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d, Table 1, Table 2). He performed MTT (3-(4,5-dimethylthiazol-2-yl)-2,5-diphenyltetrazolium
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out the statistical analysis of clinical data and wrote and reviewed the manuscript.
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2. Introduction

2.1 Neurokinin-1 receptor

2.1.1 Neurokinin-1 receptor/ substance P-complex

The neurokinin-1 receptor (NK1R)/ substance P (SP)-complex plays a critical role in the de-
velopment of cancer. The neurokinin receptor is a tachykinin-receptor of the neuropeptide G-
protein-coupled receptors (GPCRs) that is known for a variety of physiological functions rang-
ing from inflammation to nociception to cancer progression (Munoz and Rosso, 2010, Yin et
al., 2018). There are three forms of the tachykinin receptor: the neurokinin-1 receptor (NK1R),
the neurokinin-2 receptor (NK2R) and the neurokinin-3 receptor (NK3R), which are encoded
by the genes TACR1, TACR2 and TACRS3, respectively. The NK1R and the NK2R are ex-
pressed in the central nervous system, in the peripheral nervous system, in the gastrointestinal
system and in immune cells. The expression of the NK3R is mostly restricted to the nervous
system. The mentioned receptors play diverse physiological roles and are currently being in-
vestigated in several clinical trials, by using antagonists of tachykinin receptors for the treat-
ment of depression, chemotherapy-induced nausea and vomiting (CINV), schizophrenia, irri-

table bowel syndrome (IBS) and cancer (Yin et al., 2018, Munoz and Covenas, 2020).

The undecapeptide Substance P, an 11-amino acid long neuropeptide encoded by the gene
TAC1, is part of the tachykinin family of peptides, including hemokinin-1, kassinin, ranakinin,
eledoisin, neurokinin A, neurokinin B, neuropeptide K and neuropeptide Gamma, and is widely
distributed in the central and peripheral nervous system, where it acts a as neurotransmitter
and neuromodulator (Munoz and Covenas, 2014). After binding to the NK1R, to which it has
the highest affinity, SP mediates several functions such as migration of tumor cells, mitogene-
sis, favors angiogenesis and anti-apoptotic effects (seen in Figure 1a) (Munoz and Covenas,
2020).
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Figure 1: Role of NK1R-/SP-complex (a) and NK1R-antagonist, e.g. aprepitant (b) (based
on (Mufioz and Covefias, 2013, Munoz and Covenas, 2020).



2.1.2 Splice variants of NK1R

Two isoforms of the NK1R have been reported. The full-length version (fl-NK1R, encoded by
the gene TACR1-fl) contains 407 amino acids and the truncated version (tr-NK1R, encoded by
the gene TACRT1-tr) contains 311 amino acids, lacking 96 amino acids at the C-terminus
(Munoz et al., 2019b). Due to this structural difference, both isoforms activate different down-
stream signaling pathways and overall possess distinct physiological functions. It has been
reported that the activation of the tr-NK1R increases metastasis, whereas the fl-NK1R reduces
it (Zhou et al., 2013). Furthermore, it has been shown in tumor cells, that tr-NK1R expression

levels are higher in comparison to fl-NK1R (Ge et al., 2019).

2.1.3 NK1R-antagonist Aprepitant

There are several antagonists of the NK1R receptor that can be classified as peptide and non-
peptide antagonists. The peptide NK1R antagonists (e.g., NY-3460, NY-3238) show low affin-
ity for the NK1R, neurotoxicity and an inability to cross the blood-brain barrier, consequently
limiting their clinical application (Munoz et al., 2015). The non-peptide NK1R antagonists (e.g.,
aprepitant, L-733,969, L-732,138) show a high affinity for the NK1R and can cross the blood-
brain barrier due to their lipid solubility and therefore have been used for the treatment of tu-

mors located in the central nervous system (CNS) (Munoz and Covenas, 2020).

The non-peptide NK1R-antagonist aprepitant is a potent and highly selective drug for chemo-
therapy-induced nausea and vomiting (CINV) in pediatric patients and adults and for postop-
erative nausea and vomiting (PONV) in adults (Chain et al., 2020). It was approved for oral
administration by the Food and Drug Administration (FDA) and the European Medicines
Agency (EMA) in 2003 (Emend®). Interestingly, aprepitant has shown antitumor actions both,
in vitro and in vivo, in several human cancer entities, such as hepatoblastoma, neuroblastoma,
colon carcinoma, B- and T-cell acute lymphoblastic leukemia, osteosarcoma, acute or chronic
myeloid leukemias, melanoma, breast cancer and lung cancer (seen in Figure 2) (Berger et
al., 2014, Munoz et al., 2010, Gillespie et al., 2011, Zhou et al., 2013, Munoz et al., 2014,
Berger and D, 2017, Molinos-Quintana et al., 2019, Munoz et al., 2019a, Munoz and Covenas,
2020, Munoz et al., 2012, Robinson et al., 2023, Covenas et al., 2023). These antitumor ac-
tions range from promoting G2 M-phase cell-cycle arrest and triggering apoptosis by increas-
ing expression of apoptotic markers (such as propidium iodide (PI) and annexin-V) or blocking
the canonical Wnt signaling pathway in hepatoblastoma, resulting in a growth reduction of
tumor cells (seen in Figure 1b) (llmer et al., 2015, Munoz and Covenas, 2020). Furthermore,

it is important to notice the safety of the drug aprepitant. Even in high doses, aprepitant is well



tolerated and side effects remain minimal (Munoz and Covenas, 2013). Moreover, when aprep-
itant is co-administered with cytostatic drugs a decrease of doxorubicin-induced cardiotoxicity,

cisplatin-induced-hepatotoxicity and -nephrotoxicity has been shown (Un et al., 2020).
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Figure 2: Overview of cancers entities in which aprepitant has been shown to exert an-

titumor actions, an example (based on (Munoz and Covenas, 2020)



2.2 Rhabdoid Tumor

2.2.1 Epidemiology

The Rhabdoid Tumor (RT) is a rare and highly malignant pediatric tumor that has been de-
scribed largely in children between the age of 1 and 4 years (Geller et al., 2015, Fazlollahi et
al., 2019). The RT can be localized in different organ compartments, such as brain (atypical
teratoid/ rhabdoid tumor (AT/RT)), kidney (rhabdoid tumor of the kidney (RTK)), liver or soft
tissues (malignant rhabdoid tumor (MRT)) (Chi et al., 2009, Gonzales, 2001). The AT/RT was
first described in 1996 (Rorke et al., 1996), and MRT in 1978 (Beckwith and Palmer, 1978).
The average annual age-adjusted incidence rate for AT/RTs in the USA was 0.07 per 100,000
(Ostrom et al., 2014) and for MRT in UK was 0.6 per 1 million children (Brennan et al., 2013).

2.2.2 Treatment

Currently there is no standard therapy regimen for RT. Even though the treatment options have
been improved immensely over the last couple of years, overall survival is still dismal, which
often only occurs at the cost of high toxicity and late adverse effects of chemotherapy and
radiation therapy (Richardson et al., 2018). Most treatment regimens are multimodal regimens,
including surgical resection of the tumor, adjuvant chemotherapy and sometimes local radio-

therapy or high dose chemotherapy with autologous stem-cell rescue (Nemes et al., 2022).

A multimodal treatment approach was tested for MRT and RTK in the European registry for
Rhabdoid Tumors (EU-RHAB) and showed a 5-year-overall-survival of 45,8 + 5,4% and an 5-
year-event-free-survival of 35,2 + 5,1 % (Nemes et al., 2021). This approach included primary
surgical resection of the tumor, following adjuvant chemotherapy and radiotherapy. High-dose
chemotherapy was only used at the treating physician’s discretion; however, no survival benefit

of high-dose chemotherapy has yet been reported (Nemes et al., 2021).

For the treatment of AT/RT the introduction of an institutionalized multimodal approach has
brought immense improvement in overall survival and event-free-survival of patients, such as
the Canadian Pediatric Neuro-Oncology Standards of Practice, introduced in 2020
(Gastberger et al., 2023, Bennett et al., 2020). The approach is based on the treatment regi-
men of the Children’s Oncology Group Trial (ACSN0333) and the Children’s Cancer Group
(CCGY9703), which both consisted of up-front surgery, adjuvant high-dose chemotherapy and
sometimes local radiotherapy or autologous stem-cell rescue (Reddy et al., 2020, Bennett et
al., 2020). Due to this treatment regimen, four-year event-free-survival is 37% and overall sur-
vival is 43%. Chemotherapeutic drugs, that were included in this study were vincristine, meth-
otrexate, etoposide, cyclophosphamide, cisplatin, carboplatin and thiotepa (Reddy et al.,
2020).



However, these findings still suggest a pressing requirement for novel targeted therapies to

improve overall survival and to reduce toxicity of current treatment options.

2.2.3 SMARCB1 Mutation

Rhabdoid tumors represent a rare and aggressive type of cancer that are distinct by their
unique genetic landscape. Their genetic driver mutation is a bi-allelic loss-of-function mutation
of the SWI/SNF-related matrix-associated actin-dependent regulator of chromatin subfamily B
member 1 (SMARCB1) (Kohashi and Oda, 2017, Xue et al., 2020). This “genetic hallmark” of
RT, SMARCB1 is also known as integrase interactor 1 (INI1) and is a core subunit protein in
the SWitch/Sucrose non-fermentable (SWI/SNF) ATP-dependent chromatin remodeling com-
plex. SMARCB1/INI1 is expressed in the nuclei of all healthy cells and functions as a tumor
suppressor gene by playing an important role in the regulation of cell cycle (Versteege et al.,
1998, Hollmann and Hornick, 2011, Brennan et al., 2013). Therefore, a loss-of-function muta-
tion in this tumor suppressor gene drives tumor proliferation in RTs. Currently, three types of
aberrant SMARC1/INI1 protein expression patterns are known, which are complete loss (in-
cluding MRT and AT/RT), mosaic expression and reduced expression (Kohashi and Oda,
2017).



2.3 Pancreatic Ductal Adenocarcinoma

2.3.1 Epidemiology

Pancreatic ductal adenocarcinoma (PDAC) is an aggressive solid tumor with a poor prognosis
with an overall five-year survival rate of only 6% (llic and llic, 2016). It is the most common
form of pancreatic cancer and one of the leading causes of cancer-related deaths in the world.
The age-standardized incidence rates worldwide in 2020 were 5.7 per 100,000 people for
males and 4.1 per 100,000 people for females with an age-standardized mortality rate of 5.3
per 100,000 people, or 3.8 per 100,000 people, for males or females, respectively (Sung et al.,
2021). These global age-standardized incidences rates and death rates for PDAC have been
steadily rising in the last decades due to several factors including aging of the population,
smoking, insufficiency of physical activity and obesity (Shinoda et al., 2022, Collaborators,
2019). It has been calculated that pancreatic cancer will become the second leading cause of
cancer-related deaths in high income countries such as the United States and Germany by
2030 (Quante et al., 2016). Hence, new treatment options are urgently needed.

2.3.2 Treatment

Treatment success rates for pancreatic cancer have only slightly improved over the last dec-
ades. Diagnosis at an advanced stage and resistance to chemotherapy still lead to poor treat-

ment outcomes (Collaborators, 2019).

The standard therapy regiment for PDAC consists of a multimodal approach including surgery,
chemotherapy and sometimes radiotherapy. Standard treatment regimens are based on re-
sectability of the tumor, metastasis at diagnosis, age, medical history, and general condition

of the patient (Garajova et al., 2023).

After staging the tumor is characterized as resectable, borderline resectable, locally advanced,
or metastatic, whereas surgical resection of the tumor is the only curative treatment. (Conroy
et al., 2023). Following curative surgical resection fit patients receive adjuvant chemotherapy
with modified FOLFIRINOX (mFOLFIRINOX), whereas older (>75 years) unfit patients receive
gemcitabine-based strategies (Conroy et al., 2023). Patients treated with mFOLFIRINOX re-
gime receive fluorouracil, oxaliplatin, leucovorin and irinotecan for a period of 6 months. The
median disease-free survival for these patients with resectable PDAC is 21.6 months
(mFOLFIRINOX) vs. 12.8 months (gemcitabine), the median overall survival is 54.4 months
(mFOLFIRINOX) vs. 35.0 months (gemcitabine), and the overall survival rate at 3 years is
63.4% (mFOLFIRINOX) vs. 48.6 months (gemcitabine), for patients treated with mFOLFIRI-
NOX. Adverse effects were higher in mFOLFIRINOX vs. gemcitabine (75.9% vs. 52.9%)
(Conroy et al., 2018).



Treatment options for patients with borderline resectable, locally advanced, and metastatic
tumors include induction therapy with chemoradiotherapy and enrolling in clinical trials. Several
new treatment strategies, such as a neoadjuvant treatment regimen, immunotherapeutic vac-
cines, immune checkpoint inhibitors, CDK4/6 inhibitors or KRAS inhibitors are being investi-
gated, however treatment for PDAC minimally improves with a lack of early diagnosis, re-
sistance to therapeutic options and PDAC proving to be a complex tumor entity (Digiacomo et
al., 2021, Seufferlein and Ettrich, 2019, Mercanti et al., 2023, Garajova et al., 2023, Halbrook

et al., 2023). Thus, novel therapeutic strategies are desperately needed.



