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Simple Summary: Neuroblastoma is the third most common type of childhood cancer but is respon-
sible for over 15% of all pediatric cancer deaths. Children with advanced disease have less than a 50%
survival rate and are in desperate need of new treatment options. Protein phosphatase 2A (PP2A) is
a protein that inhibits tumors, but it is turned off in neuroblastoma. We have previously shown that
we can activate PP2A in neuroblastoma with certain drugs and decrease tumor growth, but these
drugs also affect the function of the immune system. We now have new small molecules that activate
PP2A without upsetting the immune system. We observed a decrease in tumor growth, proliferation,
and motility with our novel PP2A activators. We feel that a better understanding of how activating
PP2A inhibits neuroblastoma will lead to better treatments for these children.

Abstract: Background: Neuroblastoma (NB) remains one of the deadliest pediatric solid tumors.
Recent advancements aimed at improving outcomes have been insufficient, and patients with high-
risk NB continue to have a poor prognosis. Protein phosphatase 2A (PP2A) is a tumor suppressor
protein downregulated in many cancers, including NB. PP2A activation has been shown to affect
the malignant phenotype in other solid tumors. The present studies aim to investigate the effects
of two novel PP2A activators as a NB therapeutic. Methods: Four established NB cell lines and
a patient-derived xenoline were utilized to study the effect on cell viability, proliferation, motility,
and in vivo tumor growth using two novel tricyclic sulfonamide PP2A activators, ATUX-3364 and
ATUX-8385. Results: ATUX-3364 and ATUX-8385 increased PP2A activity. These PP2A activators
led to decreased viability, proliferation, and motility of NB cells. Treatment of animals bearing NB
tumors with ATUX-3364 or ATUX-8385 resulted in decreased tumor growth in MYCN-amplified
SK-N-BE(2) tumors. At the molecular level, PP2A-based reactivation led to dephosphorylation of
MYCN-562 and decreased MYCN protein expression. Conclusions: PP2A activators decreased NB
cell viability, proliferation, and motility. In vivo experiments show that PP2A activators have more
significant effects on tumorigenesis in MYCN-amplified tumors. Finally, phosphorylation of MYCN
protein was decreased following treatment with novel sulfonamide PP2A activators. These data and
mechanistic insights may be useful for developing new PP2A-based therapies that target MYCN for
the treatment of NB.
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1. Introduction

Children with high-risk neuroblastoma (INB) continue to have poor outcomes despite
significant advances in the field of pediatric oncology [1]. Treatment for high-risk disease
incorporates chemotherapy, surgical resection, stem cell transplant, radiation, immunother-
apy, and maintenance with retinoic acid [2]. Despite this regimen, 50-60% of patients
will suffer disease recurrence [3], making efforts to identify novel therapeutics imperative.
MYCN gene amplification is the most important negative prognostic marker of NB [4].
Despite the strong link between MYCN amplification/over-expression and the transformed
phenotype [5,6], the cellular factors that may be leveraged to alter the expression of the
MYCN amplicon in NB cells remain unclear.

Protein phosphatase 2A (PP2A), a tumor suppressor, is downregulated in many malig-
nancies [7,8], including NB [9,10], and the MYCN proto-oncogene is a well-characterized
PP2A substrate [11]. PP2A reactivation has recently emerged as a medicinally tractable
target for cancer therapeutics [12,13]. Strategies utilized to increase PP2A activation include
compounds that inhibit the endogenous inhibitors of PP2A, namely I2PP2A (SET) and a
cancerous inhibitor of phosphatase 2A (CIP2A), and small molecules that directly activate
PP2A [10,12-15]. FTY720, a sphingosine analog that inhibits SET, decreased the malignant
phenotype in several pediatric solid tumors, including NB [9], hepatoblastoma [14], and
medulloblastoma [16]. Several small molecule activators of PP2A (SMAP), which emerged
from a medicinal chemistry campaign to re-engineer tricyclic neuroleptics [17], have been
shown to decrease tumor growth in models of lung [15], prostate [18], pancreatic [19], and
breast [20] cancers and glioblastoma [21,22].

Our lab previously investigated tricyclic sulfonamide compounds that directly bind to
the PP2A alpha scaffolding subunit, resulting in a conformational change and subsequent
PP2A activation [10]. We showed that treatment with these compounds decreased the
malignant phenotype of NB in vitro and in vivo [10]. Newer tricyclic sulfonamide com-
pounds have been synthesized to provide improved water solubility, metabolic stability,
and bioavailability. In this current study, we explore the therapeutic potential of two novel
tricyclic sulfonamide PP2A activators in a diverse set of NB models to assess their effects
on oncogenesis.

