cancers m\py

Article

Dual Targeting of PI3K and HDAC by CUDC-907 Inhibits
Pediatric Neuroblastoma Growth

Rameswari Chilamakuri ¥ and Saurabh Agarwal *

Department of Pharmaceutical Sciences, College of Pharmacy and Health Sciences, St. John’s University,
New York, NY 11439, USA; rameswari.chilamakuril9@my.stjohns.edu
* Correspondence: agarwals@stjohns.edu; Tel.: +1-718-990-1623

Simple Summary: High-risk neuroblastoma (NB) is an aggressive cancer of very young children
and accounts for almost 15% of all pediatric cancer deaths. Current therapies include high-dose
chemotherapy and radiation, which have long-term toxic side effects. Despite these intensive
therapies, the overall 5-year survival rate of NB is less than 50%. Therefore, developing novel
therapeutic approaches targeting the molecular mechanisms that drive NB progression is very
important. In the present study, we repurpose CUDC-907, a dual inhibitor of PI3K and histone
deacetylases. These regulators are known to regulate MYCN expression, a key prognostic marker
of NB. CUDC-907 potently inhibits NB growth and 3D spheroid tumor growth by inhibiting PI3K,
HDAC, and MYCN. Overall, our pre-clinical data demonstrate that repurposing CUDC-907 as a
single drug is a novel and effective therapeutic approach for NB.

Abstract: The dysregulation of PI3K, HDACs, and MYCN are well known for promoting multiple
cancer types, including neuroblastoma (NB). Targeting the upstream regulators of MYCN, including
HDACs and PI3K, was shown to suppress cancer growth. In the present study, we analyze different
ﬁge‘f:tfg NB patient datasets to reveal that high PI3K and HDAC expression is correlated with overall poor NB
patient survival. High PI3K level is also found to be associated with high MYCN level and NB stage
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1. Introduction

High-risk neuroblastoma (NB) is the most common extracranial solid tumor that
= accounts for almost 10% of all childhood-related cancers [1]. Despite major advancements

in intensive multi-modal therapies, the overall 5-year survival rate of NB is less than 50% [2].
Current NB therapy follows an induction chemotherapy regimen that is often associated
with disease comorbidities and increased risk of secondary malignancies [3]. Therefore,
developing novel single-agent therapeutic strategies targeting multiple oncogenic pathways
such as PI3K/AKT, histone deacetylases, and MYCN, is important for NB and other cancers.
The pathologic activation of MYCN plays a central role in NB, with MYCN amplifica-

tion identified in approximately 25% of primary NB tumors [4]. MYCN amplification drives
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rapid metastasis, relapse, and drug resistance, and patients with relapsed MYCN amplified
tumors have less than 5% overall survival rate [5]. Direct MYCN targeting strategies were
shown to have limited effect, thus indirectly targeting the oncogenic activation of MYCN
transcription is an important therapeutic approach for MYCN-driven cancers [4]. Among
others, histone deacetylases (HDAC) and phosphoinositide-3 kinase (PI3K) are upstream
regulators of MYCN and are also known to promote NB pathogenesis [6]. PI3K/AKT path-
way is one of the most important intracellular signaling pathways regulating cell growth,
proliferation, angiogenesis, motility, survival, and metabolism [7]. The PI3K signaling
pathway also regulates multiple cellular proteins, such as mTORC1, S6 kinase, GSK33,
FOXO, MDM2, MYCN, P27, and BAD [8-10]. The dysregulation of PI3K has been reported
in multiple cancer types, including prostate cancer, breast cancer, ovarian cancer, and
NB[11,12].

