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Abstract

Pancreatic ductal adenocarcinoma (PDAC) is highly aggressive disease and current treatment
regimens fail to effectively cure PDAC. Development of resistance to current therapy is one of the
key reasons for this outcome. Nimbolide (NL), a triterpenoid obtained from Azadirachta indica,
exhibits anticancer properties in various cancer including PDAC cells. However, the underlying
mechanism of this anticancer agent in PDAC cells remains undefined. We show that NL exerts a
higher level of apoptotic cell death compared to the first-line agent gemcitabine for PDAC, as well
as other anticancer agents including sorafenib and curcumin. The anticancer efficacy of NL was
further evidenced by a reduction in the CD44* as well as cancer stem-like cell (CSC) population,
as it causes decreased sphere formation. Mechanistically, the anticancer efficacy of NL associates
with reduced mutant p53 as well as increased mitochondrial activity in the form of increased
mitochondrial reactive oxygen species and mitochondrial mass. Together, this study highlights the
therapeutic potential of NL in mutant p53 expressing pancreatic cancer.
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1. Introduction

Pancreatic ductal adenocarcinoma (PDAC) stands as the third most common cause of
cancer-related deaths in the United States [1]. It is a highly aggressive disease with a dismal
five-year survival rate of ~9%. It is expected that approximately 48,860 new cases of PDAC
will be diagnosed and 40,560 individuals will die of this disease in the United States alone in
2017 [2]. Surgical resection with radical intent in conjunction with adjuvant chemotherapy is
currently the best form of treatment, raising the five-year survival rate to around 20% [3].
Unfortunately, PDAC develops with unspecific symptoms and thus, we often fail to catch the
disease early at a time when tumor is localized at the primary side and have not spread to
distant sites [4, 5]. In addition, it is important to note that even patients that have undergone
radical pancreatoduodenectomy carry a high risk of disease recurrence, possibly due to
micrometastasis at the time of detection, and will most often require further care in the form
of chemotherapy [4].

Gemcitabine, a deoxycytidine analog, remained the first-line treatment as a single agent for
locally advanced and metastatic PDAC [6], but it provides only a modest survival benefit [7,
8]. Recently, other combination drugs (gemcitabine+folfirinox, and erlotinib+gemcitabine)
were also approved, which were successful in improving the patient’s survival from a couple
of weeks to a few months, compared to gemcitabine alone [9, 10]. Regardless, no current
treatment has been extremely effective due to underlying chemoresistance mechanisms.
Many patients have been found to either intrinsically possess or subsequently develop
resistance to gemcitabine during the course of treatment [11]. Resistance is found in those
with reduced levels of human equilibrative nucleoside transporter-1 [12, 13] or
deoxycytidine kinase [14, 15], or elevated levels of ribonucleoside reductase [16]. Therefore,
there is a demand for novel therapeutics for the treatment of PDAC.

Sorafenib (SRF) is a multikinase inhibitor and targets the mitogen-activated protein kinase
(MAPK) pathway, vascular endothelial growth factor receptor-2 (VEGFR-2) and -3
(VEGFR-3), platelet-derived growth factor receptor-p (PDGFRp), Fms-Related Tyrosine
Kinase 3 (FLT3), and mast/stem cell growth factor receptor Kit (c-KIT) [17, 18]. Itis
approved for the treatment of renal cell carcinoma, hepatocellular carcinoma, papillary
thyroid cancer, and follicular thyroid cancer [19]. Data suggests that sorafenib has potential
therapeutic benefit for pancreatic cancer due to its ability to target various pathways.
However, results from combination therapy utilizing sorafenib plus gemcitabine indicate that
sorafenib is not able to enhance chemotherapy in advanced pancreatic cancer [20].
Therefore, it will be interesting to know whether sorafenib enhances the sensitivity of other
anticancer agent to pancreatic cancer cells.