2. Materials and Methods
2.1. Cells and Cell Culture

This study employed four established human neuroblastoma cell lines and one human
neuroblastoma patient-derived xenograft (PDX) cell line. The established cell lines include
the SK-N-AS (MYCN-non-amplified cell line; AS, CRL-2137) and SK-N-BE(2) (MYCN-
amplified cell line; BE, CRL-2271) obtained from the American Type Culture Collection
(ATCC, Manasas, VA, USA). The other two cell lines are isogenic human NB cells SH-EP
(MYCN non-amplified) and WAC2 (MYCN overexpressing), which were kindly gifted
by M. Schwab (Deutsches Krebsforschungszentrum, Heidelberg, Germany) [22]. The
SH-EP and WAC?2 cell lines are unique in that they are isogenic for MYCN and have
been extensively described [22]. All of the four established cell lines were maintained
under standard culture conditions, 5% carbon dioxide, and 37 °C. SK-N-AS cells were
maintained in Dulbecco’s modified Eagle’s medium (DMEM, Corning Inc., Corning, NY,
USA) supplemented with 10% fetal bovine serum (FBS, Hyclone, Suwanee, GA, USA),
1 pg/mL antibiotic, penicillin/streptomycin (Sigma Aldrich, Burlington, MA, USA), 4 mM
L-glutamine (Thermo Fisher Scientific Inc., Waltham, MA, USA), and 1 uM non-essential
amino acid (Life Technologies, Grand Island, NY, USA). The SK-N-BE(2) cells were cultured
in a 1:1 ratio of minimum Eagle medium (Corning) and Ham’s F-12 medium (Corning) with
10% FBS (Hyclone), 1 pg/mL penicillin/streptomycin (Sigma), 2 mM I-glutamine (Thermo
Fisher Scientific), and 1 uM non-essential amino acid (Life Technologies). SH-EP and WAC2
cells were cultured in Roswell Park Memorial Institute (RPMI) 1640 medium (10-040-CV,
Corning) with 10% FBS (Hyclone), 1 ug/mL penicillin/streptomycin (Sigma), and 2 mM
L-glutamine (Thermo Fisher Scientific). All cell lines were tested for Mycoplasma infection
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(Universal Mycoplasma Detection Kit 30-1012K, ATCC) and were verified within the last
year using short tandem repeat (STR) analysis (Genomics Core, University of Alabama at
Birmingham (UAB), Birmingham, AL, USA).

A human NB PDX, COA6, was developed as previously described [23,24]. Briefly,
after UAB Institutional Review Board (IRB) and UAB Institutional Animal Care and Use
Committee (IACUC) approval (IRB 130627006 and IACUC-09803, respectively) and fol-
lowing parental informed consent and patient assent, a specimen was obtained from a
pediatric patient with primary NB undergoing surgical excision. Fresh tissue was kept
in serum-free RPMI 1640 medium, transported on ice to the laboratory, and implanted
with 25% Matrigel (BD Biosciences, Franklin Lakes, NJ, USA) into the flank of an athymic
nude mouse (Fredricks, Charles River, Wilmington, MA, USA). When tumors measured
2000 mm?3, mice were euthanized and tumors harvested. A portion of each tumor was
sequentially passed into another animal for PDX maintenance, while separate portions
were dissociated (tumor dissociation kit, Miltenyi Biotec, San Diego, CA, USA), and single
cells were used for experimentation. COAG6 cells recapitulate the properties of the parent
tumor after several passages [23]. COA6 PDX cells were monitored using histology and
short tandem repeat analysis (Heflin Center for Genomic Sciences, UAB, Birmingham,
AL, USA). Real-time PCR (qPCR) assessed the percentage of human and mouse DNA
contained in the PDX cells to ensure no murine contamination (TRENDD RNA/DNA
Isolation and TagMan QPCR/Genotyping Core Facility, UAB, Birmingham, AL, USA). PDX
cells do not propagate in culture. They were maintained in standard culture conditions
for experimentation in neurobasal media (Life Technologies, Carlsbad, CA, USA) supple-
mented with B-27 supplement without Vitamin A (Life Technologies), N2 supplement
(Life Technologies), amphotericin B (250 pg/mL), gentamicin (50 ng/mL), l-glutamine
(2 mM), epidermal growth factor (10 ng/mL; Miltenyi Biotec), and fibroblast growth factor
(10 ng/mL; Miltenyi Biotec).

2.2. Reagents and Antibodies

For Western blotting, the following primary antibodies were utilized: rabbit polyclonal
anti-MYCN (9405S), anti-MYCN-562 (13748S) from Cell Signaling (Danvers, MA, USA),
rabbit polyclonal anti-CIP2A (ab99518), rabbit polyclonal anti-cleaved PARP (ab3565)
from Abcam (Cambridge, MA, USA), rabbit polyclonal anti-I2PP2A (SET, 55201-AP) from
Proteintech (Rosemont, IL, USA), rabbit monoclonal anti-vinculin (13901S), and mouse
monoclonal beta-actin (A1978, Sigma). Mouse monoclonal anti-GAPDH (MAB374) was
from Millipore Sigma (Billerica, MA, USA). PP2A-activating compounds ATUX-3364 and
ATUX-8385 were provided by Atux Iskay, LLC (Plainsboro, NJ, USA).