Epigenetic alterations, such as histone acetylation and methylation, play an essential
role in tumor initiation and progression [6]. HDACs are key transcription cofactors that reg-
ulate histone and non-histone protein substrates through epigenetic or non-epigenetic mod-
ifications, thus affecting multiple signaling networks, including MYC, p53, and STAT3 [13].
HDAC:s also play an important role in cell proliferation, differentiation, cellular homeosta-
sis, and stemness maintenance [13]. Studies showed that the H3K9 acetylation (H3K9Ac) of
active promoters positively correlates with gene expression, and HDAC inhibitors induce
these acetylation marks by inhibiting HDAC enzymes [14]. HDAC inhibitors alone or in
combination with other anti-cancer compounds showed promising preclinical results in the
treatment of different cancers [15]. Preclinical studies have shown promising anti-cancer
activity for combining PI3K inhibitors with HDAC inhibitors in various cancers [16].

In the present study, we use a dual PI3K and HDAC inhibitor, CUDC-907 or Fimepino-
stat, and show its potency in inhibiting NB growth. CUDC-907 is a first-in-class, oral small
molecule dual HDAC (class I and II) and PI3K (class I, 3, and 8) inhibitor that can simul-
taneously target multiple oncogenic signaling pathways [17,18]. CUDC-907 is effective in
multiple cancer types, including acute myeloid leukemia, relapsed or refractory diffuse
large B-cell lymphoma, prostate cancer, thyroid cancer, and multiple myeloma [19-21]. FDA
designated CUDC-907 for fast track development for patients with relapsed diffuse large
B-cell lymphoma [17]. Our preclinical results in NB demonstrate that CUDC-907 potently
inhibits NB growth by inhibiting the PI3K signaling pathway and HDACs. We also found
that CUDC-907 inhibits MYCN and enhances the H3K9 histone acetylation. Overall, our
study highlights the efficacy of CUDC-907 as a single drug in targeting multiple pathways
and as a novel therapeutic approach for NB. As CUDC-907 is currently under extensive
clinical trials for multiple cancers, our study will further pave the way for the effective
clinical translation of CUDC-907 for NB patients.

2. Materials and Methods
2.1. Cell Culture and Reagents

Human NB cell lines NGP, LAN5, CHLA-255-MYCN (MY CN-amplified), SH-SY5Y,
SK-N-AS, and CHLA-255 (MYCN non-amplified), and normal fibroblast control cell lines
WI-38, NIH-3T3, and COS-7 were routinely cultured and maintained as described previ-
ously [22,23]. All cell lines used in this study were routinely tested for mycoplasma and
validated via short-tandem repeat analysis for genotyping. In this study, the experiments
were performed using different numbers of cell lines as required for the assay. Primary
antibodies anti-PI3K (4292S), anti-p-PI3K (4228S), anti-PDK1 (3062S), anti-p-PDK1 (Ser241;
3438S), anti-AKT (9272S), anti-p-AKT (Thr308; 9275S), anti- p705S6 kinase (S6K; 9202S), anti-
p-p70-56 kinase (pS6K; Thr389; 92055), anti-MYCN (9405S), anti-H3 (4499S), anti-H3K9Ac
(9649S), anti-Cyclophilin B (43603S), and anti-rabbit IgG HRP-linked secondary antibody
(7074S) were purchased from Cell Signaling Technology. CUDC-907 was purchased from
MedChem Express, Monmouth Junction, NJ, USA.
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2.2. Clinical Patient Dataset

NB patient datasets were analyzed using the publicly available patient databases
from the R2: Genomic Analysis and Visualization Platform. Available online: https:
/ /hgserverl.amc.nl/cgi-bin/r2 /main.cgi (accessed on 1 February 2022). This unique
platform provides a multi-parametric analysis of NB patient outcomes with correlation to
gene expression and microarray profiles of their primary tumors. In the present study, we
analyzed a total of 1235 primary NB patient data by analyzing Versteeg, Kocak, and SEQC
datasets. Dataset analyses were performed by including patients’ confounding factors.