Numerous studies indicate the beneficial use of herbs and spices in the treatment of diseases
including cancer. The recent popularity of these natural substances stems from their general
safety, affordability, and availability. For example, neem (Azadirachta indica) is a medicinal
plant that has been extensively used in India for over the past 2,000 years due to its
versatility in acting as an anti-inflammatory, antimalarial, antifungal, antibacterial, and
hypoglycemic agent [21]. Nimbolide (NL) [22], one of the bioactive compounds derived
from neem, displays toxicity in a large number of human cancer cell lines including lung
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carcinoma [23] [24], lymphoma [19, 25], leukemia [26, 27], melanoma [21, 26], breast
carcinoma [28, 29], prostate carcinoma [19, 30], colon carcinoma [19, 21, 31], hepatic
carcinoma [28, 32], osteosarcoma [33], and glioblastoma [34]. In addition, NL has ability to
inhibit tumor growth in several animal studies [35-37]. Although the multiple mechanisms
by which NL exerts cytotoxic effects against various cancers has been studied [38, 39], there
is little information regarding the mechanism of action of NL in pancreatic cancer. Recent
studies have shown that NL reduces cell viability as well migration and invasion, which
involves increased levels of reactive oxygen species (ROS) and inhibition of epithelial-
mesenchymal transition [40]. Our findings further explore the underlying mechanism of NL-
induced caspase activation and its comparison to other therapeutic agents. We highlight the
effects of NL on cancer stem-like cell population and various parameters of mitochondrial
function, which will indicate therapeutic potential of NL for the treatment of PDAC via
targeting of mutant p53.

2. Material & Methods

2. 1 Cell lines, reagents and antibodies

MIA PaCa-2 and BX-PC3 pancreatic cancer cell lines were used in this study. MIA PaCa-2
cells were maintained using RPMI-1640, 10% FBS, 5% penicillin-streptomycin and 2.5%
horse serum. BXPC-3 cells were maintained using RPMI-1640, 10% FBS and 5%
penicillin-streptomycin. RWPE-1, a normal prostatic cell line, was grown in Keratonocyte-
SFM supplied with human recombinant Epidermal Growth Factor and Bovine Pituitary
Extract. All reagents used in this study were of the highest grade of purity. NL, curcumin
and sorafenib were purchased from BioVision Inc., USA, Sabinsa, East Windsor, NJ, USA,
respectively. Gemcitabine was purchased from Enzo Life Sciences (Farmingdale, NY, USA).
Pifithrin-a and pifithrin-p were obtained from Cayman Chemical Company (Ann Arbor, Ml,
USA). Primary antibodies for MDM2, p53, and actin were procured from Santa Cruz
Biotechnology (Santa Cruz, TX, USA). Antibodies for HSP60 and APAF-1 were
respectively from EMD Millipore (Billerica, MA, USA) and BD Biosciences (San Jose, CA,
USA). Antibodies for caspase 3 were purchased from Enzo Life Sciences (East Farmingdale,
NY, USA). Secondary antibodies were from Amersham Pharmacia Biotech (Piscataway, NJ,
USA).

2.2 Treatment and isolation of cell lysates

Cells were seeded in a 6-well cell culture plate and incubated for 24 h followed by treatment
with different drugs for including NL, gemcitabine, SRF, and curcumin, respectively for
various time periods. Whole cell lysates were prepared according to a protocol described
earlier [41].

2.3 Western blotting

Whole cell lysates (WCL) were subjected to sodium dodecyl sulfate-polyacrylamide gel

electrophoresis (SDS-PAGE) procured from Bio-Rad (Hercules, CA, USA) and transferred
onto nitrocellulose membranes (Millipore, Bedford, MA, USA). Membranes were blocked
in 5% nonfat milk for 30 min and washed with PBS-T (1% PBS and 0.05% Tween 20) and
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further incubated with respective primary antibodies. Anti-mouse or anti-rabbit horseradish
peroxidase-conjugated antibodies were used as secondary antibodies.

2.4 Mito-ROS, Mito-MP, and Mito-Mass

Flow cytometry analysis was performed to quantify mitochondrialreactive oxygen species
(Mito-ROS), mitochondrial membrane potential (Mito-MP), and mitochondrial mass (Mito-
Mass) in control and treated groups. The Mito-ROS, Mito-MP, and Mito-Mass were
estimated in the control and treated groups using MitoSox red, MitoTracker® Orange, and
MitoTracker® Green probes (Life Technologies, USA), respectively. Cells were analyzed
using flow cytometry (LSR I1A, BD Biosciences). The results were calculated by WinL.ist
3D 7.1 software and presented in fold changes of the geometry mean in comparison to
untreated control.

