-21-5p inhibitor showed a
significantly reduced ability to generate M2 GAMs, based on our co-culture
experiments; this was attributed to the decreased secretion of M2 cytokines such as IL-
6, VEGF by miR-21-5p silenced GBM cells while an increased secretion of TNF-a, M1
marker. More importantly, we provided evidence that miR-21-5p targets PDCD4, a
tumor suppressor in both GBM cell lines. PDCD4 has been shown to be frequently
suppressed in GBM cells and associated with poor prognosis[25,26]. In agreement, a
previous study also demonstrated that PDCD4 was targeted by miR-21 in GBM [27].

According to our experimental results, miR-416a ranks as the second most
abundant microRNA species in the GAM-secreted exosomes. It has been shown that
miR-416a plays a key role in the progression of malignant melanoma via the activation
of notch signaling [28]. The activation of notch has also been shown to be responsible
for the generation of GSCs[29,30]. The fact that miR-21 and miR-416a, two powerful
oncogenic microRNA molecules were enriched in the GAM exosomes further supports
our notion that GAMs play a key contributing role in GBM malignancy and should be
targeted in treatment design. As the roles of exosomal miR-416a in GBM tumorigenesis
is currently under intense investigation in our laboratory.

Since targeting microRNA for therapeutic purposes still remains challenging,
miR-21-5p represents a potential therapeutic target. Thus, we evaluated the feasibility
of using small-molecule agent which may indirectly increase miR-21 level to convey
therapeutic functions in GBM. STAT3 signaling has been shown to be important in
GBM tumorigenesis as well as linked to the expression of miR-21[17,31,32]. Based on
these premises, we evaluated pacritinib, a recent FDA-approved inhibitor of
STAT3/JAK2 signaling for treating myelofibrosis [33,34]. We found pacritinib
treatment suppressed cell viability, colony/tumor sphere formation in association with
decreased expression of STAT3, Sox2, PDCD4, and miR-21-5p while an increased
GFAP expression. Equally important, GAMs co-cultured with pacritinib-treated
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U87MG and LN 18 GBM cells showed a significantly reduced M2 marker, CD206 and
increased M1 marker, TNF-a, strongly suggesting pacritinib not only suppressed GBM
tumorigenesis but also affected GAM polarization. This tumor inhibitory and tumor
microenvironment normalizing effects of pacritinib could be attributed to the
suppression of STAT3/JAK?2 signaling. Our observations were supported by a recent
report that the inhibition of JAK/STAT3 pathway resulted in the disrupted intercellular
communications between microglia and GBM cells [35] and pronounced anti-GBM
effects [36,37]. In addition, we found that pacritinib treatment was able to suppress the
number of miR-21-enriched exosomes secreted by GAMs.

Finally, we provided support for combining pacritinib and TMZ using TMZ-
resistant GBM PDX mouse model. Single treatment of pacritnib was sufficient to
suppress GBM growth while the combination of pacritinib and TMZ exerted the most
significant inhibitory effect. Several studies have demonstrated the benefit of using
STAT3 inhibitor for overcoming TMZ resistance[38,39]. Notably, one report showed
that STAT3 inhibitor treatment promoted the infiltration of tumoricidal lymphocytes
[40]. Another study also lend support to our results where the sequential combination
of STAT?3 inhibition and TMZ led to the induction of GBM apoptosis with an increased
level of miR-21[41].

Conclusion

In conclusion, as the schema abstract Figure 7, we have provided translational
evidence that miR-21-enriched GAM-derived exosomes contributed to GBM
malignancy via increasing stemness. The feasibility of using pacritinib to modulate
STAT3/miR-21/PDCD4 signaling was demonstrated both in vitro and in vivo GBM
models. Further investigation is warrant for conducting potential clinical trails for GMB
patients experiencing TMZ resistance.
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Figure 7 GBM-associated macrophages (GAMs) in the tumor microenvironment promotes the
survival of GBM cells via miR-21 enriched EVs. Mir-21 targets and suppresses the expression of tumor
suppressor PDCD4 in GBM cells, leading to the elevated STAT3/Akt signaling. In turn, GBM cells
secrete inflammaotry cytokines, TGF-B1 and IL-6 and promotes M2 polarization. Pacritinib (STAT3
inhibitor) treatment suppresses GBM tumorigenesis by inhibiting STAT3 signaling and reducing M2
polarization of GAMs.