2.4 Goal and scope of this study

The goal of this dissertation is to investigate the neurokinin-1 receptor as a target in pediatric
rhabdoid tumor and pancreatic ductal adenocarcinoma. The role of the NK1R/SP-complex and
its antagonist aprepitant has been described in several tumor entities. However for the first
time, we present clinical data for the expression of NK1R, and introducing the NK1R-antagonist
aprepitant as a novel therapeutic target for treatment of RT and PDAC (Kolorz et al., 2021,

Beirith et al., 2021). The scope of both publications is outlined below.

2.4.1 The Neurokinin-1 Receptor is a Target in Pediatric Rhabdoid Tumors

Since there is no available data on the role of the NK1R in RTs so far, we started our study by
analyzing the expression levels of TACR1 (NK1R) and TAC1 (SP) for the most common child-
hood malignancies (acute myeloid leukemia, acute lymphoblastic leukemia, neuroblastoma,
and RT). We obtained publicly available data sets of the above-mentioned cancer entities
(acute myeloid leukemia, n=44, acute lymphoblastic leukemia, n=203, neuroblastoma, n=140,
RT, n=42 and Wilms" tumor, n=129) from the cBio Cancer Genomics portal and carried out

gene expression analyses (Paper |, Figure 1a-b).

We found that the expression levels of TACR1 were significantly higher in RTs than in other
childhood malignancies. Therefore, as a next step, we performed real-time quantitative poly-
merase chain reaction (RT-gPCR) analysis in RT cell lines (one RTK cell line, two AT/RT cell
lines) and in tumor tissue samples, obtained from patients as surgical resectates (Paper |,
Figure 1c-h). Interestingly, expression levels for NK1R-variants (TACR1-fl, TACR1-tr) were
similar compared to a human hepatoblastoma cell line with a known high expression of
TACR1-tr, which was used as a positive control (Berger et al., 2014). TACR1-tr expression
levels were significantly elevated in every cell line and TACR1-tr was expressed higher in tu-
mor tissue samples compared to TACR-fl. Two human dermal fibroblasts were used as healthy
controls. We also tested TAC1 expression levels in all cell lines. Overall expression levels were
detected to be low with the exceptions of adult fibroblasts and, surprisingly, primary patient

material from a RT of the kidney.

Next, we analyzed the clinical outcome and the biological characteristics of patients with RT,
by utilizing the data retrieved from the cBio Cancer Genomics Portal (tumor stage, gender, age
of diagnosis and overall survival). Patient cohorts were divided in TACR1 or TAC1 low-ex-
pressing and high-expressing groups, by taking median expression levels as cut out point.
Interestingly, we observed no significant differences between high- and low-expressing groups
and concluded that the expression of TACR1 and TAC1 is independent of clinical and biologi-

cal characteristics (Paper |, Figure 1i-).
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To investigate the role of NK1R-targeted therapies in RT, we performed MTT cell viability as-
says and exposed tumor cells to increasing concentrations of aprepitant (Paper |, Figure 2a).
A dose-dependent decrease on tumor cell viability was detected in RT cell lines. Furthermore,
we exposed tumor cells to increasing concentrations of cisplatin and the combination of cis-
platin and aprepitant to examine possible synergistic effects of conventional chemotherapy
and NK1R-targeted therapies (Paper |, Figure 2b-c). We observed trends towards additive

effects.

To probe whether SP could reverse the treatment effect of aprepitant, we treated tumor cells
with supramaximal dosages of SP and aprepitant and observed that SP did not cause any
toxicity for the cells and that it reversed the anti-proliferative effect of aprepitant (Paper |, Figure
2d). This insight highlighted the specificity of NK1R-targeted therapies.

As a next step, we investigated the mechanism of cell death by flow cytometry with Annexin V
staining and observed reduction of viable cell populations upon aprepitant-treatment and in-
creasing populations of early and late apoptotic cells, suggesting apoptosis as one mechanism
of cell death (Paper |, Figure 3a-b). To confirm this finding, we performed Western blot analysis
with apoptotic markers and detected an upregulation of apoptotic signaling pathways in RTs

upon treatment with aprepitant (Paper |, Figure 4a-b).

2.4.2 Identification of the Neurokinin-1 Receptor as Targetable Stratification

Factor for Drug Repurposing in Pancreatic Cancer

There is limited information available about the effects of the neurokinin-1 receptor in pancre-
atic ductal adenocarcinoma. Therefore, we started our investigation by analyzing expression
levels of NK1R variants (TACR1-fl, TACR1-tr) and SP (TAC1) with RT-gPCR in PDAC cell
lines and primary stellate cells (Paper Il, Figure 1a). Expression levels of TACR1-tr varied and
no expression of TACR1-fl was detected. Later, Enzyme-Linked Immunosorbent Assay
(ELISA) was performed, and the presence of SP was shown in all tested cell lines (Paper II,

Figure 1b-c).

As a next step, we analyzed data sets from the Cancer Genome Atlas, the Cancer Cell Line
Encyclopedia and the Gene Expression Omnibus and observed significant downregulation of
TACR1 in tumor cells in comparison to normal cells. Interestingly, tendencies towards a lower
expression of TACR1 with tumor stage progression were observed, while high expression of

TACR1 correlated with higher overall survival of PDAC patients (Paper Il, Figure 2a-f).

To determine the effects of NK1R-targeted therapy on PDAC cells, we carried out MTT cell
viability assays, by exposing the cells to increasing concentrations of aprepitant and observed

a dose-dependent growth inhibition in PDAC cell lines and cancer stem cell-like cells (CSCs)

11



(Paper I, Figure 3a-b). Furthermore, functional effects with colony and sphere formation as-
says were performed, resulting in a dose-dependent treatment response towards aprepitant
and demonstrating morphological differences of cell size, shape, and texture after treatment

(Paper Il, Figure 3c-d)).

Lastly, using flow cytometry with annexin V/ PI staining we were able to measure treatment-
induced apoptotic cell populations (Paper II, Figure 4-5). Applying DAPI staining in flow cytom-
etry, we acknowledged that aprepitant exposure leads to cell cycle arrest in PDAC cell lines

with TACR1 expression.
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3. Zusammenfassung

Das Neurokinin-1-Rezeptor- (NK1R) /Substanz P (SP)-System spielt eine wichtige Rolle bei
der Krebsentstehung. Durch die Bindung an seinen Rezeptor induziert SP die Proliferation von
Tumorzellen und hemmt apoptotische Mechanismen. Eine zielgerichtete Therapie gegen den
NK1R stellt daher einen hoffnungsvollen Ansatz fir eine Antitumorstrategie dar. Einer der
NK1R-Antagonisten ist das Medikament Aprepitant (Emend®), das normalerweise bei Che-
motherapie-induzierter Ubelkeit und Erbrechen eingesetzt wird. Aprepitant (ibt nachweislich
anti-proliferative und anti-metastatische Wirkungen aus und verursacht in hohen Dosen wenig
bis keine Nebenwirkungen. Diese Antitumorwirkungen wurden bei mehreren Krebserkrankun-
gen in in-vivo- und in-vitro-Studien gezeigt. Es besteht jedoch noch ein Mangel an Wissen tber
ihre Wirkungen bei RTs und PDACs.

Der Rhabdoidtumor ist ein seltener und bésartiger padiatrischer Tumor, der hauptsachlich Kin-
der im Alter zwischen 1 und 4 Jahren betrifft. RTs kdnnen an mehreren Stellen des Korpers
auftreten, wie z.B. im Gehirn (AT/RT), in der Niere (RTK), in der Leber oder in Weichteilen
(extrarenaler rhabdoider Tumor oder MRT). Aufgrund des Fehlens einer wirksamen Stan-
dardtherapie werden dringend neue zielgerichtete Therapien bendtigt. Darlber hinaus kann
es trotz erfolgreicher Remission oft zu Langzeitnebenwirkungen von Chemotherapeutika kom-
men. In dieser Studie zeigen wir, dass der NK1R in rhabdoiden Tumorzellen exprimiert wird
und nicht auf bestimmte klinische oder biologische Eigenschaften beschrankt ist. Dartber hin-
aus zeigen wir zum ersten Mal, dass Aprepitant das Tumorwachstum wirksam hemmt, die pro-
apoptotischen Signalkaskaden in RT-Zellen auslést und es einen additiven Effekt gibt, wenn

es mit dem Standard-Chemotherapeutikum Cisplatin kombiniert wird.

Das duktale Adenokarzinom des Pankreas ist eine aggressive bosartige Erkrankung mit einer
schlechten 5-Jahres-Uberlebensrate und steigenden Inzidenzen. Es ist die haufigste Form von
Bauchspeicheldrisenkrebs und eine der Hauptursachen fir krebsbedingte Todesfalle welt-
weit. Aufgrund von Adipositas, Typ-ll-Diabetes und einem Wandel der Bevolkerungsstruktur
ist mit einem weiteren Anstieg der Inzidenz innerhalb der nachsten zehn Jahre zu rechnen.
Derzeitige Therapieregime konzentrieren sich auf die chirurgische Resektion gefolgt von einer
adjuvanten Chemotherapie, jedoch gibt es nur wenige Patienten mit resektablem duktalem
Adenokarzinom des Pankreas. In dieser Veroffentlichung konnten wir erstmals zeigen, dass
Aprepitant die Wachstumsreduktion wirksam hemmt und einen Zellzyklusarrest in PDAC-Zell-
linien hervorruft. Dementsprechend ist eine NK1R-gerichtete Therapie fir PDAC-Patienten

auch in einem klinischen Umfeld vorstellbar.
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4. Abstract

The neurokinin-1 receptor (NK1R)/ substance P (SP) system plays an important role in cancer
development. By binding to its receptor, SP induces proliferation of tumor cells and inhibits
apoptotic mechanisms. It has been shown that targeting the NK1R can be a used as a tool in
antitumor treatment. One of the NK1R-antagonists is the drug Aprepitant (Emend®), usually
used for chemotherapy-induced nausea and vomiting. Aprepitant has been shown to exert
antiproliferative and antimetastatic effects and to not cause severe adverse events in high
doses. These antitumor effects have been shown in several malignancies in in vivo and in in

vitro studies, however there is still a lack of knowledge regarding its effects on RTs and PDACs.

The rhabdoid tumor is a rare and malignant pediatric tumor, primarily affecting children be-
tween the age of 1 and 4 years. RTs can occur in several sites such as the brain (ATRT),
kidney (RTK), liver or soft tissues (extrarenal rhabdoid tumor or MRT). Due to the lack of a
standard effective therapy, new targeted therapies are desperately needed. Additionally, suc-
cessful remission is often dimmed by late adverse effects due to the high toxicity of chemo-
therapeutics. In this study, we show that the NK1R is expressed in rhabdoid tumor cells and
that it is not restricted to certain clinical or biological characteristics. Furthermore, for the first
time, we demonstrate that aprepitant effectively inhibits tumor growth and triggers apoptosis
signaling in RT cells and shows an additive effect when combined with standard chemotherapy

drug cisplatin.

Pancreatic ductal adenocarcinoma is an aggressive malignancy with a poor 5-year survival
rate and rising incidence. It is the most common form of pancreatic cancer and one of the
leading causes for cancer-related deaths worldwide. Due to obesity, type Il diabetes and a
change in demographics its incidence is expected to rise further within the next ten years.
Current therapy regiments focus on surgical resection followed by adjuvant chemotherapy,
however, only few patients present with resectable PDAC. In this publication, we show that
aprepitant effectively inhibits growth reduction and leads to cell cycle arrest in PDAC cell lines.

Therefore, a NK1R-targeted therapy for PDAC patients seems plausible.
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Abstract: Rhabdoid tumors (RT) are among the most aggressive tumors in early childhood. Overall
survival remains poor, and treatment only effectively occurs at the cost of high toxicity and late
adverse effects. It has been reported that the neurokinin-1 receptor/ substance P complex plays an
important role in cancer and proved to be a promising target. However, its role in RT has not yet
been described. This study aims to determine whether the neurokinin-1 receptor is expressed in RT
and whether neurokinin-1 receptor (NK1R) antagonists can serve as a novel therapeutic approach in
treating RTs. By in silico analysis using the cBio Cancer Genomics Portal we found that RTs highly
express neurokinin-1 receptor. We confirmed these results by RT-PCR in both tumor cell lines and in
human tissue samples of various affected organs. We demonstrated a growth inhibitory and apoptotic
effect of aprepitant in viability assays and flow cytometry. Furthermore, this effect proved to remain
when used in combination with the cytostatic cisplatin. Western blot analysis showed an upregulation
of apoptotic signaling pathways in rhabdoid tumors when treated with aprepitant. Overall, our
findings suggest that NK1R may be a promising target for the treatment of RT in combination with
other anti-cancer therapies and can be targeted with the NKIR antagonist aprepitant.