2.3. Cell Viability and Clonogenic Assay

Cell viability assays were performed as described previously [23]. Briefly, cells were
treated with different drug concentrations for 72 h, followed by incubation with CellTiter
96 AQueous One Solution from the Cell Proliferation Assay kit (G3582; Promega, Madison,
WI, USA) as per the manufacturer’s instructions. Cell viability was measured using a
spectrophotometer (SpectraMax iD3, Molecular Device, San Jose, CA, USA) at 490 nm. The
data were analyzed using GraphPad Prism 9 software, and ICs values were calculated for
individual cell lines. Clonogenic cell colony formation assays were performed as described
previously [23,24].

2.4. Apoptosis and Cell Cycle Assay

Apoptosis assays were performed using the Muse Annexin V and Dead Cell Kit
(MCH100105; Luminex Corp., Austin, TX, USA), and cell cycle analysis was performed
using Muse Cell Cycle Kit reagent (MCH100106; Luminex Corp), according to the man-
ufacturer’s instructions and as described previously [23]. NB cell lines were treated for
16 h with different concentrations of CUDC-907. Apoptosis and cell cycle samples were
analyzed using the Guava Muse cell analyzer (Luminex Corp) to determine the percentage
of early apoptosis and cell cycle changes, respectively.

2.5. 3D Spheroid Tumor Assay

Three-dimensional spheroidal tumor assay was performed using three-dimensional
spheroidal 96-well microplates (4515; Corning Inc., Glendale, AZ, USA), according to the
manufacturer’s instructions and as described previously [23]. Briefly, NB spheroids of about
250 pm were formed, randomized, and treated with regular drug replenishment. Spheroid
images were captured, and size was measured using a Leica DMil microscope using the
LASX software suite from Leica Microsystems. This software suite provides tools to analyze
the captured images and measure size. Each treatment cohort includes at least 6 spheroid
tumors. A Viability /Cytotoxicity Assay Kit for Animal Live and Dead Cells (Biotium Inc.,
Fremont, CA, USA) was used to measure spheroid cell viability as per the manufacturer’s
instructions. Calcein AM stains live cells, and ethidium homodimer III stains dead cells
and yields green and red fluorescence, respectively. Fluorescent spheroid images were
captured using the EVOS FL imaging system (Thermo Fisher Scientific, Waltham, MA,
USA), and fluorescent quantification was performed using a SpectraMax iD3 microplate
reader (Molecular Device) at 517 nm to detect Calcein AM and at 625 nm to detect EthD-III
dye. Furthermore, the CellTiter-Glo 3D Cell Viability Assay (G968; Promega) dye was used
according to the manufacturer’s instructions to determine the viability of spheroid cells.

2.6. RNA Extraction and Quantitative Real-Time RT-PCR

Gene expression analysis was performed using the RT-qPCR method, as described
previously [23]. NB cells were treated with different drug concentrations for 6 h. Total RNA
was extracted by using RNeasy plus mini kit (74134; Qiagen, Hilden, Germany), followed
by cDNA synthesis using a high-capacity cDNA reverse transcription kit (4368814; Thermo
Fisher Scientific), as per manufacturer’s instructions. Further, the cDNA was used in
RT-qPCR reactions for individual genes using SYBR Green dye (4385610; Thermo Fisher
Scientific) and QuantStudio 3 Real-Time PCR System (Thermo Fisher Scientific). The


https://hgserver1.amc.nl/cgi-bin/r2/main.cgi
https://hgserver1.amc.nl/cgi-bin/r2/main.cgi

Cancers 2022, 14, 1067

40f13

expression of genes was normalized to the expression of GAPDH as a housekeeping gene.
Primers used in this study are listed in Supplementary Table S1.