2.3. Synthesis of ATUX-8385 and ATUX-3364

ATUX-8385 and ATUX-3364 were synthesized by Dr. M. Ohlmeyer using a modifica-
tion of the route described in Ohlmeyer and Zaware in the published patent application
US 2018-0251456. The compounds were stored in the dark in a sealed container at room
temperature. As compared to the previous prototype compound, DBK-1154 [10], these
new compounds are novel. The tricyclic in ATUX-8385 and ATUX-3364 is difluorocar-
bazole versus DBK-1154, where it is dibenzoazepine. Further, the central ring constraint
in ATUX-8385 and ATUX-3364 is piperidine versus a cyclohexyl ring in DBK-1154 [10].
This piperidine ring is a basic moiety that provides options for the formulation of the
compounds as salts.

2.4. Pharmacokinetic Studies ATUX-8385

Pharmacokinetic (PK) studies of ATUX-8385 were conducted by Eurofins. Briefly,
ATUX-8385 was administered at 1 mg/kg intravenously (IV) or 30 mg/kg oral (PO) to male
mice, as is the experimental choice of the Contract Research Organization. At euthanasia,
samples were collected and stored at —70 °C until processing. The plasma samples were
collected at 0.05, 0.167, 0.5, 1, 2, 4, 8, and 24 h(s) after IV treatment, and at 0.167, 0.5, 1, 2, 4,
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6, 8, and 24 h(s) after PO treatment. The plasma samples were processed using acetonitrile
precipitation and analyzed by liquid chromatography—tandem mass spectrometry (LC-
MS/MS). Since ATUX-8385 and ATUX-3364 are enantiomers and preliminary in vitro
evaluation did not suggest significant differences between the two compounds, PK analyses
were completed only on ATUX-8385.

2.5. Immunoblotting

Post-treatment, cell lysis was completed in radioimmunoprecipitation (RIPA) buffer.
Phosphatase inhibitors (5726, Sigma), protease inhibitors (P8340, Sigma), and phenyl-
methanesulfonylfluoride (PMSF, P7626, Sigma) were added to make a complete RIPA
buffer. Lysis was performed for 60 min at 4 °C followed by centrifugation at 17,000 rpm
for 30 min (4 °C). The protein concentration was determined using the Pierce BCA Protein
Assay (Thermo Fisher Scientific), and protein separation was completed on sodium dodecyl
sulfate polyacrylamide (SDS-PAGE) gel-based electrophoresis. Targeted protein size was
determined using molecular weight markers (Precision Plus Protein Kaleidoscope, Bio-Rad,
Hercules, CA, USA). Antibodies were used according to the manufacturers’ suggestions.
Immunoblots were developed with Luminata Classico or Crescendo Western horseradish
peroxidase substrate (EMD Millipore, Burlington, MA, USA) on X-ray film. Anti-beta-actin,
anti-vinculin, or anti-GAPDH served as internal loading controls.

2.6. Protein Phosphatase 2A (PP2A) Activation

SK-N-AS, SK-N-BE(2), SH-EP, or WAC2 cells (1 x 10°) were treated with ATUX-3364 or
ATUX-8385 (SK-N-AS and SK-N-BE(2) 4 uM; SH-EP and WAC2 12 uM) for 24 h and lysed
using HEPES ((4-(2-hydroxyethyl)-1-piperazineethanesulfonic acid, 10 mM) (AC215001000,
Thermo Fisher Scientific), MgCl, (1.5 mM) (MX0045-4, EM Science, Gibbstown, NJ, USA),
KClI (10 mM) (02-003-741, Thermo Fisher Scientific), phenylmethylsulfonyl fluoride (0.5 mM)
(PMSF, Sigma Aldrich), dithiothreitol (0.5 mM) (EC-601, National Diagnostics, Atlanta, GA,
USA), and Igepal CA-630 (0.2%) (17771, Sigma Aldrich) on ice for 20 min. Cell lysates were
centrifuged at 17 000 rpm for 30 min at 4 °C. A PP2A Immunoprecipitation Phosphatase
Assay Kit (17-313, EMD Millipore) was utilized per the manufacturer’s protocol to evaluate
the activity of PP2A. Experiments were completed with at least three biological replicates,
and data were reported as mean fold change + standard error of the mean (SEM).

2.7. Cell Viability and Proliferation

Cell viability was determined by alamarBlue assay (Thermo Fisher Scientific) and
proliferation was detected with CellTiter 96 Proliferation assay (Promega, Madison, WI,
USA). NB cell lines (15,000 cells for viability or 5000 for proliferation) or COA6 PDX cells
(30,000 for viability or 10,000 for proliferation) were seeded in 96-well cell culture plates
followed by treatment with increasing doses of ATUX-3364 or ATUX-8385 for 24 h. Doses
were as follows: established cell lines, 0-20 pM; PDX COAS6 cells, 0-25 uM. Respective
dyes (10 pL) were added, and absorbance measurement was completed with a microplate
reader (Epoch Microplate Spectrophotometer, BioTek Instruments, Winooski, VT, USA). A
wavelength of 570 nm was used for alamarBlue and 490 nm for CellTiter 96 with 600 nm
serving as the reference for both. A minimum of three biological replicates for each
experiment were completed, and data were reported as fold change 4+ SEM.