https://doi.org/10.20944/preprints201905.0374.v1
https://doi.org/10.3390/jcm8070959

Preprints (www.preprints.org) | NOT PEER-REVIEWED | Posted: 31 May 2019

List of Abbreviations

M2-polarization of glioma associated microglia (M2-GAMs), negative controls (NC),
Glioblastoma (GBM), long non-coding RNAs (IncRNAs), temozolomide sensitive
(TMZ-S), resistant (TMZ-R), tumor microenvironment (TME),

Declarations
Authors’ contribution

Conceived and designed the study: Hao-Yu Chuang, Yu-kai Su. Performed the
experiments: Heng-Wei Liu, Chao-Hsuan Chen. Analyzed the data: Shao-Chih Chiu
and Der-Yang Cho. Bioinformatics: Shinn-Zong Lin. Wrote the manuscript: Hao-Yu
Chuang and Yu-kai Su. Provided reagents, materials, experimental infrastructure and
administrative oversight: Yueh-Sheng Chen and Chien-Min Lin. All authors read and
approved the final version of the manuscript.

Funding

This work was supported by the grants from Ministry of Science and Technology of
grant to Dr. Chien-Min Lin (MOST 107-2314-b-038-056-MY3)

Ethics approval and consent to participate

Clinical samples were collected from Taipei Medical University (Taipei, Taiwan). All
enrolled patients gave written informed consent for their tissues to be used for scientific
research. The study was approved by the Institutional Review Board (IRB) of the Taipei
Medical University (IRB: N201801070), consistent with the recommendations of the
declaration of Helsinki for biomedical research (Taipei Medical University (Taipei,
Taiwan) and followed standard institutional protocol for human research. Moreover, the
animal study protocol was approved by the Animal Care and User Committee at Taipei
Medical University (Taipei, Taiwan) (Affidavit of Approval of Animal Use Protocol #
Taipei Medical University - LAC-2017-0512).

Consent for publication
Not applicable

Availability of data and materials

The datasets used and analyzed in the current study are available from the
corresponding author in response to reasonable requests.

Conflict of interest

The authors declare that they have no potential financial competing interests that may
in any way gain or lose financially from the publication of this manuscript at present or
in the future. Additionally, no non-financial competing interests are involved in the
manuscript.

d0i:10.20944/preprints201905.0374.v1


https://doi.org/10.20944/preprints201905.0374.v1
https://doi.org/10.3390/jcm8070959

Preprints (www.preprints.org) | NOT PEER-REVIEWED | Posted: 31 May 2019

Acknowledgments

The authors thank the laboratory assistant Mr. Alfred Fong (Department of
Neurosurgery, Taipei Medical University Shunag-Ho Hospital) for his technical
assistance.

References

1.

10.

11.

Khosla, D. Concurrent therapy to enhance radiotherapeutic outcomes in
glioblastoma.  Annals of translational medicine 2016, 4, 54,
doi:10.3978/j.i1ssn.2305-5839.2016.01.25.

Hambardzumyan, D.; Gutmann, D.H.; Kettenmann, H. The role of microglia
and macrophages in glioma maintenance and progression. Nature neuroscience
2016, 79, 20-27, doi:10.1038/nn.4185.

Bowman, R.L.; Joyce, J.A. Therapeutic targeting of tumor-associated
macrophages and microglia in glioblastoma. Immunotherapy 2014, 6, 663-666,
doi:10.2217/imt.14.48.