2.5 Caspase-3, -8 and -9 activities

The caspase-3, -8 and -9 activities were determined as described earlier [42]. Briefly,
DEVD-AFC, IETD-AFC, and LEHD-AFC from Enzo Life Sciences (East Farmingdale, NY,
USA) were used as substrates for caspase-3, -8 and -9, respectively. Fluorescence was read
at excitation 400/30 nm and emission 508/20 nm using a plate reader (BioTek Microplate
Readers, USA). Protein concentration of whole cell lysates were determined by a micro
BCA kit (Thermo Fisher Scientific, Grand Island, NY, USA) where bovine serum albumin
(BSA) was taken as a standard. The fluorescence obtained for caspase-3, -8 and -9 were
normalized by their respective protein concentrations. The results were presented in fold
change compared to control.

2.6 Annexin-V/PI staining

Control and treated cells were stained with Annexin-V Alexafluor 488/PI kit (Invitrogen,
USA,) for cell death, according to the manufacturer’s instructions. The stained cells were
captured by flow cytometry (LSRIIA, BD Biosciences), collecting 10,000 events. Data were
analyzed using Win List 3D 7.1 software.

2.7 Immunofluorescence microscopy and flow cytometry

The expression of cell surface marker CD44 was analyzed by immunofluorescence
microscopy and flow cytometry as described earlier [43]. The expression of CD44 was
analyzed by immunofluorescence using FITC tagged CD44 antibody and was used to detect
CDA44 expressions followed by counterstaining with DAPI.

2.8 Sphere formation assays

To investigate the impact of NL on cancer stem cells, sphere formation assays were
performed. At log phase, adherent MIA PACa-2 cells were dissociated into single cells using
accumax. 1 x 104 cells were seeded in ultra-low attachment 6-well plates (Corning Inc,
Corning, NY, USA) containing serum-free DMEM/F-12 (1:1 ratio) media supplemented
with 1% penicillin-streptomycin, B27 and N2 supplements (Gibco), 20 ng/ml rhEGF and 20
ng/ml fibroblast growth factor (Invitrogen, Carlsbad CA, USA). After seeding, cells were
observed on a daily basis to ensure that spheres were forming as a result of cell
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multiplication and not due to adherence of nearby cells. Cells received treatment either on
the same day of cell seeding or 3 days after. Cells were treated with 5 uM NL for 72 h and
imaged.

2.9 Clonogenic assays

MIA PaCa-2 (5.0 x 102 cells) were seeded in a 6-well, flat bottom tissue culture plate.
Following 24 h incubation, cells were treated with 0.5, 1, or 5 uM NL for 6 days. Cells were
then rinsed with 1x PBS, fixed with chilled 95% ethanol at room temperature for 10 mins,
and stained with 0.5% crystal violet for 40 mins and bright field images were taken.

2.10 Transwell migration assays

MIA PaCa and BX-PC3 cells (5.0 x 10* cells for each cell line) suspended in media
containing 0.5% FBS, in the absence or presence of 5 uM NL, were placed into the upper
chamber of a transwell insert (8 um pore size; Corning). Media containing 7% FBS was
placed in the lower chamber. After a 16 h incubation period, non-migrated cells in the upper
membrane were removed with cotton wool. Cells which migrated through the membrane
were fixed with chilled methanol and stained with 0.5% crystal violet. Using a light
microscope at 20x magnification, the number of stained cells were counted in 3 random
fields of each transwell insert.

2.11 Analysis from publicly available datasets

cBioportal [44, 45] was used to download the PAAD TCGA (provisional) dataset for
mutational and survivorship analyses pertaining to p53 status.

2.12 Inhibition of p53

The inhibition of p53 functions were carried out using p53 inhibitors, PFT-a and PFT-p.
Briefly, MIA PaCa-2 and BX-PC3 cells (200x10%/well) were seeded in a 6-well plate.
Following 24 h incubation, cells were treated with PFT-a,, or PFT-i (5 UM each). After 24 h,
cells were treated with NL (5 uM) for 24 h.

2.13 Statistical analysis

3. Results

All experiments were carried out in triplicates. Significant differences between means were
assessed via analysis of variance using GraphPad Prism Version 6. A *p < 0.05 value was
accepted as significant. Significance is denoted as compared to control, unless otherwise
indicated.