2.8. Cell Motility

Migration was investigated using a monolayer wound healing (scratch) assay. Estab-
lished NB cells (5 x 10%) were plated in 12-well plates. Once they reached 80% confluence,
a sterile 200 pL pipette tip was used to make a standard scratch in the cell layer, and they
were treated with ATUX-3364 or ATUX-8385 (SK-N-AS and SK-N-BE(2) 4 uM; SH-EP and
WAC2 12 uM); with doses based upon previously calculated values for a lethal dose of
50% (LDsp). Photographs of the plates were obtained at 0, 12, 24, and 36 h. The Image]
MRI Wound Healing Tool (https:/ /imagej.net, accessed on 26 November 2021) quantified
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the open wound area as previously described [25]. In PDX cells, migration was assessed
using modified Boyden chamber assays. Micropore inserts with 8 uM pores (Corning) were
utilized in 24-well plates. The insert bottoms were coated with human laminin (10 pg/mL,
150 uL, EMD Millipore). COA6 PDX cells were treated for 24 h with ATUX-3364 or ATUX-
8385 (6 uM), plated (4 x 10* cells), allowed to migrate through the membrane for 72 h,
and the insert membranes were fixed using 4% paraformaldehyde and stained with 1%
crystal violet for 15 min. Inserts were photographed, and migration was quantified with
Image] (https://imagej.net, accessed on 26 November 2021). Scratch assays were reported
as the fold change area remaining open at 36 h, and modified Boyden chamber assays were
reported as the mean number of migrated cells + SEM. Experiments were completed with
at least three biological replicates.

2.9. Animal Statement

The UAB Institutional Animal Care and Use Committee (IACUC-09064, IACUC-09803)
approved all animal experiments, and the studies were conducted within institutional,
national, and NIH guidelines.

In Vivo Tumor Growth

SK-N-AS or SK-N-BE(2) (1.5 x 10°) cells in 25% Matrigel (BD Biosciences) were injected
into the right flank of 6-week-old female athymic nude mice (Fredricks) (n = 7 for SK-N-AS
vehicle treated, n = 6 for SK-N-AS experimental groups, n = 5 for SK-N-BE(2) vehicle
treated, n = 6 for SK-N-BE(2) ATUX-3364, and n = 7 ATUX-8385 treatment groups). Tumors
were measured thrice per week with calipers, and tumor volumes were calculated by the
formula (width? x length)/2, where the width was the smaller measurement. When tumors
reached a volume of 60-100 mm?, animals were randomized to three groups to receive
100 pL twice daily by oral gavage of vehicle [N,N-dimethylacetamide (DMA, 271012, Sigma
Aldrich) and Kolliphor HS 15 (Solutol, 42996, Sigma Aldrich)], ATUX-3364 (50 mg/kg in
DMA and Solutol), or ATUX-8385 (50 mg/kg in DMA and Solutol); dosing was based on
previously published data using in vivo cancer models [10,23]. Animals were weighed
daily and were humanely euthanized in their home cages with CO, and cervical dislocation
14 (SK-N-AS) or 21 (SK-N-BE(2)) days after treatment initiation, when the tumor volume
reached 2000 mm3, or when animals met IACUC parameters. Because COAG6 cells grow
tumors unpredictably and erratically in mice, these PDX cells were not utilized for in vivo
studies, but all COA6 tumors were propagated in mice.

2.10. Statistical Analysis

All in vitro experiments were performed with at least three biological replicates, and
data were reported as the mean £ SEM [26]. ANOVA or Student’s t-test was utilized as
appropriate, and statistical significance was defined at p < 0.05.

3. Results
3.1. Novel PP2A Activators

ATUX-8385 and ATUX-3364 are enantiomers, so PK data were obtained solely for
ATUX-8385. The pharmacokinetic data for IV and PO administration are summarized in
graphic (Figure 1A) and tabular form (Figure 1B,C, respectively). The in vitro metabolism
results are presented in Figure 1D (tabular form). Plasma levels of 1-2 micromolar
for approximately 8 h are observed after a bolus oral dose at 30 mg/kg in the PK ex-
periment (Figure 1A,C). The in vitro microsome (oxidative) stability for ATUX-8385 is
<115.5 uL/min/mg (Figure 1D) compared to DBK-1154, which was 234 puL/min/mg [10],
making ATUX-8385 more stable by a factor of two. For the in vivo studies, the clearance
of ATUX-8385 IV is 12.3 mL/min/kg (Figure 1B) compared to DBK-1154, which was
32.5 mL/min/kg [10], making ATUX-8385 more stable by a factor of nearly three times.
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Figure 1. Pharmacokinetic studies for ATUX-8385. (A—C) Pharmacokinetic studies were completed
by Eurofins. ATUX-8385 was administered at 1 mg/kg intravenously (IV) or 30 mg/kg oral (PO) to
mice. The plasma samples were collected, processed using acetonitrile precipitation, and analyzed
by LC-MS/MS. (A) Plasma concentrations were sustained longer with PO administration. (B,C)
Pharmacokinetic data in tabular form for IV and PO dosing of ATUX-8385. (D) Pharmacokinetic data
for in vitro metabolism for ATUX-8385. t; /, = half-life; Cy = concentration at time zero; AUClast =
area under the curve from time of administration up to the time of the last quantifiable concentration;
Vss = steady-state volume of distribution; CL = clearance; Tmax = time to maximum concentration;
Cmax = maximum concentration; F = bioavailability.