Skog, J.; Wurdinger, T.; van Rijn, S.; Meijer, D.H.; Gainche, L.; Sena-Esteves,
M.; Curry, W.T., Jr; Carter, B.S.; Krichevsky, A.M.; Breakefield, X.O.
Glioblastoma microvesicles transport RNA and proteins that promote tumour
growth and provide diagnostic biomarkers. Nature cell biology 2008, 10, 1470-
1476, doi:10.1038/ncb1800.

Graner, M.W.; Cumming, R.I.; Bigner, D.D. The heat shock response and
chaperones/heat shock proteins in brain tumors: surface expression, release, and
possible immune consequences. The Journal of neuroscience : the official
journal of the Society for Neuroscience 2007, 27, 11214-11227,
doi:10.1523/jneurosci.3588-07.2007.

Murgoci, A.N.; Cizkova, D.; Majerova, P.; Petrovova, E.; Medvecky, L.;
Fournier, I.; Salzet, M. Brain-Cortex Microglia-Derived Exosomes:
Nanoparticles for Glioma Therapy. Chemphyschem : a European journal of
chemical physics and physical chemistry 2018, 19, 1205-1214,
doi:10.1002/cphc.201701198.

Caccese, M.; Indraccolo, S.; Zagonel, V.; Lombardi, G. PD-1/PD-L1 immune-
checkpoint inhibitors in glioblastoma: A concise review. Critical reviews in
oncology/hematology 2019, 135, 128-134,
doi:10.1016/j.critrevonc.2018.12.002.

Stechishin, O.D.; Luchman, H.A.; Ruan, Y.; Blough, M.D.; Nguyen, S.A.; Kelly,
J.J.; Cairncross, J.G.; Weiss, S. On-target JAK2/STAT3 inhibition slows disease
progression in orthotopic xenografts of human glioblastoma brain tumor stem
cells. Neuro-oncology 2013, 15, 198-207, doi:10.1093/neuonc/nos302.

Kelly, J.J.; Stechishin, O.; Chojnacki, A.; Lun, X.; Sun, B.; Senger, D.L.;
Forsyth, P.; Auer, R.N.; Dunn, J.F.; Cairncross, J.G., et al. Proliferation of
human glioblastoma stem cells occurs independently of exogenous mitogens.
Stem cells (Dayton, Ohio) 2009, 27, 1722-1733, doi:10.1002/stem.98.

Ortensi, B.; Osti, D.; Pellegatta, S.; Pisati, F.; Brescia, P.; Fornasari, L.; Levi,
D.; Gaetani, P.; Colombo, P.; Ferri, A., et al. Rai is a new regulator of neural
progenitor migration and glioblastoma invasion. Stem cells (Dayton, Ohio)
2012, 30, 817-832, doi:10.1002/stem.1056.

Gagliano, N.; Costa, F.; Cossetti, C.; Pettinari, L.; Bassi, R.; Chiriva-Internati,
M.; Cobos, E.; Gioia, M.; Pluchino, S. Glioma-astrocyte interaction modifies

d0i:10.20944/preprints201905.0374.v1


https://doi.org/10.20944/preprints201905.0374.v1
https://doi.org/10.3390/jcm8070959

Preprints (www.preprints.org) | NOT PEER-REVIEWED | Posted: 31 May 2019 d0i:10.20944/preprints201905.0374.v1

the astrocyte phenotype in a co-culture experimental model. Oncology reports
2009, 22, 1349-1356.

12. Thery, C.; Amigorena, S.; Raposo, G.; Clayton, A. Isolation and
characterization of exosomes from cell culture supernatants and biological
fluids. Current protocols in cell biology 2006, Chapter 3, Unit 3.22,
doi:10.1002/0471143030.cb0322s30.

13. Beznoussenko, G.V.; Dolgikh, V.V.; Seliverstova, E.V.; Semenov, P.B.; Tokarev,
Y.S.; Trucco, A.; Micaroni, M.; Di Giandomenico, D.; Auinger, P.; Senderskiy,
LV., et al. Analogs of the Golgi complex in microsporidia: structure and
avesicular mechanisms of function. Journal of cell science 2007, 120, 1288-
1298, doi:10.1242/j¢s.03402.