Keywords: rhabdoid tumor; NK-1 receptor; NK-1 receptor antagonist; substance P; cancer; apoptosis

1. Introduction

Rhabdoid tumors (RT) are rare and highly aggressive tumors primarily affecting
infants and young children [1-3]. They have been reported to be located in several or-
gan compartments, such as the central nervous system (CNS) (referred to as atypical

Curr. Oncol. 2022, 29, 94-110. https:/ /doi.org/10.3390/ curroncol29010008
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teratoid /rhabdoid tumor [AT/RT]), kidneys (RT of the kidney [RTK]), the liver, and soft
tissue (extrarenal RT, malignant RT [MRT]) [1,3-7]. One of the genetic hallmarks of RTs
is a loss-of-function mutation of the SWI/SNF-related matrix-associated actin-dependent
regulator of chromatin subfamily B member 1 (SMARCBI1), also named integrase interactor
1 (INI1). INI1 acts as a component of the SWItch/Sucrose Non-Fermentable (SWI/SNF)
chromatin-remodeling complex, which functions as a tumor suppressor [1,8]. Prognosis of
children with RT has improved, but overall survival remains unsatisfactory with less than
50% for AT/RTs and less than 40% for MRTs [9-12]. The lack of standard effective therapy,
considerable concern about the toxicity of the chemotherapeutics, and late adverse effects
require an improvement in the treatment of RT [1,2,9,12-14].

The involvement of the neurokinin-1 receptor (NK1R; TACR1)/substance P (SP; TAC1)
complex in cancer has been described previously [15-19]. By binding to NKIR, SP promotes
a variety of functions to improve the growth and survival of tumor cells [20]. Thus, the use
of NK1R antagonists can serve as a desirable target for cancer treatment.

Two isoforms of NKIR have been reported. Full-length (fl-) NK1R contains 407 amino
acids, whereas truncated (tr-) NK1R only consists of 311 amino acids, lacking 96 amino
acids at the cytoplasmic C-terminus of the receptor [19,21]. It has been demonstrated that
the truncated isoform is expressed higher in the tumor in comparison to the full-length
isoform [17]. Furthermore, the full-length form has been associated with slow growth of
cells, whereas an upregulation of the truncated version has been related with rapid growth
and more aggressive behavior of tumor cells [22,23].

The non-peptide NK1R antagonist aprepitant is approved by the Food and Drug Admin-
istration (FDA) for the treatment of chemotherapy-induced nausea and vomiting. However,
it has been shown to exert antiemetic, antipruritic, antiviral, and a broad variety of antitu-
mor actions as well [20]. Importantly, the side effects of aprepitant are minimal, and even
high doses do not seem to influence the proliferative capacity of healthy cells [24-26].

Until now, the role of the NK1R/SP complex in rthabdoid tumors remained unknown.
For the first time, we describe the expression of NKIR and its truncated splice variant in
rhabdoid tumors, and that it can be targeted with NK1R antagonist aprepitant, serving as a
novel target for the treatment of RT.

2. Materials and Methods
2.1. Cell Culture

Two AT/RT cell lines, BT-12 and CHLA-266, one RTK cell line, G-401, and one
hepatoblastoma (HB) cell line, HepG2, were used throughout this study. The two cell
lines BT-12 and CHLA-266 were obtained from the Childhood Cancer Repository of
the Children’s Oncology Group at Texas Tech University Health Sciences Center (Lub-
bock, TX, USA). Both AT/RT cell lines were grown in Iscove’s Modified Dulbecco’s
Medium (Gibco, Carlsbad, CA, USA) supplemented with 20% heat-inactivated fetal calf
serum (FCS) and 100 pg/mL streptomycin 100 U/mL penicillin. G-401 was purchased
from the ATCC (Manassas, VA, USA) and was grown in McCoy-5A-Medium (ATCC,
Manassas, VA, USA) supplemented with 10% FCS and 100 pg/mL streptomycin 100 U/mL
penicillin. HepG2 was grown in RPMI (Gibco, Carlsbad, CA, USA) supplemented with 10%
FCS and 100 pg/mL streptomycin 100 U/mL penicillin as previously described [19,27].
The two primary dermal fibroblasts PCS-201-012 (Adult) and PCS-201-010 (Neonatal) were
both obtained from the ATCC (Manassas, VA, USA) and grown in DMEM (Gibco, Carlsbad,
CA, USA) with 10% FCS and 100 pg/mL streptomycin 100 U/mL penicillin. All cells were
grown at 37 °C in a humidified incubator with 5% CO,. Mycoplasma contamination was
regularly excluded using mycoplasma-specific polymerase chain reactions protocols.

2.2. Drugs

The NK1R antagonist aprepitant and the cytostatic compound cisplatin were pur-
chased from Selleck Chemicals (Houston, TX, USA) and were dissolved in DMSO. SP
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(NK1R agonist) was purchased from Sigma-Aldrich (St. Louis, MO, USA) and dissolved in
0.1 mol/L acetic acid and purified water.

2.3. Proliferation Assays (MTT Assay)

MTT (3-(4,5-dimethylthiazol-2-yl)-2,5-diphenyltetrazolium bromide) salt was pur-
chased from Sigma-Aldrich (St. Louis, MO, USA) and dissolved in PBS (MTT solution;
5mg/mL). 5 x 10* cells/well were seeded into a 96-well plate and were incubated
overnight in culturing media for attachment. The cells were exposed to 10 different increas-
ing concentrations of the corresponding compounds (from 0.02 M to 100 uM) for 48 h.
For combination treatment, the cells were exposed to the corresponding compounds for
48 h. After exposure, culturing media was replaced with the MTT solution for 4 h at 37 °C.
Then, MTT solution was replaced with 10% SDS in 0.01 M HCl for overnight incubation in
the incubator. 96-well plates were measured using a FLUOstar Omega microplate reader
(BMG LABTECH Inc., Cary, NC, USA) at 595 nm wavelength.

2.4. In Vitro Analysis of Apoptosis

The determination of apoptotic cell populations was performed by flow cytometry. An-
nexin V staining was performed according to manufacturer’s instructions. 5 x 10* cells/well
were seeded into a 96-well plate. The cells were incubated overnight in the culturing media
for attachment and then were exposed to the corresponding compounds for 48h. Cells were
stained with 2 pL Pacific Blue Annexin V (BioLegend, San Diego, CA, USA) for 15 min at
RT in dark. Annexin V-binding buffer (10x Binding Buffer: 10 mM HEPES/NaOH, 140 mM
NaCl, 2.5 mM CaCl2) was used for respective staining and washing steps. Fixable Viability
Dye eFluor™ 780 (FVD, eBioscience, Inc., San Diego, CA, USA) was used to discriminate
viable and dead cell populations. Staining was carried out at 4 °C for 30 min in the dark.
Percentages of viable, apoptotic and necrotic cells were measured with a BD FACSCanto II
(BD Biosciences, Franklin Lanes, NY, USA) and results were analyzed using Flow]Jo 10.0
Software (Tree Star, Inc., Ashland, OR, USA).

2.5. Western Blot Analysis

Protein expression of PARP-1 (rabbit, 1:1000 dilution; Cell Signaling Technologies,
Danvers, MA, USA) and a-tubulin (mouse, 1:5000 dilution; Sigma-Aldrich, St. Louis,
MO, USA) was analyzed by Western blot analysis. Cells were lysed for 30 min on ice
with lysis buffer (tris-HCL 30 mM, NaCl 150 mM, tritonX 1% and glycerol 10%) and then
underwent high-speed centrifugation. Protein concentration was assessed by Bradford
assay (Bio-Rad Laboratories, Hercules, CA, USA). 20 mg protein per well was separated
by Novex WedgeWell 4 to 20%, Tris-Glycine, 1.0 mm, mini protein gels (Invitrogen, Carls-
bad, CA, USA) and electroblotted onto 0.2 pm PVDF membranes using Trans-Blot Turbo
mini transfer packs (Bio-Rad Laboratories, Hercules, CA, USA). After blocking for 1 h in
phosphate-buffered saline supplemented with 5% milk and 0.1% Tween 20 (Sigma-Aldrich,
St. Louis, MO, USA), immunodetection was performed using polyclonal goat anti-mouse
IgG (P0447; 1:20,000) and polyclonal goat anti-rabbit IgG (P0448; 1:2000) antibodies (both
from DakoCytomation Denmark A /S, Glostrup, Denmark). Enhanced chemiluminescence
was used for detection (GE Healthcare Amersham™ ECL™ Prime Western blotting de-
tection reagents, Thermo Scientific, Waltham, MA, USA) and imaging was performed
at ChemiDoc XRS+ (Bio-Rad Laboratories, Hercules, CA, USA). The size of proteins on
Western blots was identified by PageRuler Prestained Protein Ladder (Thermo Scientific,
Waltham, MA, USA).

2.6. RT-PCR (Reverse Transcription Polymerase Chain Reaction)

RNA extraction, complementary DNA synthesis, and quantitative polymerase chain
reaction (QPCR) analysis were performed as previously described [27]. Specific primers
were as follows: TACR1-fl (NM_001058.3; forward 5'-AACCCCATCATCTACTGCTGC-3
and reverse 5-ATTTCCAGCCCCTCATAGTCG-3'), TACRI1-tr (forward 5'-
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CAGGGGCCACAAGACCATCTA-3' and reverse 5'-ATAAGTTAGCTGCAGTCCCCAC-
3", TAC1 (forward 5-AAGCCTCAGCAGTTCTTTGG-3' and reverse 5'-
TCTGGCCATGTCCATAAAGAG-3') and TBP (forward 5'-GCCCGAAACGCCGAATAT-3’
and reverse 5'-CCGTGGTTCGTGGCTCTCT-3).

2.7. Patients and Tumor Samples

A total of 6 tumor specimens were obtained from pediatric patients. Three rhabdoid
tumors of the liver and one rhabdoid tumor of the kidney were resected at the Department
of Pediatric Surgery, LMU and preserved in liquid nitrogen. Two formalin-fixed and
paraffin-embedded AT/RT tumor samples on slides were obtained from the Center for
Neuropathology, LMU. RNA from the former samples was extracted using TRIzol reagent
(Invitrogen, Karlsruhe, Germany), from the latter using High Pure FFPET RNA Isolation
Kit from Roche Diagnostics Deutschland GmbH (Mannheim, Germany) according to
manufacturer’s instructions. The study protocol was approved by the Committee of Ethics
of the LMU (Munich) and written informed consent was obtained from each patient in
accordance with the Declaration of Helsinki.

2.8. Data Base Analysis

Data sets were derived from the cBio Cancer Genomics Portal (http://cbioportal.org;
accessed on 2 December 2021) [28-30]. Five pediatric cancer studies on acute myeloid
leukemia (AML; phs000465), acute lymphoblastic leukemia (ALL; phs000464), neurob-
lastoma (NB; phs000467), rhabdoid tumors (RT; phs0004709), and Wilms tumor (WT;
phs000471) were selected from the Therapeutically Applicable Research to Generate Effec-
tive Treatments (https://ocg.cancer.gov/programs/target; accessed on 2 December 2021)
initiative and the mRNA expression of 2 genes was analyzed (TACR1, TACI).

2.9. Statistical Analysis

Results are expressed as the mean = standard error of the mean (SEM). All statistical
comparisons were made with an unpaired parametric t-test comparing two groups, an
ordinary one-way ANOVA or a Tukey ‘s multiple comparison test, with a single pooled
variance using GraphPad Prism (San Diego, CA, USA). The significance was considered as:
p <0.05 (*), p <0.01 (**), p <0.001 (***) and p < 0.0001 (****) for all comparisons.

3. Results
3.1. Expression of TACR1 and TAC1 in Pediatric Cancer

It has been previously demonstrated that the NK1R/SP complex serves as a target
in a large variety of cancers, including pediatric malignancies such as neuroblastoma and
hepatoblastoma [19,20,31-33]. Nothing was known of the expression of this potent target in
rhabdoid tumors. Therefore, as a first step we assessed expression levels for the NK1R/SP
complex (TACR1, TAC1) of the most common childhood malignancies from the cBio Cancer
Genomics Portal, focusing on acute myeloid leukemia, acute lymphoblastic leukemia,
neuroblastoma, and Wilms’ tumor, and compared them to the expression levels in rhabdoid
tumors [28]. Database analysis showed that the TACR1 gene is expressed significantly
higher in rhabdoid tumors in comparison to the aforementioned tumors (Figure 1a). TAC1
mRNA (which codes for SP and is the natural ligand of NK1R) expression levels were
high in rhabdoid tumors and neuroblastoma, but not significantly different to the other
tumors (Figure 1b). As this in silico analysis did not allow for a sub-analysis between
the expression levels of the full-length and truncated splice variant of NKIR, we next
determined their gene expression levels in RT cell lines by RT-PCR (Figure 1c—f). The
RTK cell line G-401 and the two AT/RT cell lines BT-12 and CHLA-266 are known to
carry loss-of-function mutation of INI1 [34,35] and their characteristics are summarized in
Table 1. Interestingly, expression levels of TACR1-fl and TACR1-tr genes in G-401, BT-12,
and CHLA-266 were similar to HepG2, a human hepatoblastoma (HB) cell line with a
known high expression of TACR1-tr [19] used as a positive control. The adult and neonatal
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primary dermal fibroblasts expressed significantly less TACR1-tr than G-401 and were used
as a negative control (Figure le). TACRI-tr was significantly overexpressed in every cell
line compared to TACR1-fl (Figure 1c). Then, expression levels of TAC1 were tested in
the different cell lines. The expression levels of TAC1 were detected to be very low in all
cell lines analyzed except for the primal dermal fibroblasts (Figure 1d). Of the tumor cell
lines, G-401 showed the highest expression of TAC1, while HepG2 cells have no detectable
expression of TAC1 in mRNA levels.