3.2. PP2A Activity Increases with ATUX-3364 and ATUX-8385 Treatment

We sought to determine the target activity following treatment with these new com-
pounds in SK-N-AS, SK-N-BE(2), SH-EP, and WAC2 cells. Cells were treated with ATUX-
3364 or ATUX-8385 (SK-N-AS and SK-N-BE(2) 4 uM; SH-EP and WAC2 12 uM) for 24 h.
PP2A activation was significantly increased in SK-N-AS with ATUX-3364 (123.5 £+ 0.7%
vs. 100% % 0%, ATUX-3364 vs. control, p < 0.01) or ATUX-8385 (134.1 £ 5.5% vs. 100%
+ 0%, ATUX-8385 vs. control, p < 0.001) (Figure 2A) treatment. Similarly, PP2A was
significantly activated in the three other cell lines: SK-N-BE(2) (135.4 & 4.2% vs. 100% =+
0%, ATUX-3364 vs. control, p < 0.05; 167.2 & 13.7% vs. 100% =% 0%, ATUX-8385 vs. control,
p < 0.01, Figure 2B), SH-EP (107.4 £ 1% vs. 100% =+ 0%, ATUX-3364 vs. control p < 0.01;
126.6 £ 6.4% vs. 100% £ 0%, ATUX-8385 vs. control, p < 0.05, Figure 2C), and WAC2 (140
=+ 5.4% vs. 100% =+ 0%, ATUX-3364 vs. control, p < 0.001; 118.2 £ 9.2% vs. 100% =+ 0%,
ATUX-8385 vs. control, p < 0.05, Figure 2D). There was no significant difference in PP2A
activation when comparing the two compounds in any of the cell lines (Figure 2A-D).
There was no significant difference in baseline PP2A activation between the established cell
lines (Supporting Data, Figure S1).
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Figure 2. ATUX-3364 and ATUX-8385 affect PP2A enzyme activity. SK-N-AS, SK-N-BE(2), SH-EP, or
WAC2 cells were treated with ATUX-3364 or ATUX-8385 for 24 h and PP2A activity measured. Percent
PP2A enzyme activity was compared to that of untreated (control) cells. (A) PP2A activation was
significantly increased in SK-N-AS with ATUX-3364 or ATUX-8385. Similarly, PP2A was significantly
activated in the three other cell lines with both compounds. There was no significant difference in
PP2A activation between the two compounds in any of the cell lines (B). In SK-N-AS cells, expression
of CIP2A was decreased at higher doses and SET expression was unchanged following ATUX-3364
or ATUX-8385 treatment. (C) Expression of SET (left panel) was increased in SK-N-BE(2) cells
and CIP2A decreased (right panel) after treatment. (D) Treatment with ATUX-3364 or ATUX-8385
led to decreased CIP2A expression but did not alter SET expression in SH-EP cells. (E) Treatment
of WAC2 cells with ATUX-8385 decreased CIP2A and SET expression but ATUX-3364 increased
these proteins at higher doses. (F) CIP2A expression was increased with the highest dose of ATUX-
8385 but SET expression was variably affected in the NB PDX COAG6 cells. Data reported as mean
fold change + standard error of the mean (SEM), and experiments were repeated with at least
three biologic replicates. * p < 0.05, ** p < 0.01, *** p < 0.001. The uncropped bolts are shown in
Supplementary Materials.

3.3. Effects of ATUX-3364 and ATUX-8385 on PP2A Endogenous Inhibitors

Since we have previously seen changes in the endogenous inhibitors of PP2A, SET,
and CIP2A, following PP2A activation [10,14], we used immunoblotting to examine the
effects of the PP2A-activating compounds on these endogenous inhibitors. The results were
variable and cell line dependent. CIP2A decreased following treatment with ATUX-3364
or ATUX-8385 in SK-N-AS (Figure 2B), SK-N-BE(2) (Figure 2C, left panel), and SH-EP
(Figure 2D) cells. CIP2A decreased in WAC2 cells only with ATUX-8385 (Figure 2E).
Similarly, CIP2A expression only decreases in COA6 (Figure 2F) cells with the highest
concentration of ATUX-8385 (Figure 2F). Treatment with either compound had variable
effects on SET (Figure 2B-F).