14. Mahmood, T.; Yang, P.C. Western blot: technique, theory, and trouble shooting.
North  American journal of medical sciences 2012, 4, 429-434,
doi:10.4103/1947-2714.100998.

15. Carlson, B.L.; Pokorny, J.L.; Schroeder, M.A.; Sarkaria, J.N. Establishment,
maintenance and in vitro and in vivo applications of primary human
glioblastoma multiforme (GBM) xenograft models for translational biology
studies and drug discovery. Curr Protoc Pharmacol 2011, Chapter 14, Unit 14
16, doi:10.1002/0471141755.ph1416s52.

16. Ganguly, D.; Fan, M.; Yang, C.H.; Zbytek, B.; Finkelstein, D.; Roussel, M.F.;
Pfeffer, L.M. The critical role that STAT3 plays in glioma-initiating cells:
STAT3 addiction in glioma. Oncotarget 2018, 9, 22095-22112,
doi:10.18632/oncotarget.25188.

17. Chen, N.; Feng, L.; Qu, H.; Lu, K.; Li, P.; Lv, X.; Wang, X. Overexpression of
IL-9 induced by STAT3 phosphorylation is mediated by miR-155 and miR-21
in chronic lymphocytic leukemia. Oncology reports 2018, 39, 3064-3072,
doi:10.3892/01.2018.6367.

18. Zhou, J.; Li, X.; Wu, X.; Zhang, T.; Zhu, Q.; Wang, X.; Wang, H.; Wang, K_;
Lin, Y.; Wang, X. Exosomes Released from Tumor-Associated Macrophages
Transfer miRNAs That Induce a Treg/Th17 Cell Imbalance in Epithelial
Ovarian Cancer. Cancer immunology research 2018, 6, 1578-1592,
doi:10.1158/2326-6066.cir-17-0479.

19. Harris, M.A.; Yang, H.; Low, B.E.; Mukherjee, J.; Guha, A.; Bronson, R.T.;
Shultz, L.D.; Israel, M.A.; Yun, K. Cancer stem cells are enriched in the side
population cells in a mouse model of glioma. Cancer research 2008, 68, 10051-
10059, doi:10.1158/0008-5472.can-08-0786.

20. Yao, Y.; Ye, H.; Qi, Z.; Mo, L.; Yue, Q.; Baral, A.; Hoon, D.S.B.; Vera, J.C.;
Heiss, J.D.; Chen, C.C., et al. B7-H4(B7x)-Mediated Cross-talk between
Glioma-Initiating Cells and Macrophages via the IL6/JAK/STAT3 Pathway
Lead to Poor Prognosis in Glioma Patients. Clinical cancer research : an official
journal of the American Association for Cancer Research 2016, 22, 2778-2790,
doi:10.1158/1078-0432.ccr-15-0858.

21. Zhou, W.; Ke, S.Q.; Huang, Z.; Flavahan, W.; Fang, X.; Paul, J.; Wu, L.; Sloan,
A.E.; McLendon, R.E.; Li, X., et al. Periostin secreted by glioblastoma stem
cells recruits M2 tumour-associated macrophages and promotes malignant
growth. Nature cell biology 2015, 17, 170-182, doi:10.1038/ncb3090.

22. Oushy, S.; Hellwinkel, J.E.; Wang, M.; Nguyen, G.J.; Gunaydin, D.; Harland,
T.A.; Anchordoquy, T.J.; Graner, M.W. Glioblastoma multiforme-derived
extracellular vesicles drive normal astrocytes towards a tumour-enhancing
phenotype. Philosophical transactions of the Royal Society of London. Series B,


https://doi.org/10.20944/preprints201905.0374.v1
https://doi.org/10.3390/jcm8070959

Preprints (www.preprints.org) | NOT PEER-REVIEWED | Posted: 31 May 2019

23.

24.

25.

26.

27.

28.

29.

30.

31.

32.

33.

34.

35.