3.1 NL induces higher levels of caspase activation compared to anticancer agents in
pancreatic cancer

We first determined the levels of apoptotic cell death in pancreatic cancer upon treatment
with NL as well as gemcitabine (GMC), the leading anticancer single agent for the treatment
of pancreatic cancer [6, 7, 39]. Sorafenib (SRF) was also used to test the possibility of using
this drug in combination with NL. Anticancer effects of NL were also compared to
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curcumin, another plant-derived compound, which induces apoptosis in various cancer cells
[46]. Two pancreatic cancer cell lines, MIA PaCa-2 and BXPC-3, were used to explore
caspase activity after drug treatments.

A 5uM concentration of NL was utilized here, based on studies by Subramani et al. [40]. We
observed that in MIA PaCa-2 cells, NL exposure for 24 h induced higher levels of caspase-3
activation compared to gemcitabine (Figure 1A) and as expected, treatment with sorafenib
did not induce caspase-3 activation at this time point. In addition, NL activated both initiator
caspases, caspase-8 and caspase-9 (Figure 1B—-C). Similarly in BXPC-3 cells, elevated
caspase-3 activity was observed upon NL exposure (Figure 1D) compared to gemcitabine,
and sorafenib again had no effect on caspase-3 activation. Combination of NL with either
sorafenib or gemcitabine did not enhance NL-induced caspase-3 activity in both types of
cells. Next, we compared NL-induced caspase activation with curcumin, a well-known
phytochemical that induces apoptosis (Figure 1E). NL induced higher levels of caspase-3
activity compared to curcumin alone or NL plus curcumin. Importantly, NL did not induce
cell death in RWPE-1 cells, normal human prostate epithelial cells, compared to MIA Paca-2
and BXPC-3 (Figure 1F). Altogether, NL demonstrates a higher potential for inducing
apoptosis in pancreatic cancer cells compared to gemcitabine, sorafenib, and curcumin.
Additionally, this treatment appears to be non-toxic towards normal cells.

3.2 NL induces apoptosis in pancreatic cancer cells

To determine whether increased caspase activation associates with apoptotic cell death in
pancreatic cancer, we quantified apoptosis via Annexin-V-Alexafluor 488 and propidium
iodide (PI) staining upon exposure to NL. We observed a four-fold increase in apoptosis
upon NL treatment compared to untreated cells (Figure 2A). We further quantified early and
late apoptotic activity upon NL exposure. Annexin-V*PI~ staining signifies early apoptosis
and Annexin-V*PI* staining is regarded as late apoptosis. Early apoptotic cell populations
were detected after 24 and 48 h treatments and late apoptotic cell populations were not
detected until the 48 h time point (Figure 2B). Together, NL induces early as well as late
apoptosis in pancreatic cancer cells.

3.3 NL reduces stemness in pancreatic cancer

Cancer cell populations are highly heterogeneous and are known to contain CSCs, which aid
in therapeutic resistance and tumor recurrence [47]. We next studied the effects of NL on
pancreatic cancer stem-like cells (CSCs), which can be identified by various cell surface
markers. Specifically, MIA PaCa-2 cells have been reported to contain CSCs, which express
CD44 but lack CD24 [48]. To understand how NL affects these populations, cells were
stained with fluorescently tagged antibodies to visualize the CD44" population in treated
and control cells. The CD44* population of MIA PaCa-2 cells decreased with NL exposure
(Figure 3A). To further analyze CSCs, we studied the impact of NL on MIA PaCa-2-derived
spheres. Reduced sphere size was observed in the NL treated groups compared to controls,
as shown in two different NL treatment conditions, treatment of cells while seeding and
treatment of cells three days after seeding (Figure 3B and 3C). Decreases in sphere size can
be attributed to NL-induced apoptotic activity, as upregulated caspase-3, -8 and -9 activities
were observed in both treatment conditions (Figure 3B and 3C). Thus, NL exposure
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decreases the population of pancreatic cancer cells with the typical CSC phenotype and
reduces the growth of these cells.