2.7. Immunoblotting Assays

Immunoblotting assays were performed by treating NB cells with different concentra-
tions of CUDC-907 for 6 h, followed by cell lysis using RIPA buffer (89900; Thermo Fisher
Scientific) supplemented with protease inhibitor cocktail (Complete mini EDTA free, Roche,
Basel, Switzerland) and phosphatase inhibitor cocktail (PhosSTOP, Roche). Protein samples
were quantified with Bradford assay (5000205; Bio-Rad, Hercules, CA, USA) and equal
amounts of total protein were separated on 4-12% SDS-PAGE gels, followed by transfer
to PVDF membranes using a Bio-Rad Trans-Blot Turbo TM system, then blocking with
5% BSA solution, and probing with corresponding primary antibodies (1:1000 dilution)
overnight at 4 °C [25]. This was followed by washing and incubating the membranes with
either anti-mouse or anti-rabbit IgG HRP-conjugated secondary antibody (1:10,000 dilution)
for 2 h. Protein bands on membranes were developed using Clarity ECL Western substrate
(Bio-Rad) and visualized using the ChemiDoc XRS Plus system (Bio-Rad). Densitometric
analysis of the protein bands was performed using the Image]J software.

2.8. Statistical Analysis

In the present study, three technical replicates and appropriate controls were per-
formed for all the assays. Results are presented as the mean =+ standard error mean (SEM)
of the replicates. Two-tailed Student’s t-test and ANOVA statistical significance tests were
used among different groups in experiments. The p values were calculated for fold dif-
ferences among different comparative groups and p < 0.05 was considered statistically
significant. Patient survival analyses were performed using the Kaplan-Meier method and
two-sided log-rank tests.

3. Results
3.1. PI3K Expression Strongly Correlates with Poor NB Prognosis

To investigate the role of PI3K in NB, we analyzed different NB patient datasets (total
1235 primary NB patients) using the R2 dataset and determined the correlation of the
PI3K gene (PIK3C2A) with overall NB patient outcome. Kaplan—-Meier survival analysis
revealed that expression of the PIK3C2A gene inversely correlates with the overall survival
of NB patients (Figure 1A—C). In contrast, the low expression of PIK3C2A gene showed
significantly better prognosis and overall survival in all the analyzed patient datasets (Kocak
N =649, p =13 x 107%; SEQC N =498, p = 1.2 x 107%; Versteeg N =88, p= 1.5 x 107%;
Figure 1A-C). Additionally, aggressive higher stage NB tumors showed higher PIK3C2A
expression levels (Figure 1D-F), suggesting a role of PI3K in NB progression. Further, we
observed a strong correlation between PI3K and MYCN genes in NB (data not shown).
Additionally, HDAC2 gene expression also showed an inverse correlation with overall and
event-free survival of NB patients (Supplementary Figure S1). These findings suggest the
oncogenic role of PI3K and HDAC in NB and highlight an effective therapeutic targeting
strategy of using a dual inhibitor CUDC-907 for NB.