Table 1. Summary of characteristics of cell lines.

Cell Line Disease Origin INI1-Mutation

Female,
BT-12 AT/RT 2 months, Loss-of-function
Caucasian
Female,
CHLA-266 AT/RT 30 months, Loss-of-function
Caucasian
Male,
G-401 RTK 3 months, Loss-of-function
Caucasian
Male,
HepG2 HB 15 years, -
Caucasian
AT /RT—atypical teratoid/rhabdoid tumor; RTK—rhabdoid tumor of the kidney; HB—hepatoblastoma;
INI1—integrase interactor 1.

Next, we analyzed the expression levels of TACR1 in six rhabdoid tumor tissue
samples by RT-PCR. As rhabdoid tumors can arise at different sites throughout the body,
we analyzed tissue samples of three MRTs of the liver, one RT of the kidney, and two
AT/RTs. The patient characteristics are summarized in Table 2. The age at the time of
diagnosis ranged from 0-127 months (median, 18 months). INI1 alterations were detected
in all tested samples. Five out of six tumor samples showed a loss-of-function mutation
of INI. Interestingly, one patient (T190) was found to carry an INI1 germ line mutation
(Table 2). The respective patient was first diagnosed with an AT/RT, and after initial
successful treatment, subsequently developed a RTK. In line with the expression pattern
observed in AT/RT and RTK cell lines, splice variant TACR1-tr was expressed higher
than TACRI1-fl. Expression levels of TACR1-tr were found the highest in an RT of the
liver tumor tissue sample (T125II), and the lowest in AT/RT tumor tissue samples (T16,
T12IC). TACR1-fl expression was found to be very low in all tumor samples analyzed.
Surprisingly, the analysis of TAC1 expression revealed that the RT of the kidney (T190)
had the highest expression, whereas the other tumor tissue samples showed almost no
expression (Figure 1gh).

In conclusion, we were able to demonstrate the expression of TACR1 in both RT cell
lines and primary patient material, with TACR1-tr being significantly higher expressed
than TACR1-fl in all tested samples. Importantly, both cell lines and patient tissue sam-
ples originated from different compartments of the body, modelling the heterogenicity of
rhabdoid tumors.

3.2. Clinical Outcome and Biological Characteristics of Patients with Rhabdoid Tumors

Next, we made use of the pediatric rhabdoid tumor study from The cBio Cancer
Genomics Portal to understand in detail whether TACR1 or TAC1 expression in rhabdoid
tumors correlates with biological or clinical characteristics [28]. The gene expression
patterns of 42 patients were analyzed and correlated to tumor stage, gender, age of diagnosis
and overall survival (Table 3, Figure 1i-1). Tumor stages were classified by the American
Joint Committee on Cancer [36]. mRNA expression for TACR1 showed similar expression
in every stage, whereas mRNA expression for TAC1 was slightly elevated in stages I-II.
Gender was distributed similarly for TACR1 and TAC1 (45% male vs. 55% female) and no
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significant differences in the mRNA expression levels of the genes were observed. Age of
diagnosis was prominently represented within the first year of life for both TACR1 and
TACI1 (<6 months, 22.5%; 6-12 months, 37.5%). Overall survival of rhabdoid tumor patients
with low expression (1 = 20) of TACR1 or TAC1 was compared to the patients with high
expression (n = 19) based on the median of TAC1 or TACRI expression. For three patients,
overall survival data was not available. We could not observe any significant differences
between TACR1 or TAC1 low-expressing and high-expressing groups.
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Figure 1. Expression of TACR1 and TAC1I and biological and clinical parameters of rhabdoid tumors.
(a,b) mRNA expression of TACRI and TACI in ALL (n = 203), AML (n = 44), NB (n = 140), RT
(n =42),and WT (1 = 129). Relative expression was correlated to the (i) tumor stage by the Neoplasm
American Joint Committee on Cancer (I-Il n = 9; II/IV-III n = 17 for TACR1, n = 18 for TAC1; III/IV
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n=11; IIB-IIIB/IV n = 3), (j) gender (Male n = 18; Female n = 22), (k) age at diagnosis (months)
(<6 months n = 9; 6-12 months n = 15; 12-18 months n = 5; 18-24 months n = 3; 24-40 months
n = 2; >30 months n = 6), (1) overall survival (months) (TACR1 low n = 20; TACR1 high 1 = 19; TAC1
low (n = 20), TAC1 high n = 19), and (c—f) mRNA expression of TACR1-fl, TACR1-tr, and TACI in
G-401, BT-12, CHLA-266, HepG2, and in FB Neonatal (=fibroblasts neonatal, PCS-201-120) and in
FB Adult (=fibroblasts adult, PCS-201-012) normalized to the housekeeping gene TBP. (g,h) mRNA
expression of TACRI-fl, TACRI-tr and TACI in tumor samples normalized to TBP. Results are
expressed as the mean =+ standard error of the mean (SEM). All statistical comparisons were made
with an unpaired parametric t-test comparing two groups, an ordinary one-way ANOVA or a Tukey’s
multiple comparison test, with a single pooled variance. ns = not significant. p < 0.05 (*), p < 0.001
(***) and p < 0.0001 (****) for all comparisons.

Table 2. Summary of the characteristics of tumor samples.

Subtype of RT Gender Age at
Case Name (Organ (leVI /Ff Diagnosis INI1-Mutation Treatment Relapse
Compartment) (Months)
Germline Chemotherapy,
1 T190 AT/RT — RTK * M <23* X Resection, Yes
mutation
Stem-cell therapy
2 T12511 MRT (liver) M 10 Loss-of- Chemotherapy, Yes
function Resection
Chemotherapy,
3 T96 MRT (liver) F 13 Loss-of- Resection, No
function
Stem-cell therapy
4 82 MRT (liver) M 3 Loss-of- Chemotherapy, No
function Resection
5 T16A AT/RT M 5 Loss-of- - -
function
Loss-of- Chemotherapy,
6 Ti21C AT/RT M 127 function Radiotherapy Yes

M-—male; F—female; RTK—rhabdoid tumor of the kidney; AT/RT—atypical teratoid/rhabdoid tumor;
MRT—malignant rhabdoid tumor; INI1—integrase interactor 1; * Relapse.

Table 3. Summary of clinical outcome and biological characteristics of the patients from
database analysis.

Characteristics TACR1 * TAC1*
Tumor Stage
I-1I 9(22.5) 9(22.0)
I/1v-1I1 17 (42.5) 18 (43.9)
/v 11 (27.5) 11 (26.8)
IIB-IIB/IV 3(7.5) 3(7.3)
Gender
Male 18 (45.0) 18 (45.0)
Female 22 (55.0) 22 (55.0)
Age at Diagnosis (months)
<6 9 (22.5) 9 (22.5)
612 15 (37.5) 15 (37.5)
12-18 5(12.5) 5(12.5)
18-24 3(7.5) 3(7.5)
24-30 2(5.0) 2(5.0)
>30 6 (15.0) 6 (15.0)

* Patients, 1 (%); data sets were derived from the cBio Cancer Genomics Portal.
Overall, we observed that TACR1 and TAC1 were expressed across different tumor

stages and independent of gender or age of diagnosis. This conserved expression highlights
the functionality of the NKIR/SP axis in rhabdoid tumors independent of clinical or
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biological characteristics of the patient. Thus, NK1R redirected targeted therapies would
not be restricted to a certain subset of patient suffering from rhabdoid tumors.

3.3. Aprepitant Inhibits Tumor Growth in Rhabdoid Tumor Cell Lines and Shows Increased
Activity with Cisplatin

To probe the role of NK1R-SP-targeted therapies in rhabdoid tumors, we next investi-
gated the effect of aprepitant on the RT tumor cell lines G-401, BT-12, and CHLA-266 with
the human HB cell line HepG2 as a positive control and the primary dermal fibroblasts as a
negative control for aprepitant response [19]. Tumor cells were exposed to nine different in-
creasing concentrations of aprepitant (ranging from 10 uM to 100 M) for 48 h and viability
was determined using MTT cell proliferation assay. All RT cells showed a dose-dependent
decrease in cell viability after aprepitant treatment in comparison to solvent-treated con-
trols. The neonatal and adult primary dermal fibroblasts showed no strong dose-dependent
decrease and were used as a negative control. G-401, BT-12, CHLA-266 and HepG2 cells
exhibited similar response towards aprepitant (G-401 and BT-12, 50 uM; CHLA-266, 40 uM;
HepG2 15 uM) (Figure 2a).

In order to investigate possible synergism of conventional treatment regimens and
NK1R-targeted therapies, we combined aprepitant with cisplatin, a commonly used cy-
tostatic chemotherapeutic agent for the treatment of rhabdoid tumors [1,37]. First, we
investigated the viability of the tumor cells upon cisplatin exposure, using MTT assay as
described (10 different increasing concentrations, ranging from 0.02 uM to 100 uM). We
observed dose-dependent response towards cisplatin in all tumor cells with the exception
of the G-401 cells (Figure 2b).

Next, G-401, BT-12, CHLA-266, and HepG2 cells were exposed to aprepitant, cisplatin,
and a combination of both (Figure 2c). Lower cisplatin concentrations were used to evaluate
possible synergism between the treatments. We observed significant additive effects in
HepG2 and the AT/RT cell line CHLA-266. Similar trends were observed for BT-12 and
G-401, but the effect was not statistically significant.

In summary, we were able to demonstrate a dose-dependent reduction in the viability
of the rhabdoid tumor cell lines G-401, BT-12, and CHLA-266 after treatment with aprepitant
and highlight possible additive effects of combinatory treatment approaches combining
aprepitant with a conventional cytostatic drug.

3.4. Substance P Reverses Anti-Proliferative Effect of Aprepitant

In order to investigate the specificity of aprepitant, we tested whether treatment with
the NK1R-ligand substance P could abrogate the observed treatment effects. Thus, G-401,
BT-12, and CHLA-266 cells were exposed to a saturating concentration of substance P
(200 nM, 48 h). As aprepitant acts as a competitive inhibitor of NK1R [38], high dose
treatment with SP should prevent the binding of aprepitant to NKIR, diminishing the
treatment effect as previously described for other tumors, including hepatoblastoma [19].
Our experiments revealed that substance P does not cause any toxicity for the cells, as no
changes in cell viability were observed (Figure 2d). Importantly, aprepitant and substance
P co-exposure significantly inhibited the anti-proliferative effect of aprepitant in BT-12
(Figure 2d). A similar trend was observed for G-401 and CHLA-266, however the effect
was not statistically significant.
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Figure 2. Cell proliferation analysis of G-401, BT-12, CHLA-266, HepG2, FB Neonatal, and FB Adult
upon treatment with different compounds. (a) MTT assay measuring cell viability upon treatment
with aprepitant (10-100 uM) for 48 h. (b) MTT assay measuring cell viability upon treatment with
cisplatin (0.02-100 M) for 48 h. (c) Combination MTT assay measuring cell viability upon treatment
of aprepitant (aprepitant concentrations for G-401 and BT-12, 50 uM; CHLA-266, 40 uM; HepG2
15 uM), cisplatin (Cis, 20 uM) and aprepitant + cisplatin (Combi) for 48 h. (d) MTT assay measuring
cell viability upon treatment of aprepitant (G-401 and BT-12, 50 uM; CHLA-266, 40 uM; HepG2
15 uM) and stimulation with Substance P (SP, 200 nM) and combination of Apre and SP. Pooled
data of three independent experiments. Results are expressed as the mean + standard error of the
mean (SEM). All statistical comparisons were made with an ordinary one-way ANOVA or a Tukey’s
multiple comparison test, with a single pooled variance. p < 0.05 (*), p < 0.01 (**), p < 0.001 (***) and
p <0.0001 (****) for all comparisons.
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In conclusion, treatment with a supramaximal dosage of substance P reversed the
observed therapeutic effect of aprepitant, highlighting the specificity of NK1R-targeted
therapies and emphasizing the role of the NK1R/SP complex as a pro-tumorigenic signaling
pathway in rhabdoid malignancies.

3.5. Aprepitant Triggers Apoptosis Signaling in Rhabdoid Tumor Cell Lines

To investigate the mechanism of cell death induced by aprepitant in tumor cells, we
focused on important effector cascades that are known to take part in cell death induction.

First, we carried out Annexin V staining by using flow cytometry. We observed
reduction of viable cell populations upon exposure to aprepitant, comparable to previous
experiments. Moreover, we observed increasing fractions of early and late apoptotic cells
in rhabdoid tumor cells after 48 h exposure to aprepitant, suggesting apoptosis as the
mechanism of aprepitant-induced-cell death. (Figures 3a,b, S1 and S2). Treatment with
cisplatin was used as a positive control. Furthermore, a combination of both compounds
showed similar effect of increasing apoptotic cell populations.