3.4. Treatment with ATUX-3364 or ATUX-8385 Decreases Cell Viability and Proliferation and
Causes Apoptosis

To evaluate the effects of these compounds on viability, the four NB cell lines and PDX
cells were treated with increasing concentrations of ATUX-3364 or ATUX-8385 for 24 h.
Treatment with ATUX-3364 (0, 5, 7.5, 20 uM) resulted in significantly decreased viability in
all cell lines (Figure 3A). Similarly, ATUX-8385 significantly decreased viability at the same
doses (Figure 3B). In the PDX COAG6 cells, viability was significantly decreased following
treatment with either compound (0, 5, 10, 20 pM) (Figure 3C). We examined whether
apoptosis contributed to cell death. Apoptosis is characterized by a decrease in total PARP
or an increase in cleaved PARP. There was an increase in cleaved PARP and a decrease in
total PARP in SK-N-AS and SK-N-BE(2) cells after ATUX-8385 treatment, indicating apop-
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tosis (Figure 3D,E). In addition, we investigated proliferation with CellTiter 96 following
treatment. Since this assay employs the same chemical reaction as the alamarBlue assay,
these data are provided as supplemental information. There was a significant decrease in
proliferation in the four human NB cell lines and the PDX cells following treatment with
either ATUX-3364 or ATUX-8385 (Supporting Data, Figure S2A-C).
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Figure 3. ATUX-3364 and ATUX-8385 decreased NB viability. Cells from established NB cell lines
SK-N-AS, SK-N-BE(2), SH-EP, and WAC2 were treated with increasing doses of (A) ATUX-3364
(020 uM) or (B) ATUX-8385 (020 uM) for 24 h. Both compounds significantly decreased viability in
all cell lines. (C) COA6 human NB PDX cells were treated with increasing doses of ATUX-3364 or
ATUX-8385 (0-25 uM) for 24 h. Both compounds decreased viability. Immunoblotting was performed
on whole cell lysates from (D) SK-N-AS and (E) SK-N-BE(2) NB cells following treatment with ATUX-
3364 or ATUX-8385. Cleaved PARP (85 kDa) was increased, and total PARP (120 kDa) decreased in
SK-N-AS and SK-N-BE(2) whole cell lysates. Data are reported as mean fold change &+ SEM, and
experiments were repeated with at least three biological replicates. * p < 0.05, ** p < 0.01, *** p < 0.001.
The uncropped bolts are shown in Supplementary Materials.

3.5. Treatment with ATUX-3364 or ATUX-8385 Decreases Motility

Wound healing assays were utilized to assess motility in the established NB cell
lines. Motility in SK-N-AS cells was only affected in a statistically significant manner by
ATUX-8385 (Figure 4A). Treatment of SK-N-BE(2), SH-EP, and WAC2 cells with ATUX-3364
or ATUX-8385 resulted in a significant decrease in motility compared to untreated cells
(p < 0.001, Figure 4B-D). Due to the non-adherent nature of COAG6 cells, modified Boyden
chamber assays were utilized to assess motility. COA6 cell migration was significantly
decreased following treatment with ATUX-3364 or ATUX-8385 (6 uM) (p < 0.001, Figure 4E).
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Figure 4. ATUX-3364 and ATUX-8385 decreased NB motility. Migration was examined using
monolayer wound healing (scratch) assay for established NB cell lines. After a sterile scratch, plates
were treated with ATUX-3364 or ATUX-8385, and micrographs of the plates were obtained. For
quantification of open wound area, Image] MRI Wound Healing Tool (https://imagej.net, accessed on
26 November 2021) was used. (A) Migration of SK-N-AS cells was only affected by ATUX-8385 (4 uM).
(B) Treatment of SK-N-BE(2) cells with ATUX-3364 or ATUX-8385 (4 uM) significantly decreased
migration. (C) SH-EP and (D) WAC?2 cells were treated with ATUX-3364 or ATUX-8385 (12 uM).
Migration in both cell lines was significantly decreased following treatment. (E) Migration was
assessed in COA6 PDX cells using modified Boyden chamber assays. Treatment with ATUX-3364 and
ATUX-8385 (6 uM) significantly decreased COA6 migration. Data are reported as mean fold change
in area of open area or mean number of cells migrated £+ SEM, and experiments were repeated with
at least three biological replicates. * p < 0.05, *** p < 0.001.