3.2. CUDC-907 Inhibits NB Proliferation

Based on the patient dataset analysis, we used CUDC-907, a dual PI3K and HDAC
inhibitor in NB. Cytotoxicity assays for CUDC-907 in different NB cell lines and control
fibroblast cell lines were performed (Figure 2). We used a total of six NB cell lines, in-
cluding three MYCN-amplified and three MYCN non-amplified cell lines. Additionally,
to determine the selectivity of CUDC-907 for cancer cells, we used three control fibroblast
cell lines (Figure 2A). The results show that CUDC-907 significantly inhibits the cell pro-
liferation of both MYCN-amplified (Figure 2B) and non-amplified cell lines (Figure 2C)
in a dose-dependent manner and in contract to control fibroblast cell lines, with ICs val-
ues ranging from 0.91 uM (p < 0.01) for LAN-5 to 1.94 (p < 0.05) uM for NGP (Figure 2).
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The results of the cytotoxicity assays on control cell lines clearly show the selectivity and
potency of CUDC-907 in inhibiting NB proliferation (Figure 2A). To further validate the
anti-proliferative effect of CUDC-907, we performed clonogenic assays using four different
NB cell lines, including two MYCN-amplified (LAN-5, NGP) and two non-amplified (SH-
SY5Y, SK-N-AS) cell lines. Our data showed that CUDC-907 significantly inhibits overall
NB colony formation capacity in contrast to control treatment in a dose-dependent manner
(Figure 3). These results further demonstrate the inhibitory effect of CUDC-907 on NB
growth and proliferation.
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Figure 1. Expression of PIK3C2A gene inversely correlates with overall NB patients’ survival. Kaplan—
Meier survival analysis of PIK3C2A gene expression shows an overall inverse probability of NB patients’
survival. (A) Kocak (N = 649). (B) SEQC (N = 498). (C) Versteeg (N = 88). (D-F) International
Neuroblastoma Staging System (INSS)-based NB stage analysis showing the correlation of PIK3C2A
expression with NB progression: (D) Kocak dataset, (E) SEQC dataset, (F) Versteeg dataset. x represents
statistical significance within the group.
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Figure 2. CUDC-907 inhibits NB proliferation. In vitro cytotoxicity assays in response to CUDC-907
using fibroblast cell lines and human NB cell lines. (A) WI-38, NIH-3T3, and COS-7 fibroblast cell
lines. (B) NGP, LAN-5, and CHLA-255-MYCN as MYCN-amplified NB cell lines. (C) SH-SY-5Y, SK-
N-AS, and CHLA-255 as MYCN non-amplified NB cell lines. The nonlinear variable slope regression
method was used to determine ICs values for individual NB cell lines.
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Figure 3. CUDC-907 inhibits NB colony formation and growth. Colony formation assays in response
to CUDC-907 in four NB cell lines. (A) Representative images of colony formation assays in MYCN-
amplified cell lines NGP and LAN-5, and MYCN non-amplified cell lines SH-SY-5Y and SK-N-AS in
response to CUDC-907 treatment. Cells were treated with CUDC-907 for 48 h. (B) Survival index
graphs showing the quantitation of the relative inhibition of colony formation in the respective cell
lines in response to CUDC-907 treatment. Colony numbers are normalized to control. *** p < 0.001,
**** p < 0.0001.

3.3. CUDC-907 Induces Apoptosis and Blocks Cell Cycle Progression in NB

Next, we performed apoptosis and cell cycle assays using different NB cell lines
in response to CUDC-907. The results show that CUDC-907 significantly and in a dose-
dependent manner induces apoptosis in both NGP and SH-SY5Y NB cell lines (Figure 4A,B).
Specifically, CUDC-907 treatment increases the percentage of early apoptotic cells by 1.45-
and 1.74-fold in SH-SY5Y cells, and 1.46- and 1.86-fold in NGP cells, in response to 0.5 uM
and 1 uM, respectively, and in contrast to control treatment (Figure 4A,B).

Furthermore, we observed that CUDC-907 treatment significantly inhibits NB cell
cycle progression by inhibiting the S phase (Figure 4C). In response to CUDC-907 treatment,
the percentage of cells in the S phase decreased by 0.88- and 0.62-fold (p < 0.05), while the
percentage of cells in the G2/M phase increased by 1.6- and 1.7-fold (p < 0.05), for 0.5 uM
and 1 uM, respectively, and in contrast to control treatment (Figure 4C). These data further
validate the efficacy of CUDC-907 in inducing cytotoxicity and inhibiting NB cell growth
by arresting the cell cycle and by inducing apoptosis.