To confirm these results, we used immunoblotting to analyze the expression of the key
pro-apoptotic effector protein poly (ADP-ribose) polymerase 1 (PARP-1). Whole cell lysates
from rhabdoid tumor cells were isolated after treatment with aprepitant, cisplatin, or the
combination of both. Interestingly, we observed strong expression of the cleaved products
of PARP-1 in rhabdoid cells upon aprepitant exposure, in line with the results obtained
from flow cytometric Annexin V staining (Figures 4a,b, S3 and S4).

Altogether, these findings show an upregulation of apoptotic signaling pathways
in rhabdoid cells when treated with aprepitant, emphasizing the potential efficacy of an
aprepitant treatment in RTs.
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Figure 3. (a) Determination of apoptotic cell populations of G-401, BT-12, CHLA-266, and HepG2
was performed by staining with annexin V and fixable viability dye (FVD) and assessed through
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fluorescence-activated cell sorting. Cells were treated with aprepitant (aprepitant concentrations
for G-401 and BT-12, 50 uM; CHLA-266, 40 uM; HepG2, 15 uM), cisplatin (Cis, 20 pM) and
aprepitant + cisplatin (Combi) for 48 h. DMSO was used as treatment control. Shown is one represen-
tative of three experiments. Numbers represent the percentages of the cell populations; black: viable;
blue: apoptotic. (b) Quantification of viable and apoptotic cell populations. Shown are results from
three independent experiments (1 = 3).
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Figure 4. (a) Western blot analysis of G-401, BT-12 and CHLA-266 upon treatment with aprepitant (G-
401 and BT-12, 50 uM; CHLA-266, 40 uM), cisplatin (CIS 20 uM) and aprepitant + cisplatin (COMBI)
(48 h). DMSO used as a treatment control. Blots are representative of # = 2. (b) Densitometry analysis
of Western blots. Relative protein expression levels were normalized to alpha tubulin expression.

4. Discussion

Rhabdoid tumors are rare but highly aggressive cancer types of early childhood [1].
Due to the lack of an effective conventional therapy regimen and the high toxicity of
chemotherapy, patients suffering from rhabdoid tumors have poor overall survival rates
(less than 50%) [11,12]. In order to improve treatment options and increase the chances of
survival, novel targeted therapies must be investigated.

To the best of our knowledge, the expression and the role of the NK1R/SP complex in
rhabdoid tumors has not been described so far. In this study, we present for the first time
the expression of TACR1 and TAC1 in rhabdoid tumors. It has been shown that the TACR1
expression pattern for hepatoblastoma does not correlate with clinical characteristics [39].
Similar to our recent study in hepatoblastoma, we here demonstrated for rhabdoid tumors
that the expressions of TACR1 and TAC1 do not seem to correlate to parameters such as
stage of disease, gender, and age of diagnosis. Hence, this conserved expression appears
to be independent of any biological or clinical characteristics and highlights the broad
applicability of NK1R-targeted therapies for treating pediatric rhabdoid tumors.

The NKI1R antagonist aprepitant has been in clinical use against chemotherapy induced
nausea and vomiting [40]. Furthermore, the antitumor effects of aprepitant have been
described in several cancer types, including osteosarcoma, hepatoblastoma, and lung
cancer [39,41,42]. It should be highlighted that the safety and the tolerability of aprepitant
has been demonstrated in clinical trials, with high dose treatment leading to mild side
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effects at most [24]. In this study, we investigated the cancer cell killing effects of aprepitant,
and demonstrated that rhabdoid tumor growth is inhibited by blocking the NKIR, in vitro.

We were able to demonstrate the anti-tumor activity of aprepitant in three different
rhabdoid tumor cell lines using at least two established procedures (e.g., MTT, FACS). To
model the heterogeneity of rhabdoid tumors, which arise at different sites in the body,
we used 2 AT/RT cell lines and 1 RTK cell line. All cell lines carry the characteristic loss-
of-function INI1 mutation, thus closely reflecting the developing pediatric malignancies.
Furthermore, in combination with a platin-derived cytostatic cisplatin, an additive effect
was observed.

It has been shown in breast cancer and hepatoblastoma that the anti-tumor effect
of aprepitant is induced by activation of apoptotic signaling pathways [19,43]. In order
to unravel the mechanism of cell death in rhabdoid tumors, we investigated apoptosis
by using both Annexin V staining and Western blot analysis. Similar to the previous
studies, our data reveal increasing portions of late and early apoptotic cell populations
upon aprepitant exposure. Using Western blot analysis, we could confirm the induction
of apoptotic signal on protein level. More precisely, we observed cleaved products of
PARP-1 in RT cells upon incubation with aprepitant. Altogether, these findings reveal that
aprepitant exposure induces cell death by upregulating apoptotic signaling pathways.

New treatment regimens of RTs, such as intense multimodal therapy, have shown
significant survival improvements [12]. However, due to considerable concerns over severe
cytotoxicity and late adverse effects, further intensification of cytostatic compounds is
not feasible. Therefore, novel therapeutic approaches are desperately needed. As such,
just recently, Theruvath et al. presented an approach utilizing B7-H3-targeted chimeric
antigen receptor (CAR) T cells for the treatment of AT/RTs [44], highlighting recent efforts
to generate targeted therapies for the treatment of rhabdoid tumors. Our data beg the
question of whether this novel target can potentially be included into more sophisticated
future therapies, such as CAR T cell design. We have recently started to bring such efforts
on the way, even though they are sophisticated, expensive and time consuming. Either
way, we believe that it is worthwhile to further investigate the role of targeting the NK1R
in the treatment of rhabdoid tumors.

Our approach presented here, on the other hand, is much more straightforward and
merely involves the application of a small molecule already approved by the FDA, although
for other indications. Also, itis important to note that in order to achieve antitumor effects to
be triggered via NK1R-antagonists, much higher doses are expected to be needed compared
to what is needed for the treatment of nausea and vomiting. It is generally understood that
the doses of aprepitant for an anticancer effect must likely be 10-fold higher, which then
would correspond to the uM doses used in the experiments presented here.

There exists some evidence that aprepitant will likely be tolerated in higher doses. For
example, there have been several large prospective randomized clinical trials investigating
the role of NK1R antagonists as antidepressants, with mixed results [45,46]. Importantly,
the safety and tolerability of the NK-1 receptor antagonist aprepitant was demonstrated in
a placebo-controlled trial in patients with moderate-to-severe major depression. At a dose
of 300 mg/day (several times higher than for antiemesis), aprepitant was well tolerated,
and no statistically significant difference in the frequency of adverse events was observed
as compared to placebo [45].

Further, we are currently using aprepitant as an off-label drug for some (desperate)
cases in children with hepatocellular carcinoma or hepatoblastoma, although to this point
not for rhabdoid tumors. We use doses five times higher than what is normally given
to children as an antiemetic, in general up to 10 mg/kg or higher. In our case, we did
not see general side effects that we could attribute to the NK1R-antagonist alone, with
one important exception. Children on whom we had performed a liver transplant (for
hepatoblastoma) and who are on immunosuppression show a strong interaction with
their tacrolimus levels, which in some cases immediately become sky high and can trigger
kidney disfunction. This reaction is likely due to inhibition of the cytochrome p450 system.
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Therefore, caution is warranted in children who are on tacrolimus and related medications
when giving aprepitant in high doses.

There are several limitations to our study. The patient cohort (1 = 43) of the ana-
lyzed database is rather small. Given that the age-standardized incidence for extracranial
rhabdoid tumors and for AT/RTs in children is 0.6 per 1 million and 0.07 per 100,000,
respectively, this small sample size reflects the rarity of the disease. Nevertheless, we
confirmed our findings using primary patient material obtained from children treated at
our hospital. Again, we could only obtain a few tissue samples, but we argue that the
number is sufficient to allow for further investigation of our hypothesis [47,48]. Also, we
did not correlate our findings in two liver tumor specimens with corresponding cell lines.
The reason is that, different from the two other organ systems presented, no viable cell line
exists for rhabdoid tumors of the liver. Furthermore, in our study, we do not investigate the
in vivo efficacy of the treatment. However, the efficacy of aprepitant treatment in cancer
cells has already been presented in experimental mouse models for other tumors [19,42].

5. Conclusions

For the first time, we present the expression of TACR1 and TACI in rhabdoid tumors,
the potent inhibitory effect of the NK1R antagonist aprepitant in this tumor entity and the
analysis of apoptotic pathways of rhabdoid tumor cells upon treatment with aprepitant.
Our results strongly suggest further studies of the NK1R/SP complex and its antagonist in
rhabdoid tumors to implement this novel therapeutic approach in its treatment.

Supplementary Materials: The following are available online at https://www.mdpi.com/article/
10.3390/ curroncol29010008/s1. Figure S1: Determination of apoptotic cell populations of G-401,
BT-12, CHLA-266 and HepG2 (second representative); Figure S2: Determination of apoptotic cell
populations of G-401, BT-12, CHLA-266 and HepG2 (third representative); Figure S3: Western blot
analysis of G-401, BT-12 and CHLA-266 upon treatment with aprepitant and densitometry analysis of
Western blots (first representative); Figure S4: Western blot analysis of G-401, BT-12 and CHLA-266
upon treatment with aprepitant and densitometry analysis of western blots (second representative).
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Simple Summary: Pancreatic ductal adenocarcinoma is the most common form of pancreatic cancer.
It is known for low life expectancies after diagnosis and very limited treatment options. The
identification of new therapeutic molecular targets is urgent as it might allow faster development of
new treatment strategies. Targeting the neurokinin-1 receptor with small molecules has previously
shown anti-tumoral effects in a large variety of cancers. Here, we found specific types of pancreatic
cells to express the neurokinin-1 receptor while at the same time showing positive treatment response
represented by cell growth reduction in number and size when treated with aprepitant. Our results
suggest the neurokinin-1 receptor as a promising targetable structure and therefore interesting in the
concept of personalized medicine.

Abstract: The SP/NKI1R-complex plays an important role in tumor proliferation. Targeting of the
neurokinin-1 receptor in previous studies with its antagonist aprepitant (AP) resulted in anti-tumoral
effects in colorectal cancer and hepatoblastoma. However, there is still a lack of knowledge regarding
its effects on pancreatic cancer. Therefore, we treated human pancreatic ductal adenocarcinoma
(PDAC) cell lines (Capan-1, DanG, HuP-T3, Panc-1, and MIA PaCa-2) and their cancer stem cell-like
cells (CSCs) with AP and analyzed functional effects by MTT-, colony, and sphere formation assays,
respectively; moreover, we monitored downstream mechanisms by flow cytometry. NK1R inhibition
resulted in dose-dependent growth reduction in both CSCs and non-CSCs without induction of
apoptosis in most PDAC cell lines. More importantly, we identified striking AP dependent cell
cycle arrest in all parental cells. Furthermore, gene expression and the importance of key genes in
PDAC tumorigenesis were analyzed combining RT-qPCR in eight PDAC cell lines with publicly
available datasets (TCGA, GEO, CCLE). Surprisingly, we found a better overall survival in patients
with high NK1R levels, while at the same time, NK1R was significantly decreased in PDAC tissue
compared to normal tissue. Interestingly, there is currently no differentiation between the isoforms
of NKIR (truncated and full; NK1R-tr and -fl) in any of the indicated public transcriptomic records,
although many publications already emphasize on important regulatory differences between the two
isoforms of NK1R in many cancer entities. In conclusion, analysis of splice variants might potentially
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lead to a stratification of PDAC patients for NK1R-directed therapies. Furthermore, we presume
PDAC patients with high expressions of NK1R-tr might benefit from treatment with AP to improve
chemoresistance. Therefore, analysis of splice variants might potentially lead to a stratification of
PDAC patients for NK1R-directed therapies.

Keywords: pancreatic ductal adenocarcinoma; PDAC; neurokinin-1 receptor; NK1R; TACR1; sub-
stance P; aprepitant; SP/NKI1R-complex

1. Introduction

Pancreatic ductal adenocarcinoma (PDAC) is known for its frequent late diagnosis
at advanced stages of cancer progression. With a 5-year survival rate of less than 10%, it
is the most aggressive form of pancreatic cancer [1,2]. The incidences are expected to rise
about 3% per year, causing scientists to expect PDAC to be the second leading cause of
cancer-related death by 2030 [3,4].

The pancreas is characterized by highly complex interactions between the nervous sys-
tem and disease [5]. With PDAC being innervated by both sympathetic, parasympathetic,
and sensory nerves, its hallmarks comprise increased neural density as well as neural
hypertrophy [6-8]. Currently, the recruitment of nerves is an emerging hallmark of cancer,
and multiple pharmacological approaches are investigated to influence their signaling
in the tumor microenvironment serving as a promising novel therapeutic strategy in the
treatment of cancer [9].

The targeted inhibition of the substance P/neurokinin 1 receptor (SP/NKI1R) system
with its critical role in neuroinflammation has been considered as a promising drug target
within the scope of personalized medicine [10,11]. SP, released by primary sensory nerve
fibers, is a member of the tachykinin family [11,12]. These intensively studied and struc-
turally related neuropeptides are known for being expressed throughout the nervous and
immune system and are involved in a myriad of biological and physiological processes,
including inflammation and proliferation [10,12,13]. Furthermore, they contribute to mul-
tiple pathological conditions, including acute and chronic inflammation, infection, and
cancer, among others [12].