3.6. In Vivo Studies and MYCN Protein Expression at the Molecular Level

Because the in vitro findings demonstrated decreased survival and motility, we pro-
ceeded to in vivo studies. SK-N-AS or SK-N-BE(2) cells were injected into the flank of
athymic nude mice. When tumors reached a volume of 100 mm?, animals were randomized
to treatment with PP2A activators of 50 mg/kg oral dosing twice daily, which was based on
dosages established in previous in vivo studies [10,21] and pharmacokinetic data (Figure 1).
There was no decrease in tumor volumes (Figure 5A) or relative tumor growth (Figure 5B)
in animals bearing SK-N-AS tumors following 14 days of treatment with either compound.
In animals bearing SK-N-BE(2) tumors, ATUX-8385 treatment led to a significant decrease in
tumor volumes (Figure 5C) as well as relative tumor growth (Figure 5D), while ATUX-3364
trended toward a decrease but did not reach statistical significance (Figure 5C,D).
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Figure 5. ATUX-8385 decreased SK-N-BE(2) tumor growth in vivo. SK-N-AS or SK-N-BE(2) cells were
injected into the right flank of female athymic nude mice. When tumor volume reached 100 mm?,
animals were randomized into groups of three to receive either vehicle, ATUX-3364, or ATUX-8385
(50 mg/kg). (A,B) Animals bearing SK-N-AS tumors (n = 7 in vehicle, n = 6 in ATUX-3364, n = 6 in
ATUX-8385 treatment groups) were treated for 14 days. There was no significant difference in change
in tumor volume or relative tumor growth with either compound. (C,D) Animals bearing SK-N-BE(2)
tumors (n = 5 in vehicle, n = 6 in ATUX-3364, and n = 7 in ATUX-8385 treatment groups) were treated
for 21 days. There was a significant decrease in tumor volume and relative tumor growth with
ATUX-8385 treatment. Data are reported as mean fold change in tumor volume &+ SEM. * p < 0.05.

Because of the more pronounced response in the MYCN-amplified (SK-N-BE(2)) com-
pared to the MYCN-non-amplified (SK-N-AS) tumors in vivo, we postulated that PP2A-
activating compounds may be affecting MYCN. We treated SK-N-AS MYCN-non-amplified
and SK-N-BE(2) MYCN-amplified cells with ATUX-3364 or ATUX-8385 and analyzed MYCN
phosphorylation with immunoblotting. Upon treatment, both phosphorylated MYCN (562)
and total MYCN protein expression decreased in both cell lines (Figure 6. Dephosphoryla-
tion of MYCN at S62 results in the destabilization of the protein leading to degradation [6].
This degradation is likely responsible for the decrease in total MYCN protein.
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Figure 6. ATUX-3364 and ATUX-8385 decreased serine phosphorylation of MYCN. SK-N-AS (MYCN-
non-amplified) and SK-N-BE(2) (MYCN-amplified) cells were treated with increasing concentrations
of ATUX-3364 or ATUX-8385. Whole cell lysates were prepared, and immunoblotting completed
for phosphorylated MYCN (P-562) and total MYCN protein expression. Vinculin was assayed as a
loading control. Serine 62 phosphorylation of MYCN was decreased with treatment with both drugs.
Total MYCN protein expression was also decreased following treatment. The uncropped bolts are
shown in Supplementary Materials.

4. Discussion

The results from the present study are critically important to the development of
improved activators of PP2A. The compounds reported here, ATUX-8385 and ATUX-3364,
are novel tricyclic sulfonamides derived from a medicinal chemistry program to reverse
engineer tricyclic neuroleptics as anti-cancer agents [13,17]. These compounds bind PP2A
AC heterodimers, activating PP2A [19,20] via stabilization of PP2A ABC holoenzyme
heterotrimers [19,20]. We previously reported decreased NB tumorigenesis with PP2A acti-
vation [9,10]. The current compounds are novel compared to their predecessors in relation
to their ability to be formulated as a salt which has implications for clinical administration.
Additionally, they are significantly more stable than the earlier sulfonamide compounds.
Finally, they lack the effects on the immune system seen with earlier PP2A activators such
as FTY-720.

PP2A reactivation has emerged as a treatment strategy for various cancers. The func-
tional inhibition of PP2A and its tumor suppressor activity is mainly by non-genomic
mechanisms [27] and is evident in a diverse range of cancers [17,28-31]. One mechanism
for this loss of function is alteration of endogenous PP2A inhibitors, including CIP2A and
SET. CIP2A overexpression is associated with poor patient outcomes in numerous solid
tumors, including NB [9], hepatocellular carcinoma [32], and lung cancer [33]. Similarly,
overexpression of SET has been linked to increased cell proliferation and tumorigene-
sis [34,35]. There is evidence that the knockdown of these inhibitors restored the tumor
suppressor function of PP2A, and NB cells treated with SET or CIP2A siRNA had a de-
creased malignant phenotype [9]. Our previous studies showed that certain PP2A activators
functioned to decrease the expression of these endogenous inhibitors in NB [10] as well as
hepatoblastoma [14]. In the current study, the PP2A-activating compounds studied were
not associated with a consistent change in SET protein expression. For instance, PP2A
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activators decreased SET expression in the MYCN-overexpressed WAC2 cells but were
unchanged in the isogenic MYCN-non-amplified SH-EP cells. This finding argues against a
MYCN status dependence and gets support from our earlier findings wherein it did not
appear as though SET expression was MYCN dependent [9]. In contrast, findings in the
current study on the effects on the other endogenous PP2A inhibitor, CIP2A, were different,
in that ATUX-3364 or ATUX-8385 treatment decreased CIP2A expression in the majority
of the cell lines tested. One explanation for this finding is that normally, CIP2A displaces
the PP2A-A subunit and thereby hijacks both the PP2A-B56c and the catalytic PP2Ac
subunit to form a CIP2A-B56x-PP2Ac pseudotrimer that stabilizes CIP2A and promotes its
function [36]. These ATUX compounds bind the PP2A-B56a subunit, thereby disrupting
the CIP2A heterodimer and functioning to destabilize CIP2A. The current data, together
with previous findings, suggest novel therapeutics that function to antagonize CIP2A, with
consequent restoration of PP2A activity, hold potential for translation into the clinic.