3.4. CUDC-907 Inhibits NB Spheroid Tumor Growth

To further determine the effect of CUDC-907, we developed a 3D spheroid tumor
model of NB by using the SH-SY5Y cell line. These 3D spheroids strongly mimic the in vivo
physiological growth patterns of solid tumor NB by generating anchorage-independent
spheroid tumor mass. We have developed spheroid tumors of similar sizes, randomized
them, and treated them with increasing doses of CUDC-907 (Figure 5). The size and growth
of individual spheroid tumors were measured and imaged regularly. The results show
significant and dose-dependent inhibition of NB tumor growth in response to CUDC-907
and in contrast to control treatment (Figure 5A,B). Furthermore, we observed a significant
reduction of live cells in spheroid tumors in response to CUDC-907 treatments, emphasizing
the effect of CUDC-907 in inhibiting tumor mass by blocking NB cell growth (Figure 5C,E,F).
These results were further validated by a live-cell ATP release assay, which demonstrated
that CUDC-907 significantly and in a dose-dependent manner inhibits the number of
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live cells in NB spheroid tumors to overall inhibiting tumor growth (Figure 5D). These
qualitative and quantitative assays in 3D spheroid tumors further confirmed the efficacy of
CUDC-907 as a single drug in inhibiting NB growth.
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Figure 4. CUDC-907 induces apoptosis and blocks cell cycle progression in NB cells. (A,B) Represen-
tative images showing the percentage of apoptosis in NB cell lines in response to CUDC-907 treatment
for 16 h. (A) SH-SY5Y and (B) NGP. Early apoptosis cells from three independent experiments are
plotted and normalized to control treatments. C= control, * p < 0.05, ** p < 0.01. (C) Representative
images of cell cycle assay in SH-SY5Y cell line in response to CUDC-907 treatment for 16 h. Percentage
of cells in G0/G1, S, and G2/M cell cycle phases are represented, showing the effect of CUDC-907 on
NB cell cycle phases.

3.5. CUDC-907 Inhibits PI3K/AKT Pathway

To further determine the molecular mechanisms by which CUDC-907 inhibits NB
growth, we performed gene and protein expression profiling. Gene expression analysis
showed that CUDC-907 significantly inhibits mRNA expression of key PI3K/AKT pathway
genes, including PIK3C2A, AKT1, TBK1, and MTOR (Figure 6A). For the PIK3C2A gene,
we observed about three-fold inhibition of mRNA expression in response to 1 pM of
CUDC-907, and in contrast to the control treatment (Figure 6A). Additionally, we found
that CUDC-907 leads to significant inhibition of the phosphorylation and activation of the
PIBK/AKT pathway proteins, including p-PI3K (Tyr458/Tyr199), p-PDK1 (S241), p-AKT
(T308), and p-S6K (T389). The dose-dependent inhibition of phosphorylation was observed
in response to CUDC-907 treatment and in contrast to the control treatment (Figure 6B). As
expected, the total protein levels of PI3K, PDK1, AKT, and S6K were found to be slightly
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reduced in response to CUDC-907 treatments (Figure 6B). Furthermore, we observed a dose-
dependent inhibition of MYCN expression at both mRNA and protein levels in response to
the CUDC-907 treatment (Figure 6A,B). These data highlight the effects of CUDC-907 in
inhibiting the PI3K/AKT pathway and MYCN at both mRNA and protein levels.
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Figure 5. CUDC-907 inhibits NB spheroid tumor growth. (A) 3D spheroid tumors developed using
SH-SY5Y cell line at different days of growth in response to increasing concentrations of CUDC-907
treatment. (B) Spheroid tumor growth measurements as displayed in (A), show a significant decrease
in spheroidal mass in response to CUDC-907 treatments. (C) Representative images of terminal
spheroids stained with Calcein AM (green; live cells) and EthD-III (red; dead cells) fluorescence
dyes. (D) Quantitative assessment of the number of live cells in 3D spheroid tumors using live-cell
ATP release assay. (E) Quantitative representation of the percentage of cells stained with Calcein
AM shows a significant decrease in the number of live cells. (F) Quantitative representation of the
percentage of cells stained with EthD-III shows a significant increase in the number of dead cells.
*p <0.05,** p <0.01. **p <0.001, *** p < 0.0001.