SP is encoded by TACI and binds to three tachykinin receptors of which NK1R
shows the highest binding affinity [10]. NKIR, also referred to as tachykinin receptor
1 (TACR1), is a G-protein coupled (GCPR), seven-transmembrane domain receptor [14].
The human receptor exists in two distinct isoforms, evoking diverse functionalities and
differential expression across the body. As such, the full-length version consists of 407
aa (NK1R-fl) and is to be found at certain sites in the human brain [15]. SP mediated
activation of NK1R-fl results in the assembly of a scaffolding complex incorporating (3-
arrestin, ERK1/2, and p38MAPK among others promoting proliferative and anti-apoptotic
effects [16]. In contrast, the truncated isoform (311 aa; NK1R-tr) lacks at the C-terminus
(exon 5), and is predominantly expressed in the central nervous system, as well as in
peripheral tissues [15,17]. Receptor truncation leads to a decrease of SP binding affinity
by at least 10-fold and inhibits 3-arrestin-involved complex formation through failure of
NKIR endocytosis [18].

The NK1R antagonist aprepitant (AP) has been approved by the FDA for the treatment
of chemotherapy-induced nausea and vomiting in low dosage. Latest publications suggest
higher dosages of AP to act as anti-tumoral agent through the inhibition of proliferation and
induction of apoptosis in a variety of malignant cells [19,20]. We have previously shown
that targeting of the SP/NKIR signaling cascade with AP successfully inhibits canonical
Wnt signaling, while at the same time causing significant growth reduction in human colon
cancer and hepatoblastoma cells [21,22]. However, the mechanisms of AP treatment in
pancreatic tumorigenesis are poorly explored. Therefore, we aimed to investigate the effects
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of treatment with AP and SP on cancer stem-like cells (CSCs) and multiple heterogenic
pancreatic cancer cell lines regarding cell proliferation and intracellular mechanisms.

2. Materials and Methods
2.1. Cell Culture

We used the following pancreatic cancer cell lines: BxPC-3, Capan-1, DanG, HuP-T3,
Panc-1, MIA PaCa-2, PSN-1, and AsPC-1. All cell lines were cultured in the appropriate
media according to the ATCC recommendations (Gibco® RPMI 1640 for BxPC-3, Capan-1,
DanG, PSN-1, and AsPC-1 or Gibco® Dulbecco’s Modified Eagle’s Medium (DMEM) for
the remaining), supplemented with 10% fetal bovine serum (FBS; Corning, Wiesbaden,
Germany), and 1% streptomycin/penicillin (PAN-Biotech, Aidenbach, Germany) at 37 °C
in a humidified incubator with 5% CO,. For all experiments, cell lines were used up to
passage number 20. Cell culture medium for pancreatic stellate cells (PSCs) consisted of
Gibco® DMEM/F-12, 1% amphotericin B (PAN-Biotech, Aidenbach, Germany), 10% FBS,
and 1% streptomycin/penicillin. Detection of mycoplasma was conducted regularly using
conventional PCR technique. All cells tested negative for mycoplasma contamination. All
cells were authenticated commercially by IDEX BioResearch (Ludwigsburg, Germany).

2.2. Preparation of PSC Conditioned Media

PSC conditioned media (CM) were obtained by culturing primary PSCs for 24 h at
approximately 70% confluency. CM were collected and filtered before through a 0.4 uM
filter. PDAC cell lines were cultured in a 1:1 ratio of appropriate cell line media and CM for
the indicated time.

2.3. Drugs

Aprepitant (Tocris Bioscience, Bristol, UK) (NKIR antagonist) was dissolved at 50 mM
in DMSO. Substance P (Tocris Bioscience, Bristol, UK) (NK1R agonist) was dissolved at
1 mM in distilled water. Drugs were stored at —20 °C.

2.4. Viability Assay

Cell viability was assessed using a 3-(4,5-Dimethylthiazol-2-yl)-2,5-Diphenyltertazolium
Bromide (MTT) (Invitrogen, Carlsbad, CA, USA) assay, and 15,000 cells were seeded into 96-
well plates (NUNC, Langenselbold, Germany). After 24 h, cells were treated with increasing
doses of AP (5-50 uM) for 24 h. To assess cell viability, 50 uL of MTT lysis solution with
a final concentration of 0.5 mg/mL in 1X PBS (AppliChem, Darmstadt, Germany) was
first added to each well followed by 30 min incubation at 37 °C. The MTT solution was
discarded and 50 puL of DMSO (Sigma-Aldrich, Taufkirchen, Germany) was added to each
well. For the readout, a multi-scanner micro-plate reader (VersaMax Microplate Reader,
Molecular Diagnostics, CA, USA) was used to measure the absorbance at 570 nm with a
background absorbance of 670 nm.

2.5. Sphere and Colony Formation Culture

Sphere culture and assays were performed as previously described [23]. Briefly, sphere
formation medium was prepared with Advanced DMEM/F-12, 1% penicillin/streptomycin,
and 1% methylcellulose (Sigma-Aldrich, Taufkirchen, Germany), further supplemented
by 10 ng/mL human recombinant BFGF, 20 ng/mL human recombinant EGF, and 1x B27
serum-free supplement (supplies obtained from Invitrogen, Carlsbad, CA, USA). PDAC
cells were trypsinized and washed twice with DPBS. An amount of 500 cells were seeded
into 96-well ultra-low attachment plates (Corning, Wiesbaden, Germany) in 100 pL sphere
formation medium. Before counting, spheres were cultivated for 10-14 days in media con-
taining additives as mentioned in the text (20 uM AP, 100 ng/mL SP or DMSO). Medium
was replenished twice per week.

For colony formation, 500 c/w cells were seeded onto 6-well plates. After incubation
for 24 h, treatments with different concentrations of aprepitant and SP (1 uM, 10 uM, 20 uM,
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40 uM plus combinations with 20 nM of SP) were started. Colonies were counted after
12 days by staining with crystal violet (CV) (0.1% CV in 20% Methanol) for 20 min, dried
overnight and measured at 570/670 nm with Versa Max microplate reader (Molecular
Diagnostics, CA, USA).

2.6. RNA Isolation and RT-gPCR

Isolation of RNA was performed using RNeasy Mini Kit (Qiagen, Hilden, Germany).
This was followed by cDNA synthesis, realized through QuantiTect Reverse Transcription
Kit (Qiagen, Hilden, Germany) using 1 ug of the respective isolated RNA. Thermal cycling
during cDNA synthesis was realized by Eppendorf Mastercycler gradient.

PCR reaction was set up employing QuantiNova SYBR Green PCR Kit (Qiagen,
Hilden, Germany). qPCR thermal cycling was done through StepOne Real-Time PCR
System (Applied Biosystems, Carlsbad, CA, USA) and consisted of 40 cycles with de-
naturation at 95 °C for 5 s, annealing at 60 °C for 10 s, and elongation at 60 °C for
60 s. All experimental conditions were assessed in triplicates. The primers were used
as follows: TACR1-tr forward, 5-CAGGGGCCACAAGACCATCTA-3'; TACRI1-tr reverse,
5'-ATAAGTTAGCTGCAGTCCCCAC-3'; TACR1I forward, 5-AACCCCATCATCTACT
GCTGC-3'; TACRI reverse, 5'-ATTTCCAGCCCCTCATAGTCG-3'; TAC1 forward, 5'-
TCGTGGCCTTGGCAGTCTTT-3'; TACI reverse, 5'-CTGGTCGCTGTCGTACCAGT-3,
GAPDH forward, 5'-GTCTCCTCTGACTTCAACAGC-3'; GAPDH reverse, 5'-ACCACCCT
GTTGCTGTAGCCAA-3'. ZEB1 forward, 5-TTCACAGTGGAGAGAAGCCA-3'; ZEBI re-
verse, 5'-GCCTGGTGATGCTGAAAGAG-3'; CDHI forward, 5'-GAACGCATTGCCACAT
ACAC-3'; CDHI reverse, 5'-ATTCGGGCTTGTTGTCATTC-3'. All kits were used according
to the manufacturer’s instructions. Primer functionality was confirmed in the hepatoblas-
toma cell line Hep G2 for TACRI-tr, TACRI-fl, and TAC1. Hep G2 cDNA was obtained
from Kolorz et al., 2021 [24].

2.7. Apoptosis Detection Assay

Cells were seeded at 500,000 cells per well in a 6-well plate and incubated for 24 h
at 37 °C, 5% CO;. The treatments, aprepitant (Tocris Bioscience, Bristol, UK) and sub-
stance P (Tocris Bioscience, Bristol, UK), were applied to the wells at their respective
concentrations and incubated for 24 h at 37 °C, 5% CO,. Post treatment, the cells were
observed for morphological changes under the microscope. The supernatants from each
well were individually collected into 5 mL round bottom polystyrene test tubes (Falcon,
Corning, Wiesbaden, Germany). The cells were carefully washed with 1 mL of DPBS
(PAN-Biotech, Aidenbach, Germany) per well. The cells were then detached using 300 uL
of accutase (Sigma-Aldrich, Taufkirchen, Germany) and incubated for 3 min at 37 °C,
5% CO,. Accutase was inactivated by adding 1.5 mL of medium with 10% FBS (Falcon,
Corning, Wiesbaden, Germany). The cells were carefully collected into their respective
FACS tubes and centrifuged (Hettich, Rotina 380R) at 500 rpm for 5 min. The pellet was
resuspended in 1 mL of DPBS and the centrifugation step was repeated. The cell pellet
was stained for 15 min at 37 °C, 5% CO, with 100 uL of working solution (96 uL DPBS
+ 3 uL Annexin V + 1 uL propidium iodide (FITC Annexin V Apoptosis Detection Kit
I, BD Biosciences, Heidelberg, Germany)). The staining was stopped by washing cells
with 900 puL 1x ABB. The cells were measured using flow cytometry (LSRFortessa, BD
Biosciences, Heidelberg, Germany). Further analysis was performed using FlowJo software
(BD Biosciences, version 10).

2.8. Caspase Detection Assay

Cells were seeded at 500,000 cells per well in a 6-well plate and incubated for 24 h at
37 °C, 5% CO,. The treatments, aprepitant (Tocris Bioscience, Bristol, UK) and substance
P (Tocris Bioscience, Bristol, UK), were applied as indicated. Post treatment, the cells
were observed for morphological changes under the microscope. The supernatants from
each well were individually collected into 5 mL round-bottom polystyrene test tubes
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(Falcon, Corning, Wiesbaden, Germany). The cells were carefully washed with 1 mL of
DPBS (PAN-Biotech, Aidenbach, Germany) per well. The cells were then detached using
500 uL of trypsin (PAN-Biotech, Aidenbach, Germany) and incubated for 3 min at 37 °C,
5% CO,. The trypsinization was stopped by adding 1.5 mL of medium with 10% FBS.
The cells were carefully collected into 5 mL round-bottom polystyrene test tubes (Falcon,
Corning, Wiesbaden, Germany) and centrifuged at 500 rpm for 5 min. The cell pellet was
re-suspended in 1 mL of DPBS and the centrifugation step was repeated. The cell pellet
was stained for 30 min at 37 °C, 5% CO, with 100 uL of working solution (99 uL DPBS +
5% FBS + 1 uL FITC-VAD-FMK (Apostat intracellular caspase detection, R&D Systems,
Minneapolis, MN, USA). The staining was stopped by washing cells with 1 mL DPBS and
centrifugation. The cell pellet was re-suspended in 1 mL DPBS and analyzed using flow
cytometry. Further analysis was performed using Flowjo software (version 10) by BD.

2.9. Cell Cycle Detection

Cells were seeded at 500,000 cells per well in a 6-well plate and incubated for 24 h
at 37 °C, 5% CO,. The treatments, aprepitant and substance P, were applied to the wells
at their respective concentrations and incubated for 24 h. The supernatants from each
well were individually collected into 5 mL round-bottom polystyrene test tubes. The cells
were carefully washed with 1 mL of DPBS per well. The cells were then detached using
500 uL of trypsin and incubated for 3 min at 37 °C, 5% CO,. The trypsin was inactivated
by adding 1.5 mL of medium with 10% FBS. The cells were carefully collected into their
respective FACS tubes and centrifuged at 500 rpm for 5 min. The pellet was resuspended in
1 mL of DPBS and the centrifugation step was repeated. The cells were fixed by dropwise
addition of 70% ice cold ethanol. The cells were incubated overnight at 4 °C to aid fixation.
The cells were then centrifuged to remove the traces of ethanol and washed repeatedly
with 1 ml DPBS. The cell pellets were stained with 1 mL 4’,6-Diamidin-2-phenylindol,
Dihydrochlorid (DAPI) working solution (1 ug/mL DAPI (Invitrogen, Carlsbad, CA, USA)
+ 1% Triton X (Merck, Darmstadt, Germany) in DPBS) for 15 min in the dark. The cells were
analyzed using flow cytometry. Further analysis was performed using Flow]o software
(version 10) by BD Biosciences (San Jose, CA, USA).