3.4 NL enhances mitochondrial mass and ROS

Cancer cells commonly possess elevations in metabolic activity, oxidative stress, and
reactive oxygen species (ROS) generation [49, 50]. Many antitumor drugs further exacerbate
this generation of ROS, thereby promoting DNA-damage and cell death [51]. ROS can
originate from endogenous sources such as the mitochondria and peroxisomes [52].
Specifically, mitochondria-generated ROS (Mito-ROS) plays an important role in the release
of cytochrome c and other pro-apoptotic proteins, which in turn trigger caspase activation
and apoptosis [53]. Physiological functions of the mitochondria, such as ATP generation
through the respiratory chain, are maintained by the mitochondrial membrane potential
(Mito-MP) [54]. Cells respond to cellular stress by altering mitochondrial mass (Mito-mass)
[55]. For example, cells may increase mitochondrial mass to meet increased ATP demands
[56]. Therefore, NL-induced changes in Mito-ROS, Mito-MP, and Mito-mass were analyzed
to elucidate the physiological status of the mitochondria within cells. Mito-ROS levels, as
indicated by MitoSox Red staining, were up-regulated after NL exposure for 24 h and this
increase was sustained after 48 h (Figure 4A). Although there was no change in Mito-MP
(data not shown), Mito-mass was upregulated after 24 h (Figure 4B). These results suggest
that NL induces mitochondrial dysfunctions that ultimately contribute to caspase-dependent
apoptosis in pancreatic cancer cells.

3.5 NL suppresses clonogenicity and cell migration

Next, we investigated the impact of NL on colony formation and migratory potential in
pancreatic cancer cells. A clonogenic assay tests the survival capacity of single cells
according to their ability to form colonies after drug treatment [57]. NL at reduced
concentrations of 0.5 uM and 1 uM inhibited colony formation (Figure 4C). The previously
used concentration of 5 pM NL prevented colony formation almost entirely. Metastasis is the
cause of approximately 90% of cancer-related deaths [58]. Migratory activity of cancer cells
is the initial event of the metastatic cascade. Using a transwell migration assay, migration
was observed to decrease in both MIA PaCa-2 and BXPC-3 cells after NL treatment (Figure
4D-E). Overall, NL impairs the long-term survival and metastatic potential of pancreatic
cancer cells.

3.6 Mutant tumor suppressor p53 plays a key role in NL-induced cell death

Mutations in tumor suppressor p53 are correlated with poor patient prognosis [59]. In
PDAC, p53 mutations occur in up to 76% of patients [60] and these alterations are also
associated with decreased time to recurrence (Figure 5A). Many of these mutations are
mapped on the DNA-binding domain of p53. Based on TCGA analysis, the most common
modification in PDAC is the R248WW mutation (Figure 5B).

Therefore, we explored the role of mutant p53 status in NL-induced apoptosis. MIA PaCa-2
contains mutant p53 (p53/724Wj [61], which displays a reduced affinity for Bcl-2 and Bcl-
xL [62]. Pifithrin-p (PFTY), a small molecule that inhibits p53-dependent apoptosis via
abrogating p53 translocation to mitochondria [63], was used to diminish the anti-apoptotic
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activity of the mutant p53. Cells were pre-treated with PFT-p1 for 24 h prior to NL
treatments. We used PFT- doses that alone had no effect on caspase-3, -8, or -9 activities
(Figure 6A-B). However, increasing concentrations of PFT-y inhibited NL-induced
caspase-3 activity after 24 h and 48 h (Figure 6A) as well as NL-induced caspase-8 and -9
activities after 48 h (Figure 6B). We also utilized pifithrin-a. (PFTa), a small molecule,
which inhibits p53 transcriptional activity [64]. PFTa did not reduce NL-induced caspase-3
activity (Figure 6C). Western blot (Figure 6D) analysis demonstrated increased MDM2
expression and decreased mutant p53 expression upon NL exposure while PFT-u had no
effect on these proteins. NL decreased procaspase-3 levels, i.e. elevated the cleavage of
proscaspase-3 and this decrease was prevented by PFT-p.

Overall, our data support the idea that NL-induced apoptosis in pancreatic cancer is
mediated by the reduction of mutant p53. However, the remaining mutant p53 can also
continue to function through mitochondrial apoptosis.