Biological sciences 2018, 373, doi:10.1098/rstb.2016.0477.

Masoudi, M.S.; Mehrabian, E.; Mirzaei, H. MiR-21: A key player in
glioblastoma pathogenesis. Journal of cellular biochemistry 2018, 119, 1285-
1290, doi:10.1002/jcb.26300.

Ruivo, C.F.; Adem, B.; Silva, M.; Melo, S.A. The Biology of Cancer Exosomes:
Insights and New Perspectives. Cancer research 2017, 77, 6480-6488,
doi:10.1158/0008-5472.Can-17-0994.

Gao, F.; Wang, X.; Zhu, F.; Wang, Q.; Zhang, X.; Guo, C.; Zhou, C.; Ma, C,;
Sun, W.; Zhang, Y., et al. PDCD4 gene silencing in gliomas is associated with
5'CpG island methylation and unfavourable prognosis. Journal of cellular and
molecular  medicine 2009, 13, 4257-4267, doi:10.1111/j.1582-
4934.2008.00497 .x.

Gao, F.; Zhang, P.; Zhou, C.; Li, J.; Wang, Q.; Zhu, F.; Ma, C.; Sun, W.; Zhang,
L. Frequent loss of PDCD4 expression in human glioma: possible role in the
tumorigenesis of glioma. Oncology reports 2007, 17, 123-128.

Wang, G.; Wang, J.J.; Tang, H.M.; To, S.S. Targeting strategies on miRNA-21
and PDCDA4 for glioblastoma. Archives of biochemistry and biophysics 2015,
580, 64-74, doi:10.1016/j.abb.2015.07.001.

Forloni, M.; Dogra, S.K.; Dong, Y.; Conte, D., Jr.; Ou, J.; Zhu, L.J.; Deng, A.;
Mahalingam, M.; Green, M.R.; Wajapeyee, N. miR-146a promotes the initiation
and progression of melanoma by activating Notch signaling. eLife 2014, 3,
€01460, doi:10.7554/eLife.01460.

Codrici, E.; Enciu, A.M.; Popescu, 1.D.; Mihai, S.; Tanase, C. Glioma Stem
Cells and Their Microenvironments: Providers of Challenging Therapeutic
Targets. Stem cells international 2016, 2016, 5728438,
doi:10.1155/2016/5728438.

Ma, Y.; Cheng, Z.; Liu, J.; Torre-Healy, L.; Lathia, J.D.; Nakano, 1.; Guo, Y;
Thompson, R.C.; Freeman, M.L.; Wang, J. Inhibition of Farnesyltransferase
Potentiates NOTCH-Targeted Therapy against Glioblastoma Stem Cells. Stem
cell reports 2017, 9, 1948-1960, doi:10.1016/j.stemcr.2017.10.028.

Gutsaeva, D.R.; Thounaojam, M.; Rajpurohit, S.; Powell, F.L.; Martin, P.M.;
Goei, S.; Duncan, M.; Bartoli, M. STAT3-mediated activation of miR-21 is
involved in down-regulation of TIMP3 and neovascularization in the ischemic
retina. Oncotarget 2017, 8, 103568-103580, doi:10.18632/oncotarget.21592.
Ning, S.L.; Zhu, H.; Shao, J.; Liu, Y.C.; Lan, J.; Miao, J. MiR-21 inhibitor
improves locomotor function recovery by inhibiting IL-6R/JAK-STAT
pathway-mediated inflammation after spinal cord injury in model of rat.
European review for medical and pharmacological sciences 2019, 23, 433-440,
doi:10.26355/eurrev_201901 16852.