2.10. ELISA

Conditioned media from the cell lines, MIA Paca-2, Panc-1, DanG, and HuP-T3, were
collected after 24 h of culture to evaluate them for residual substance P concentration. The
study was also extended to include sera from cancer patients and from control groups.
This was approved by the ethics committee of the Ludwig-Maximilian-University (LMU)
Munich, Germany (approval number 19-233). The supernatants were centrifuged at 4 °C,
16,000 g for 10 min. An amount of 100 uL of the test samples were applied to a pre-
coated plate and the further steps were performed as recommended by the manufacturer
(Substance P ELISA Kit, My BioSource, San Diego, CA, USA). The absorbance was detected
at 450 nm using a spectrophotometer (VersaMax, Molecular Diagnostics, CA, USA). The
minimum detectable concentration of SP was 0.175 ng/mL.

2.11. Statistical Analysis

Results are expressed as the mean =+ standard error of the mean (SEM). All statistical
comparisons were performed via one way ANOVA or unpaired parametric t-test comparing
two groups using the biostatistics software GraphPad Prism (version 9.0.0, 86, San Diego,
CA, USA). p-values shown as *, p < 0.05; **, p < 0.01; ** p < 0.001; ***, p < 0.0001.

3. Results

3.1. Transcriptome Data Analysis Reveals Diverging Expression of TACR1 and TAC1 in PDAC
and Normal Pancreatic Tissue

To obtain an overview regarding the importance of the SP/NKI1R-complex in PDAC,
we first conducted expression analysis of complex-related genes via RT-qPCR. The assay

36



Cancers 2021, 13,2703

60f19

a)

0.006
0.005
0.004

0.003
0.0004

0.0003
0.0002
0.0001
0.0000

0.006
0.004
0.002
0.000

PSCs
BxPC-3
Capan-1

PSCs
BxPC-3
Capan-1

DanG
HuP-T3

DanG
HuP-T3

ZEB1

was performed on eight PDAC cell lines as indicated in Figure 1a, targeting both NK1R
isoforms (TACR1-tr and -fl) separately, as well as TACI. Additionally, we used the same
for expression analysis on primary stellate cells. While no expression of TACR1-fl was
detected consistently throughout all RT-qPCR experiments, we observed fluctuations in
TACRI1-tr expression between the pancreatic cancer cells. No expression could be detected
in Capan-1 and HuP-T3, however, we observed TACRI-tr in the remaining six PDAC cell
lines and, with low levels, in PSCs. In comparison to the positive control (hepatoblastoma
cell line Hep G2) [20], we found significantly lower TACR1-tr levels in all tested PDAC cells
(p-value < 0.0001). Although differences in TACI expression were not within a significant
range, it is noteworthy that Panc-1, MIA PaCa-2, Hep G2, and PSCs were positive for the
presence of the SP encoding gene, whereas all other PDAC cell lines were categorized as
non-detects (Figure 1a).
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Figure 1. Expression of the SP/NKIR complex varies in established cell lines and PDAC patient serum. (a) Transcript
abundance analyzed through RT-qPCR illustrated in ACt with standard deviation (SD) in the indicated cell lines. (b) ELISA
for quantitative analysis of Substance P levels in PDAC cell lines and (c) serum of control (1 = 7) vs. PDAC patients (1 = 7).

In contrast to the RT-qPCR results, quantification of SP employing Enzyme-Linked
Immunosorbent Assay (ELISA) in cell lines did show SP presence in all tested cell lines,
with highest levels also in MIA PaCa-2 (Figure 1b). We performed the same assay on
human serum for comparison of SP levels between control and PDAC patients. Here, we
found a lower SP blood serum level in PDAC patients in comparison to a control group,
although not with a significant level (Figure 1c).

Next, we collected publicly available bioinformatical data sets for further validation
of SP/NKIR complex related gene expressions. The comparison of the PDAC data sets
obtained from Gene Expression Omnibus (GEO), the Cancer Genome Atlas (TCGA), and
Cancer Cell Line Encyclopedia (CCLE) allowed identification of a significant downregula-
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tion of TACR1 in tumor vs. normal cells (Figure 2a). However, these public records did not
allow for the differentiation between the two receptor splice variants.
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Figure 2. Transcriptome-based data analysis. (a) Boxplots demonstrating significantly lower mRNA expression levels of
TACR1 in PDAC compared to normal tissue (NP) in the indicated transcriptomic data series. p-values were calculated using
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unpaired t-test. (b) TACRI-total and TACI gene expression in different pancreatic cancer stages obtained from the indicated
GEO data set. (c) Prognostic significance of TACRI-tr (top and bottom 25% gene expression) in PDAC, assessed by
OncoLnc. (d) Inverse correlation between the EMT marker ZEB1 and TACRI in the indicated transcriptomic data set. The
p-value is based on Pearson’s Correlation. (e) Correlation between ZEB1 and TACI in the indicated transcriptomic data set.
(f) Visualization of CCLE gene expression across PDAC cell lines. The SP/NKIR coding genes are highlighted in red, as
well as the cell lines used for further analysis. Hierarchical clustering based on one minus Pearson’s Correlation.

Interestingly, GEO data indicates differential gene expression with tumor progression.
Precisely, GSE micro array data shows tendencies towards a decreasing expression of total
TACR1 with tumor stage progression, while TAC1 tends to increase with higher stages
(Figure 2b). In addition, in survival analysis, higher expressions of TACRI correlated
significantly with higher overall survival for PDAC patients (Figure 2¢, via OncoLnc.org).

3.2. Epithelial to Mesenchymal Transition State Correlates with Expression of TACR1 and TAC1

Epithelial-mesenchymal plasticity (EMP) describes the disruption of tissue homeosta-
sis, which further contributes to cellular transformation and heterogeneity, particularly in
PDAC [25]. Recent biological experimental data, as well as transcriptomic bioinformat-
ical analysis, support the strong association between high expression of mesenchymal
markers, such as the zinc finger E-box binding homeobox 1 (ZEB1), and worse prognosis
in patients [26]. Interestingly, inverse correlation of gene expression of TACRI-total and
ZEB1 demonstrates a significant relationship between high expression of ZEB1 and low
expression of TACR1-total (Figure 2d). However, we found a positive correlation between
ZEB1 and TAC1 expression (Figure 2e). Gene clustering revealed TACR1 and TAC1 to form
two distinct clusters, each with a group of different EMT markers. Hereby, TACRI clustered
with genes associated with epithelial characteristics (e.g., SI00A7A, SNAI2, KRT19, CDHI),
while TACI clustered closely to mesenchymal markers (e.g., ZEB1, CDH2, VIM, ZEB2)
corroborating before mentioned data. Representing the heterogenic nature of PDAC for our
further investigations, we used PDAC cell lines (Capan-1, DanG, HuP-T3, Panc-1, and MIA
PaCa-2) that differ in their classification regarding epithelial-to-mesenchymal-transition
(EMT) state as well as based on their TACR1 and TAC1 gene expression according to the
CCLE data base (Figures 1a and 2f, and Table 1). To provide an overview on those cell
line characteristics relevant to this study, Table 1 shows the EMT state of eight cell lines as
well as a simplified classification model of gene expression based on CCLE data (see also
Figure 2f).

Table 1. PDAC cell line characteristics and CCLE gene expressions.

PDAC Cell Line EMT State TAC1 TACR1
BxPC-3 epithelial + +
Capan-1 epithelial + +
DanG epithelial - — - —
HuP-T3 epithelial/mesenchymal - — ++
Panc-1 epithelial/mesenchymal ++ ++
MIA PaCa-2 mesenchymal + -
PSN-1 mesenchymal +
AsPC-1 mesenchymal + +
— — = very low expression; — = low expression; + = high expression; + + = very high expression.

To validate EMT state and expression levels of EMT markers, we employed primers
for ZEB1 and epithelial cadherin-1 (CDH1), additionally to the aforementioned primer
sets in all RT-qPCR runs. We found the expression of EMT markers in our data to match
the indicated classifications in previous literature [27]. In more detail, CDHI expression
in DanG was significantly higher in comparison to the other PDAC cell lines with no
expression in MIA PaCa-2 and PSN-1. ZEB1 was detected in BxPC-3, AsPC-1, PSN-1,
DanG, HuP-T3, Panc-1, Hep G2 (sorted in ascending order), and, with the significantly
highest expression, in MIA PaCa-2 (Figure 1a).
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3.3. Aprepitant Significantly Reduces Growth in PDAC Cell Lines and Cancer Stem
Cell-Like Cells

To investigate the effects of NK1R-targeted therapy on the growth of PDAC cells,
we tested treatment with the NKIR antagonist AP followed by the determination of 50%
inhibitory concentration by MTT cell viability assay. The IC50 value for Hep G2, obtained
by Kolorz et al., 2021 [24], functioned as positive control [20]. Exposure to AP resulted in
dose-dependent growth inhibition of PDAC cells over a time period of 24 h. The lowest
sensitivity to AP was detected in PSCs (32 uM), followed by Panc-1 (30 uM), Capan-1
(30 uM), HuP-T3 (29 uM), DanG (26 uM), and MIA PaCa-2 (19 uM) (Figure 3a). Similar
IC50 values have been previously detected [28].

PSC-conditioned media is known to fuel pancreatic cancer cell metabolism and stimu-
late tumor cell proliferation and colony formation [29]. To exclude potential discrepancies
through potential SP secretions of the immediate PDAC microenvironment represented
by PSCs, we determined IC50 values (MTT) for both normal and PSC conditioned media
for all cell lines. Interestingly, we observed higher susceptibility to AP treatment in cells
cultured in PSC-conditioned media (Figure 3b). A significant difference between the two
growth conditions was not ascertainable (unpaired f-test).

An in vitro surrogate functional marker and technique to identify cell lines enriched of
cells with stem-like characteristics is the establishment of colonies and spheroids [23,30,31].
Treatment of colonies and spheres resulted in exceptional dose-dependent treatment
response to AP after 14 days of culture. In the presence of SP, effects were partially
smoothened, especially in co-treatments with higher concentrations of AP, particularly
in MIA PaCa-2. In addition, MIA PaCa-2 robustly showed the highest sensitivity to AP
treatment. Remarkably, we found a profound and significant inability of colony and
spheroid formation at a concentration of 40 uM consistently in all cell lines (p < 0.0001).
Addition of SP seemed to profit Panc-1 as the only cell line under CFA growth conditions
(p = 0.0005), whereas effects of AP seemed to be alleviated by additions of SP in SFAs with
MIA PaCa-2. There was no significant difference between control and SP-only treatment in
SFA (Figure 3c).

In addition to changes in the number of colonies and spheroids, we also observed
morphological differences after the treatments. Figure 3d illustrates spheroids obtained
from DanG, MIA PaCa-2, and Panc-1. Distinct phenotypic features, including size, shape,
and texture were monitored. Specifically, manipulation of the SP/NKIR system led to
a loss of tightly packed shape in all cases, with blebbing at the surface of the spheres
indicative of apoptosis initiation after antagonistic treatment (Figure 3d, right panels).

In summary, we observed a dose-dependent decrease in PDAC cell viability reflected
by reductions in the size of spheres and numbers of cells as well as changes in cell mor-
phology after exposure to the NK1R antagonist AP.
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Figure 3. Aprepitant treatment response in PDAC cells, spheres, and colonies. (a) IC50 for all tested
PDAC cell types as indicated. (b) AP dose-dependent survival curves for the indicated PDAC cells in
normal (left) or PSC-conditioned media (right). (c) Bar charts illustrating number of colonies (upper
panel) or spheroids (lower panel) under different treatment conditions as specified on the x-axis.
(d) Images of SFA under treatment conditions showing morphological changes in the cell lines DanG
(upper panel), MIA PaCa-2 (middle panel), and Panc-1 (lower panel).
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3.4. Aprepitant Affects Cell Cycle Progression in PDAC Cells

We performed FITC Annexin V/PI staining to measure treatment-induced apoptosis
rates (Figure 4a) as well as pan caspase labeling for determination of caspase activity
via flow cytometry (Figure 4b). For apoptosis detection, our experiments revealed no
differences between the treatment regimens in all cell lines. Moreover, caspase detection
solely indicated a slight left shift in MIA PaCa-2, suggesting low pan caspase contribution
with respect to apoptosis (Figure 4b). On the basis of these results, we performed DAPI
staining for flow cytometry analysis to explore cell cycle progression in treated vs. untreated
PDAC cell lines. The collected data showed drastic AP-induced changes of events in the
phases G1 and S in the three cell lines DanG, Panc-1, and MIA PaCa-2 comparing AP-
treated cells to controls. However, Capan-1 and HuP-T3, which had no expression of
TACRI-tr and -fl, showed no reaction regarding AP-induced cell cycle arrest. We observed
no effect of SP in terms of cell cycle modulation in all cells. For more detailed information,
we added the histograms illustrating changes in cell cycle progression after AP treatment
into the appendix. Taken together, blockage of NK1R in TACRI-tr expressing PDAC cells
lead to prominent cell cycle arrest with an emphasis on G1 and S phase (Figure 5).
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Figure 4. Apoptosis detection and caspase detection analysis. (a) FITC Annexin V/PI flow cytometry for detection of
AP-mediated apoptosis in untreated and SP-treated cells. Drugs were applied in the following concentrations: AP 25 uM
and SP 20 nM. Statistical analysis revealed no significant differences between treatments regarding Annexin V-positive cells.
(b) FITC-VAD-FMK accumulation in the indicated cell lines measured via flow cytometry. Slight left shift after AP-treatment
indicates small, but not significant changes in intracellular caspase activation. Bar charts and univariate histogram sorted
left to right from epithelial to mesenchymal transition state.
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Figure 5. Evaluation of cell cycle progression in PDAC cells. Flow cytometry univariate histogram of DAPI staining
in control vs. AP-treated cells showing number of events for cell cycle phases. Left panels: NK1R-tr negative cell lines

demonstrate no difference in treatment. Right panels: a clear shift in cell cycle progression could be observed in NKIR-tr
positive cell lines. The histogram of cell cycle distribution was generated from 10,000 events per sample. Appendix A
provide more detailed information regarding the AP-induced shifts in cell cycle progression. Drugs were applied in the
concentrations 25 uM of AP and 20 nM of SP.