4. Discussion

Studies show that the United States will see 53,670 new cases of pancreatic adenocarcinoma
(PDAC) and as many as 43,090 afflicted individuals will die in 2017 [2]. To manage the
disease, many patients will receive gemcitabine, the first-line chemotherapeutic agent for
PDAC [6]. However, resistance to this treatment is well known [11] and patient survival will
be extended by only six months at most [7, 8]. In addition, gemcitabine is highly toxic to any
dividing cells and therefore can cause adverse effects in patients including nausea and
vomiting, peripheral edema [65], cutaneous erythema [66], and kidney malfunction [67]. So
there remains a great need for the discovery of alternative agents that can combat PDAC
without significant adverse effects. In this regard, various plant-derived compounds have
been identified which seem to possess anticancer activity with a lack of toxicity towards
normal cells [17]. Our current study offers insight into the potential use of one such
compound, NL [22], in the context of PDAC. Originating from the neem plant [18], NL has
been reported to be cytotoxic towards numerous cancer cell lines [19, 21, 24-28] [30, 35],
inhibits tumor growth in several animal studies [31-33], and potentially considered as a
chemopreventive agent as evidenced by a human colorectal cancer xenograft model [33].
However, the mechanism utilized by NL for the treatment of PDAC is relatively unknown.

In the present study, NL has been compared to other chemotherapeutic agents against
PDAC. Our findings suggest that NL has the potential to induce apoptosis in pancreatic
cancer cells in a greater manner than the current first-line agent for pancreatic cancer,
gemcitabine. Our study showed that NL induced higher caspase-3 activity compared to both
gemcitabine and sorafenib. Sorafenib treatment was ineffective against both MIA PaCa-2
and BXPC-3 cells, and generally unable to potentiate the caspase-activating effects of NL, as
is the case during the treatment of patients [20]. Curcumin, another plant-derived compound
known to exert anticancer effects [46, 68], showed lower level of caspase activation relative
to NL. With these observations, we postulated that NL alone could impart excellent death-
inducing activity in pancreatic cancer. Another finding that compelled us to commence
treatment with NL was that although NL induced apoptosis in MIA PaCa-2 and BXPC-3
pancreatic cancer cell lines, NL at the tested doses was unable to induce death in RWPE-1, a
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non-tumorigenic human cell line. This infers that NL likely possesses limited toxicity
against normal human cells.

Perhaps the greatest barrier in cancer therapy is the development of drug resistance. Tumor
populations harbor a mixed phenotype and contain cancer stem cells (CSCs), a
subpopulation which contains high proliferative potential and confers resistance to apoptosis
[47]. A xenograft model of primary human PDAC tumor has been shown to house cells
populations which express stem cell markers namely CD44, CD24, and EpCAM, and
possess high tumorigenic and self-renewal properties [69]. An analysis of PDAC cell lines
commonly used in culture indicates that their CSCs express CD44 but lack CD24 expression
[48]. Our data demonstrate that NL reduces the typical CSCs population by decreasing the
CD44* population in pancreatic cancer cells. We then developed and analyzed
pancreatospheres, which are reported to contain self-renewal and self-differentiation
properties [70]. MIA PaCa-2-derived spheres decreased in size due to NL and these spheres
displayed enhanced caspase-3, -8 and -9 activities. Collectively, NL appears to differentially
target CSC subpopulations in pancreatic cancer in a manner that subverts the CSC landscape
and fashions it to be less conducive to CSC proliferation. This ability of NL to decrease the
expression of CD44 is highly attractive considering that CSCs, namely those which express
CD44, may impart chemo- as well as radiation- resistance in patients with PDAC [71] and
that expression of CD44 by pancreatic tumor cells is associated with increased tumor
formation abilities [72].

The role of the mitochondria as a key player in the regulation of apoptosis is a well-accepted
phenomenon [73]. Mitochondrial dysfunction is often associated with increased ROS
production [74]. Upregulated mitochondrial ROS and mitochondrial mass in response to NL
suggests that NL induces mitochondrial activity in pancreatic cancer cells. Interestingly,
literature also suggests that NL can suppress tumor cell migration and invasion via down-
regulation of metalloproteinase-2/9 [75]. NL reduces the migratory abilities of both MIA
Paca-2 and BXPC-3cells. The potential for NL to inhibit metastasis in pancreatic cancer is
encouraging, given that metastasis is prevalent in PDAC and that efforts to increase overall
survival in patients with metastatic disease over the past two decades have been highly
disappointing [76].