Betts, B.C.; Bastian, D.; lamsawat, S.; Nguyen, H.; Heinrichs, J.L.; Wu, Y;
Daenthanasanmak, A.; Veerapathran, A.; O'Mahony, A.; Walton, K., et al.
Targeting JAK2 reduces GVHD and xenograft rejection through regulation of
T cell differentiation. Proceedings of the National Academy of Sciences of the
United States of America 2018, 115, 1582-1587, doi:10.1073/pnas.1712452115.
Mascarenhas, J.; Hoffman, R.; Talpaz, M.; Gerds, A.T.; Stein, B.; Gupta, V.;
Szoke, A.; Drummond, M.; Pristupa, A.; Granston, T., et al. Pacritinib vs Best
Available Therapy, Including Ruxolitinib, in Patients With Myelofibrosis: A
Randomized Clinical Trial. JAMA oncology 2018, 4, 652-659,
doi:10.1001/jamaoncol.2017.5818.

Couto, M.; Coelho-Santos, V.; Santos, L.; Fontes-Ribeiro, C.; Silva, A.P,;

d0i:10.20944/preprints201905.0374.v1


https://doi.org/10.20944/preprints201905.0374.v1
https://doi.org/10.3390/jcm8070959

Preprints (www.preprints.org) | NOT PEER-REVIEWED | Posted: 31 May 2019

36.

37.

38.

39.

40.

41.

Gomes, C.M.F. The interplay between glioblastoma and microglia cells leads to
endothelial cell monolayer dysfunction via the interleukin-6-induced
JAK2/STAT3 pathway. Journal of cellular physiology 2019, 10.1002/jcp.28575,
doi:10.1002/jcp.28575.

Linder, B.; Weirauch, U.; Ewe, A.; Uhmann, A.; Seifert, V.; Mittelbronn, M.;
Harter, P.N.; Aigner, A.; Kogel, D. Therapeutic Targeting of Stat3 Using
Lipopolyplex Nanoparticle-Formulated siRNA in a Syngeneic Orthotopic
Mouse Glioma Model. Cancers 2019, 11, doi:10.3390/cancers11030333.

Liu, T.; Li, A.; Xu, Y.; Xin, Y. Momelotinib sensitizes glioblastoma cells to
temozolomide by enhancement of autophagy via JAK2/STAT3 inhibition.
Oncology reports 2019, 41, 1883-1892, doi:10.3892/0r.2019.6970.

Ashizawa, T.; Akiyama, Y.; Miyata, H.; lizuka, A.; Komiyama, M.; Kume, A.;
Omiya, M.; Sugino, T.; Asai, A.; Hayashi, N., et al. Effect of the STAT3 inhibitor
STX-0119 on the proliferation of a temozolomide-resistant glioblastoma cell
line.  International journal of oncology 2014, 45, 411-418,
doi:10.3892/ij0.2014.2439.

Miyata, H.; Ashizawa, T.; lizuka, A.; Kondou, R.; Nonomura, C.; Sugino, T.;
Urakami, K.; Asai, A.; Hayashi, N.; Mitsuya, K., et al. Combination of a STAT3
Inhibitor and an mTOR Inhibitor Against a Temozolomide-resistant
Glioblastoma Cell Line. Cancer genomics & proteomics 2017, 14, 83-91,
doi:10.21873/cgp.20021.

Akiyama, Y.; Nonomura, C.; Ashizawa, T.; lizuka, A.; Kondou, R.; Miyata, H.;
Sugino, T.; Mitsuya, K.; Hayashi, N.; Nakasu, Y., et al. The anti-tumor activity
of the STAT3 inhibitor STX-0119 occurs via promotion of tumor-infiltrating
lymphocyte accumulation in temozolomide-resistant glioblastoma cell line.
Immunology letters 2017, 190, 20-25, doi:10.1016/j.imlet.2017.07.005.

Qian, X.; Ren, Y.; Shi, Z.; Long, L.; Pu, P.; Sheng, J.; Yuan, X.; Kang, C.
Sequence-dependent synergistic inhibition of human glioma cell lines by
combined temozolomide and miR-21 inhibitor gene therapy. Molecular
pharmaceutics 2012, 9, 2636-2645, doi:10.1021/mp3002039.

d0i:10.20944/preprints201905.0374.v1


https://doi.org/10.20944/preprints201905.0374.v1
https://doi.org/10.3390/jcm8070959