4. Discussion

The SP/NKI1R complex, especially the involvement of NK1R-tr, is known to play a
pivotal role in different solid cancer entities, such as the childhood cancers hepatoblastoma
(HB) and neuroblastoma as well as colon and breast cancer. Our latest publications firstly
demonstrated the robust efficacy of the NK1R antagonist AP concerning the inhibition of
pediatric liver cancer in vitro and in vivo [20]. Secondly, we demonstrated AP-induced
modulation of AKT and Wnt pathways for the same cancer type [22]. Similarly, we reported
the Wnt/ 3-catenin signaling activity to be significantly inhibited in colorectal cancer cells,
thus decreasing cancer stemness [21]. To expand on these findings, in this study, we
investigated the role of the SP/NKI1R complex in the tumorigenesis of PDAC with a focus
on the potential anti-tumoral effects of the NK1R antagonist AP.

A number of studies has already investigated splice variant subordinate differences
between normal and malignant tissues, proving the homogenic and tissue specific presence
of either one of the two isoforms [14,20,32]. Whereas the full transcript was commonly
identified in areas of the central and peripheral nervous system, the truncated form is
expressed in several tissues and cells [33]. We hypothesized PDAC cells to predominantly
express NKIR-tr over the full-length version, which was confirmed through RT-qPCR
analysis, while also providing proof for the absence of NK1R-fl in all tested PDAC cells.

In contrast to our results suggesting no expression of TACR1 in some cell lines, such as
Capan-1, other publications have reported contradictory results in Capan-1 via RT-qPCR
and Western blot [34,35]. Depending on the method employed, RT-qPCR performance
can yield different results and thus show discrepancies between the measures of standard
error [36]. Additionally, Friess et al. (2003) [35] employed a primer set binding to the
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first exon of the gene, thus detecting both variants at the same time. In contrast, our
primers were designed to specifically distinguish between the NKIR isoforms [TACR1-
f1,20], thus, a decrease in expression might be expected compared to mRNA of total NK1R
(full and truncated combined). However, the absence of the gene on a transcriptional
level might also be explained through features associated with the truncated isoform of
NKIR. In contrast to NK1R-fl, following endocytosis, the carboxy-terminally truncated,
and thus internalization-defective, NK1R-tr fails 3-arrestin-mediated dephosphorylation.
This can cause unsuccessful desensitization of NKIR-tr to SP [11,16]. The prolonged
exposure of NKIR to substance P has been shown to lead to the decrease of NK1R on
a transcriptional level with concurrent increase of regulatory microRNAs (miRNA) [37].
As such, the presence of the protein might also explain the strong AP-induced effects
we observed in our experiments despite the here-observed low or absent transcriptional
expression. Furthermore, variations between transcriptional and protein levels are a
phenomenon frequently observed [38,39]. For further investigation and determination
of gene expression, we suggest Western blot analysis for the specific protein of interest.
However, with respect to this method, it seems to be difficult to distinguish between the
two isoforms so far.

Varying expression of TACR1-tr and TACI release is in line with the TCGA data, where
we found trends related to tumor stages. Such intermittent transcriptomic expression could
be required for tumor stage development; however, definite assertions require further
investigation. Another explanation that needs to be considered, is the downregulation
of TACR1 due to genomic alterations with progressing EMT [27]. As such, cells might
try to counterbalance the loss of function of NK1R by upregulating its activator SP on a
transcriptomic level. In a first step to understand circulating SP serum levels in patients,
we screened SP levels in PDAC patients in comparison to patients without an underlying
malignancy and found a slight tendency towards a decrease of SP serum levels in the former.
However, to increase the predictive significance of this data, a higher number of samples
would be required to determine differences in SP serum levels. Our data let us assume that
local transcriptomic data of TAC1 and circulating protein release measurements in serum
do not necessarily correlate and might therefore not be helpful for monitoring of PDAC.
Therapeutic stratification or monitoring of therapeutic success with NK1R inhibition will
have to be investigated in future trials.

Data mining in publicly available datasets, such as TCGA, GEO, and CCLE, with addi-
tional consideration of OncoLnc survival data, allowed for linkage of differential expression
of TACRI and TAC1 to tumor progression and EMT state of cancer cells. EMT is an act of
tumor progression, in which epithelial cells lose their cell polarity and cell-cell adhesion in
order to gain migratory and invasive properties to become more mesenchymal [25,40,41].
Significant decline of TACR1 in PDAC tumor tissues in the course of tumor progression is
in line with survival curves demonstrating lower expression of TACR1 to correlate with
poorer survival. On top of that, low expression of TACR1 in PDAC (expression compared
to other tissues) significantly relates to high expression of ZEB1 (Figure 2d). ZEB1 over-
expression is known to facilitate tumor progression, invasion, and metastasis [40]. In
summary, exponential decline of TACR1 seems to correlate with exponential increase of
ZEBI expression. Clustering of gene expression revealed grouping of TACR1 and TACI
into two distinct sets. More precisely, TACR1 showed closer relation to epithelial markers,
whereas TACI was clustered into a group of genes associated with mesenchymal properties.
Positive correlation of ZEB1 and TAC1 also showed high levels of these genes to correlate
with a close to significant p-value. It remains particularly intriguing, whether the transition
of high TACR1 and low TACI might act as an indicator of tumor progression, especially
as links between substance P and activation of mesenchymal stem cells were previously
described [42]. However, the presented results require biological conformation as being
based solely on bioinformatical analysis. At this point, we do not consider TAC1 as a
molecular marker for PDAC diagnosis, but we hypothesize that the decrease of SP in
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patient sera might be caused by increased SP consumption by malignant cells and might
be an object for further exploration.

In a previous study [35], mRNA expression of NK1R in pancreatic tissue was analyzed
via RT-gPCR. According to these results, gene expression indicates higher expression of
NKIR in tumor versus normal tissue. Additionally, they found increasing NKIR levels with
tumor progression, as well as higher expression of NKIR to correlate with lower patient
survival. Surprisingly, the data sets analyzed in this study (Figure 2; TCGA, GSE62165,
GSE15471, and GSE16515) clearly show contradictory results. Although both results are
based on transcriptomic analysis, contradictory results might still occur through differences
in the methodology, as GEO data sets for instance are microarray-based. Furthermore,
bioinformatical analysis conducted in our study employed four large independent data
sets with a total of 193 tumor patients and 68 normal controls in the GEO data set, and
another 86 patients through OncoLnc. Thus, discrepancies might occur through a much
smaller population size in the aforementioned publication.

High expression of truncated TACRI and high sensitivity to AP seem to correlate.
Interestingly, we found strikingly higher expressions of truncated TACR1 in MIA PaCa-2,
which also exhibited the highest values regarding the presence of TACI. Furthermore,
we found the mesenchymal cell line to be the most sensitive for AP treatment in terms of
growth interference in all experiments, including CFA and SFA. Additionally, we observed
a small increase in pan caspase activity solely in this cell line, suggesting AP to have a
particular effect on this strongly undifferentiated cancer cell. Similar trends observed in
MIA PaCa-2 were found in DanG, which showed the second highest level of TACR1-tr.
Taken together, our investigation suggests cancer subgroups with higher expression of
TACRI1-tr to be more susceptible for AP. For future studies, we therefore believe that PDAC
patients with higher TACR1-tr expression might potentially benefit from treatment with
AP as an anti-cancer treatment. Hence, we propose a prospective trial to investigate the
implementation of TACR1-tr measurement for therapeutic stratification of PDAC.

The establishment of tumor-derived spheroids from anoikis-resistant cells is com-
monly used as an in vitro surrogate functional marker for cancer stemness [23]. It enables
for sensitive identification of cells possessing CSC-like properties while at the same time
allowing drug testing in a 3D in vitro culturing model [23,30,31]. CSCs are rare tumor
initiators with strong chemoresistance [30,31]. The potential to inhibit CSC growth is there-
fore considered a very attractive method to improve therapy effects in cancer patients. Not
only did most of the here-tested cell lines show the ability for CFA and SFA, but also, we
observed exceptional dose-dependent treatment responses to AP in colonies and spheroids
after 14 days of culture. In addition, cells in colony and spheroid formation exhibited even
higher sensitivity to AP than parental cells, indicating lower concentrations to be required
for successful growth inhibition. This suggests NK1R blockage to show high efficacy in
targeting CSC-like cells, thus owning high potential for tumor initiator inhibition. In order
to gain more knowledge regarding this mechanism, further analysis is required at this
point to determine potential changes in the expression of SP/NK1R-related genes.

Another crucial discovery is the effect of AP on PSCs, where we found a lower
sensitivity. PSCs are the major contributor to aggressive stromal fibrosis and closely interact
with cancer cells, which in turn stimulates pancreatic tumor growth [43,44]. Activation
of quiescent PSCs during PDAC development promotes several factors associated with
proliferation and tumor progression. Additionally, linkage to genomic instability and
capability of induction of EMT has been reported [44]. The ability to silence cell signaling
of such cells might drastically improve a patient’s outcome through inhibiting reoccurring
tumor growth after surgery.

Due to the markedly decreased viability in all assays after AP exposure, we examined
the cells regarding AP-induced mechanisms. Intriguingly, we found very low indication
for activated apoptotic processes. With both apoptosis assays uniformly suggesting the
exclusion of apoptotic mechanisms in AP-induced growth inhibition, we refocused on a
different mechanism to determine the effect of NK1R antagonistic growth inhibition. One

45



Cancers 2021, 13,2703

150f 19

way to eliminate cancer cells is interference with cell cycle progression, the key process
for cell replication. Quantification of cell cycle progression allowed the identification of
AP-induced cell cycle arrest with the most striking effects in G1 and S phase. To further
uncover the mechanisms behind AP-induced cell cycle arrest, deeper investigations are of
priority including, among others, cell-cycle-related proteins.

Relative overall mRNA expression of TACR1 splice variants led us to question the
mechanism through which AP exhibits its significant anti-proliferative effect on pancreatic
cancer cells, which we expected to be mediated by the SP/NKI1R complex. Next to binding
to NKIR with high affinity, AP also shows little to no affinity to corticosteroid receptors,
serotonin, or dopamine [45]. For further investigation, it might be of interest whether
aprepitant could exhibit anti-tumoral effects through binding to the mentioned receptors
in case of NK1R absence.

5. Conclusions

Current research strongly supports the idea of the SP/NKIR complex being involved
in cancer progression. Additionally, it has been shown in multiple ways that blockage
of the NK1R receptor results in the inhibition of cancer cell growth. In this study, we
identified the SP/NKIR complex as a potent target in PDAC and aprepitant to inhibit
cell cycle progression. NKIR blockage resulted in dose-dependent growth reduction in
CSC-like cells, parental PDAC cells, and to a lesser degree in primary PSCs, whereby the
highest sensitivity was observed in aggressive cancer cell types and subgroups expressing
higher levels of the truncated TACR1 variant. TACRI-tr was also the predominantly
expressed isoform in PDAC cells. In conclusion, we suggest antagonistic NK1R-blockage
as a potential therapeutic option for PDAC subgroups with high TACRI-tr expressions.

However, with respect to the heterogenic nature of PDAC, deeper investigation of
splice variants appearing in PDAC patients is necessary and might help to distinguish
between PDAC subgroups. Especially with the currently increasing identification of
isoform-guided differential mechanisms being prominently involved in tumor progression,
increased understanding might be gained through public availability of transcriptomic
differentiation between splice variants. So far, only a very small number of studies has
investigated the effects of AP in cancer patients on a molecular level regarding its role as
a potential cancer drug. Emphasizing on PDAC being a very heterogenic tumor with no
dominant druggable mutation [46,47], investigating the mechanisms on a transcriptional
level has high potential in highlighting crucial differences between tumor subtypes and
their underlying mechanisms in tumor progression. With no substantial improvements in
PDAC treatments over the past 30 years [48,49], such information has the power to lead to
new therapeutic developments.
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Figure A1l. Histogram extension of Figure 5. Histograms showing treatment reaction to AP, SP, and
AP+SP after DAPI staining in the indicated cell lines for cell cycle analysis.
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