Increased ROS in cancer cells induces cell death by oxidizing cellular macromolecules
including DNA. Oxidation of DNA leads to DNA damage which results in activation of p53,
a major tumor suppressor protein in the mammalian cells [77]. Not surprisingly, mutations in
p53 are very common in almost all cancers including PDAC (75% of all cases) and one of
the major reasons behind the poor prognosis, high metastatic rate, and ineffective PDAC
treatment [60]. Therefore, pancreatic cancer cell lines we chose to use in this study each
contain a unique mutated p53 allele and loss of the wild type allele. MIA PaCa-2 carries an
R248Wp53 mutation and BXPC3 contains a Y220C p53 mutation, individually located on
the DNA binding domain [61]. Mutant p53724W is associated with a gain-of-function and
impairs cellular response to DNA damage, leading to genetic instability and promotion of
tumorigenesis [78]. As a result, cancer patients displaying this mutation experience
decreased survival times [79]. However, p53 Y220C mutant is associated with a loss-of-
function, in which the p53 core domain is largely destabilized [80]. These variations may
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explain the discrepancies in the ability of NL to induce caspase-3 activity in both cell lines,
i.e. NL more potently induces caspases in MIA PaCa-2 compared to BXPC-3 cells.
However, it should be noted that BXPC-3 lacks KRAS mutation commonly associated with
pancreatic cancer [61], and this may also contribute to the efficacy of NL. Due to the
prevalence of p53~246Win PDAC, we studied the role of this mutant p53 in MIA PaCa-2
during NL treatment. NL increased MDM2 levels that, in turn, reduced the expression of
p53~248W Expression of p53 mutants [p537Z72H (p53R175H in humans); and p53R273H] in
murine pancreas leads to highly aggressive PDAC [81-83]. In addition, p53 exerts tumor
suppressive function by binding to the promoter region of CD44 causing its downregulation
[84]. Mutation in DNA binding domain of p53 as commonly observed in PDAC enhances
CD44 expression, which contributes even higher metastatic potential and drug resistance in
pancreatic cancer [85, 86]. Therefore, decreased CD44* population, sphere-forming ability,
and migratory potential of PDAC cells in response to NL treatment can be attributed to
downregulation of mutant p53 [81, 87]. Utilizing the p53 inhibitor PFT-y, we observed that
despite the mutant state of p53/72%W it continues to serve a role in inducing caspase 3
activity and thus apoptosis. However, the transactivational activities of p53724W appear to
play no part in NL-induced apoptosis as we found that PFT-a failed to inhibit the NL-
induced caspase-3 activation in MIA PaCaz2 cells.

In summary, exposure of pancreatic cancer cells to NL stimulated caspase activation,
apoptosis, and mitochondrial dysregulation, as well as inhibition of the cancer stem cell
population and cell migration. Since no treatment strategy is available for patients with
PDAC harboring mutant p53, the mortality rate is very high. Furthermore, enhanced CD44
positive population leads to development of resistance against the most commonly used
drug, gemcitabine. Thus downregulation of both mutant p53 and CD44 positive cells by NL
will have significance in treating patients with PDAC.
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Highlights
Nimbolide is a more effective caspase activator compared to gemcitabine.
Nimbolide treatment depletes CD44* population in pancreatic cancer cells.

Nimbolide-induced apoptosis associates with increased mitochondrial
activity.

Reduced levels of mutant p53 may contribute to anticancer effects of
nimbolide.
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Figure 1. NL induces higher levels of caspase activity compared to current PDAC therapeutic
agents
MIA PaCa-2 and BXPC-3 cells were treated with 5 uM NL, 5 uM Sorafenib (SRF), 5 uM

Gemcitabine (GMC), or 5 uM Curcumin (CUR). (A—C) Caspase-3, -8 and -9 activities in
MIA PaCa-2 cells after 24 h of NL, SRF, and GMC treatment. (D) Caspase-3 activity in
BXPC-3 cells after 24 h of NL, SRF, and GMC treatment. (E) Caspase-3 activity in MIA
PaCa-2 cells after 24 h of NL and CUR treatment. (F) Images of RWPE-1, MIA PaCa-2, and
BXPC-3 cells treated with NL for 24 h and 48 h. Data are mean + SD, n = 3 and presented
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as fold-change compared to respective controls. Statistical significance was determined by a
t-test: *p<0.05.
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Figure 2. NL induces apoptosis in pancreatic cancer cells
(A) Fold change in Annexin-V staining in MIA PaCa-2 cells following 5 uM NL exposure