3.6. CUDC-907 Inhibits HDAC and Induces Histone Acetylation at H3K9

To further understand the effect of CUDC-907 at the epigenetic level, we analyzed the
gene expression of histone deacetylases HDAC1 and HDAC?2 in response to CUDC-907.
Our results show an inhibition of HDACI mRNA by 0.2- and 0.4-fold and HDAC2 mRNA
by 0.6- and 0.7-fold in response to 0.5 and 1.0 uM, respectively, and in contrast to control
treatment (Figure 7A). Additionally, to determine the effect of HDAC inhibition, we further
analyzed the overall H3K9Ac levels in NB cells. The results show that CUDC-907 in a
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dose-dependent manner significantly increases H3K9Ac levels in contrast to the control
(Figure 7B). These data highlight the epigenetic effects of CUDC-907 by inhibiting HDACs
and therefore enhancing H3K9Ac levels in NB.
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Figure 6. CUDC-907 inhibits PI3K/AKT pathway: (A) Gene expression analysis of PIK3C2A, AKT1,
MTOR, TBK1, and MYCN in response to CUDC-907 treatments in SH-SY5Y cells. * p < 0.05, ** p < 0.01,
and *** p < 0.001. (B) Western blot analysis of different PI3K pathway proteins in response to
increasing concentrations of CUDC-907 treatments. CyPB was used as a loading control. Full blots
and densitometric data are available in Supplementary Figure S2.
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Figure 7. CUDC-907 inhibits HDAC: (A) Gene expression analysis of HDAC1 and HDAC2 in response
to CUDC-907 treatments in SH-SY5Y cells. * p < 0.05, *** p < 0.001. (B) Western blot analysis of
H3K9Ac and total H3 in response to increasing concentrations of CUDC-907 treatments. H3 was
used as a loading control. Full blots and densitometric data are available in Supplementary Figure S2.
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4. Discussion

The direct targeting of PI3K and HDAC enzymes has been shown as an effective
therapeutic approach in various cancers, including NB [7,26,27]. To date, five PI3K in-
hibitors (Copanlisib, Idelalisib, Umbralisib, Duvelisib, and Alpelisib) and four HDAC
inhibitors (Romidepsin, Vorinostat, Belinostat, and Panobinostat) received FDA approval
for treating different types of leukemia and lymphoma, multiple myeloma, and breast
cancer [28,29]. This highlights the clinical importance of both PI3K and HDAC inhibitors
for the development of targeted therapeutic approaches for hard-to-treat cancers, such as
NB [28]. A combination of PI3K and HDAC inhibitors has been shown to synergistically
inhibit tumor cell growth and induce apoptosis in diffuse large B-cell lymphoma and
glioblastoma multiforme [30]. Drug combinational approaches require individual admin-
istration of two or more drugs for their targets and are expected to have synergistic or
additive effects [31]. Another combination therapeutic approach is to develop single-agent
dual inhibitor drugs that can target two different pathways simultaneously. This approach
has several advantages, such as low toxicity, greater therapeutic efficacy, better pharma-
cokinetic and pharmacodynamic properties, and fewer solubility-related and drug—-drug
interaction related issues [18].

In the present study, we used a dual inhibitor CUDC-907 that targets both PI3K and
HDAC [19,32]. Pre-clinical studies in colorectal cancer, B cell lymphoma, thyroid cancer,
refractory lymphoma, and multiple myeloma have shown that CUDC-907 significantly
inhibits both the PI3K pathway and different HDAC enzymes, to inhibit cancer proliferation
and growth [33,34]. Similarly, our results in NB also showed that CUDC-907, in a dose-
dependent manner, inhibits NB cell proliferation and 3D spheroid tumor growth. CUDC-
907 has been reported to inhibit pancreatic adenocarcinoma [35], glioblastoma [36], prostate
cancer [21], and acute myeloid leukemia [20] by inhibiting HDACs, DNA damage response,
cell cycle proteins, and by inducing apoptosis. In NB, we demonstrated that CUDC-907
induces apoptosis and inhibits the cell cycle S phase. Similar results of the CUDC-907-
mediated blockage of the S and G2/M phases were shown for pancreatic and thyroid
cancers via the downregulation of the cell cycle regulators cyclin B1, AURKA, and PLK1 [33,
35]. In glioblastoma, CUDC-907 induces G1 cell cycle arrest through CDKN1A promoter
hyperacetylation-driven transcriptional activation and downregulation of CDK1 [36], while
in lung fibroblast cells, CUDC-907 blocks G1 and S phase [37]. In breast cancer, CUDC-907
enhances TRAIL-induced apoptosis through the upregulation of cell survival proteins,
including XIAP, Bcl-xL, and Bcl-2 [38]. The oncogenic activation of PI3K/AKT signaling
pathway regulates multiple parallel signaling pathways, which are known to be involved in
metabolism, proliferation, motility, and autophagy in different cancers [39,40]. Our results
also showed that CUDC-907-mediated PI3K and HDAC inhibition leads to inhibiting NB
growth.