Our previous investigation using an earlier non-basic PP2A-activating compound,
DBK-1154, showed decreased MYCN expression in NB [10]. The same study demonstrated
that this activator was better at decreasing tumor growth in animals bearing MYCN-
amplified tumors than non-amplified tumors. These findings were attributed to the de-
pendence of amplified cells on MYCN [10]. In the current investigations employing the
newer tricyclic sulfonamides, ATUX-3364 and ATUX-8385, tumor volumes, as well as
relative tumor growth in animals bearing MYCN-amplified tumors, were significantly de-
creased. The same results were not observed in the animals bearing non-amplified tumors.
On a molecular level, PP2A-based reactivation led to dephosphorylation of MycN-562.
Dephosphorylation of MYCN at serine 62 results in the eventual targeting of MYCN for
degradation [37]. This mechanism may serve to target MYCN-addicted NB, as MYCN-
amplified NB cells rely on a discrete set of genes that are either unique to or are only
minimally shared with other tumor types. Hence, our future investigations will involve
identifying the effects of PP2A activation on genes responsible for the diverse vulnerabili-
ties in MYCN-amplified NB, specific for those that contribute to the initiation as well as
maintenance of the transformed phenotype in MYCN-amplified NB.

MYCN amplification is one of the most common events associated with NB tumori-
genesis, providing many reasons to focus on tumor-specific MYCN dependency and to
target this entity as an effective treatment for NB. However, historically, MYCN protein has
been considered a non-druggable target [38]. Hence, therapeutic approaches for targeting
MYCN-driven tumors have focused on the disruption of transcription, translation, or
protein stability. The present work employing a panel of NB cell lines with varying MYCN
amplification along with a MYCN-amplified human NB PDX demonstrates that MYCN
may be targeted to gain therapeutic efficacy. We demonstrate that the MYCN protein
degradation using novel small molecule activators of PP2A has significant single-agent
preclinical activity. Moreover, this approach comes with added advantages such as (1)
PP2A activators are orally bioavailable and well tolerated across preclinical models of
pediatric cancer, including NB [9,30]; (2) PP2A reactivation targets MYCN at the protein
level, resulting in its degradation; and (3) the specificity of these small molecules to PP2A
has been validated across pediatric cancers, again including NB [9,30]. Together, the novel
PP2A activators and pharmaceutically druggable approach in the current study target
MYCN degradation, leading to a significant reduction in overall cell viability, proliferation,
and migratory potential and a reduction in tumor volume in vivo.

High MycN/CIP2A levels correlate with poor NB prognosis [39]. Kerosuo and col-
leagues demonstrated an interaction between these two proteins and highlighted that
CIP2A knockdown affected MYCN expression. These findings may add to the explanation
for decreased total MYCN expression after treatment with ATUX-3362 and ATUX-8385.
To emphasize the clinical relevance of our findings, we examined a potential correlation
between the expression of CIP2A and relapse-free survival (RFS) in NB patient samples
using the publicly available dataset Versteeg88. We noted that patients with low CIP2A
(KIAA1524) expression had higher RFS probability (Supporting Data, Figure S3) [40]. Of
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note, in the current studies, expression of both CIP2A and MYCN was found to be least
affected in the SK-N-AS cell line (MYCN non-amplified) upon PP2A activation with ATUX-
8385, fostering a correlation between CIP2A and MYCN, paving the way for promising
future investigations.

5. Conclusions

We have shown that two novel PP2A-activating compounds affect the viability, prolif-
eration, and motility of several established MYCN-amplified and non-amplified NB cell lines
and a MYCN-amplified human NB PDX line. In the MYCN-driven NB model employed,
MYCN expression is inhibited by pharmacologic PP2A activation, likely contributing to
the phenotypic findings. In vivo experiments highlight that the consequences of MYCN
oncogene inactivation are more dramatic in oncogene-addicted tumors, as observed in
MYCN-amplified SK-N-BE(2) tumor-bearing mice. These mechanistic insights may be
useful for developing new PP2A-based therapies that may target MYCN.
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