for 48 h. (B) Fold change in Annexin-V/PI staining in BXPC-3 cells following 5 uM NL
exposure for 24 and 48 h. Data are mean + SD, n = 3. Statistical significance was
determined by a t-test: *p<0.05.
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Figure 3. NL exposure reduces enrichment of cancer stem-like cells and inhibits sphere

formation

(A) MIA PaCa-2 cells were treated with 5 uM NL and stained with FITC-tagged CD44 for
30 min. DAPI was used for nuclear staining. Expression of CD44* populations at 24 h
exposure of 5 pM NL was analyzed using fluorescence microscopy.
For sphere formation, single cell suspensions of MIA PaCa-2 were seeded (1x103 cells) into
ultra-low attachment plates. Representative bright field images of spheres and caspase-3, -8
and -9 activities of spheres which were (B) treated on the day of seeding cells or (C) treated
3 days after seeding cells with 5 uM NL for 72 h. Data are mean + SD, n = 3 and presented
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as fold-change compared to respective controls.. Statistical significance was determined by a
t-test: *p<0.05.
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Figure 4. NL enhances mitochondrial ROS and mass, inhibits colony formation, and impairs cell

motility

BXPC-3 and MIA PaCa-2 cells were treated with NL (5 uM) for 24 and 48 h. Flow
cytometry was carried out to estimate mitochondrial ROS (using MitoSOX red), and
mitochondrial mass (using MitoTracker green). (A) Mitochondrial ROS (Mito-ROS) in
BXPC-3 cells after 24 and 48 h of NL, and presented in fold-change. (B) Mitochondrial
mass (Mito-mass) in MIA PaCa-2 cells after 24 h of NL, and presented in fold-change. (C)
For clonogenic assays, single cell suspensions of MIA PaCa-2 cells were plated in six well
plate (500 cells/well). After a 24 h incubation, cells were treated with 0.5 uM or 1 pM or 5
UM NL for 6 days. Following this, cells were fixed, stained with 0.5% crystal violet, and the
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number of colonies were quantified. For a transwell migration assay, MIA PaCa-2 and
BXPC-3 cells were suspended in the upper chamber of a transwell insert (8 um pore size)
with media containing 0.5% FBS, while the lower chamber held media containing 7% FBS.
Cells of the upper chamber received 5 UM NL and a 16 h incubation period was allowed.
Non-migrated cells were removed. Cells which migrated through the insert were fixed with
methanol and stained with 0.5% crystal violet. Using a light microscope at 20x
magnification, the number of migrated cells per field were visualized and counted for (D)
MIA PaCa-2 and (E) BX-PC3 cells. Data are mean = SD, n = 3. Statistical significance was
determined by a t-test; *p<0.05.
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Figure 5. Mutations in p53 are prevalent in pancreatic adenocarcinoma and predict time to
recurrence

(A) Time to recurrence between patients with no mutations (blue lines) and patients with
p53 mutations (red line), displayed as a Kaplan-Meier graph. Censored values are presented
as dots. (B) The distribution of frequently occurring p53 mutations along the amino acid
sequence of p53. Note that the R248W alteration is the most prevalent in patients. Data was
generated via cBioportal.
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Figure 6. Reduction of mutant p53 associates with increased mitochondrial apoptosis
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MIA PaCa-2 cells were plated. 24 h before NL exposure, cells were pretreated with 1, 5, or
10 uM Pifithrin-p (PFT-W) or Pifithrin-a (PFT-a) for p53 inhibition. Cells were then treated
with 5 uM NL for 24 h. (A-B) Caspase-3, -8 and -9 activities in control and NL-treated MIA
PaCa-2 cells previously treated with PFT-L. (C) Caspase-3 activities in control and NL-
treated MIA PaCa-2 cells previously treated with PFT-a.. (D) Western Blot analysis of
lysates from MIA PaCa-2 which were pretreated with 5 uM PFT-p for 24 h, and then treated
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with 5 UM NL for 24 h. Data are mean + SD, n = 3 and presented as fold-change compared
to respective controls. Statistical significance was determined by a t-test: *p<0.05.
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