In the past decade, most preclinical studies were based on the 2D cell culture models
despite its limitations, including difficulty in simulating three-dimensional physiological
conditions [41,42]. In vitro 3D tumor models filled this gap by enumerating the growth
patterns of in vivo solid tumors. These 3D spheroidal tumor models became a research
standard by replacing time-consuming and expensive animal studies to determine pre-
liminary anti-cancer drug effects [42,43]. Three-dimensional cell culture models have
higher invasiveness and resistance to cytotoxic drugs in comparison to two-dimensional
monolayer studies [44]. Three-dimensional spheroidal tumor studies were shown as a
substitute for in vivo animal models in different cancers, including NB [45]. In our study,
we observed a dose-dependent inhibition of NB spheroidal tumor growth by CUDC-907.
Similar results were observed in in vitro hepatocarcinoma, pancreatic cancer, and thy-
roid cancer spheroidal models, and were found comparable with in vivo studies in these
cancers [17,33,35]. Our results demonstrated the effect of CUDC-907 in inhibiting the
PI3K/AKT, HDACsS, and enhancing the H3K9Ac levels in NB. Numerous reports in dif-
ferent cancers have shown similar results of the CUDC-907-mediated inhibition of PI3K,
HDACS, and related proteins [20,21,32,35,37,38]. MYCN is one of the most important prog-
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nostic factors for the NB progression [46]. Our patient dataset analysis revealed a strong
correlation of PI3K and MYCN levels in primary NB patients. PI3K expression inversely
correlates with the poor overall survival of NB patients, and PI3K expression is found to
be significantly high in MYCN amplified tumors. Similarly, HDAC2 expression has been
shown to correlate with MYCN levels, and multiple reports show the development of
alternative strategies to target MYCN via the HDAC inhibition [6]. These analyses indicate
that the dual targeting of PI3K and HDAC by CUDC-907 may inhibit MYCN levels. Our
results showed that CUDC-907 significantly inhibits MYCN at both gene and protein levels.
Similar results have been shown for the CUDC-907-mediated inhibition of cancer cell
growth by inhibiting MYC levels in pancreatic adenocarcinoma, acute myeloid leukemia,
and prostate cancer [20,21,35].

Overall, our results showed the utility of drug repurposing by demonstrating the
efficacy of CUDC-907 in inhibiting NB growth. CUDC-907 is currently in phase I and
phase II clinical trials for different tumor types, including pediatric cancers (NCT02307240,
NCT02674750, NCT02909777, and NCT03002623). In phase I clinical studies, CUDC-
907 has been considered as a moderately safe compound with minor gastrointestinal and
hematologic side effects [47,48]. Therefore, our current study will provide further preclinical
evidence for repurposing CUDC-907 for NB, to develop a novel and effective therapeutic
approach for NB patients.

5. Conclusions

Our present study highlights the efficacy and potency of the dual inhibitor CUDC-907
in inhibiting NB growth. Our data demonstrated the inverse correlation between PI3K
and HDAC levels and overall NB patient outcomes. To conclude, CUDC-907 as a single
drug directly targets both PI3K and HDAC to inhibit the PI3K/AKT cell signaling pathway
and to enhance H3K9Ac levels that lead to the downregulation of MYCN and inhibition
of overall NB growth. As CUDC-907 is currently under advanced clinical trials for both
pediatric and adult cancers, our pre-clinical results will further pave the way for a successful
clinical translation of CUDC-907 for treating NB patients.
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analysis of Western blots; Table S1: RT-qPCR primers used in this study.
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