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Abstract
Non-small cell lung cancer (NSCLC) has poor prognosis even with various treatment options. Unfortunately, resistance develops quickly
and novel therapies are needed. Exportin-1 (XPO1) is a nuclear export protein upregulated in many types of cancers. Inhibition of XPO1 by
selinexor (KPT-330), an oral Selective Inhibitor of Nuclear Export (SINE) compound, leads to nuclear accumulation of tumor suppressor proteins
(TSPs), cell cycle arrest and cancer cell death. Selinexor is being evaluated in Phase I and II clinical trials in many different cancer indications
(see clinicaltrials.gov for details) including lung cancer (NCT02351505). To date, selinexor has been given to >1400 patients and has shown
good tolerability with manageable side effects. In this study the effects of selinexor on NSCLC cell growth and apoptosis were evaluated in vitro
and in vivo. Selinexor inhibited tumor cell growth and clonogenic formation and induced cell cycle arrest and apoptosis in cell lines regardless
of genetic background (EC50: 25-700 nM). The XPO1 cargo proteins p53, p21, IκB, E2F4, and survivin demonstrated strong nuclear localization
after 4 to 24 hour treatment with selinexor followed by apoptosis (i.e. PARP, caspases-3 and -8 cleavage). Selinexor altered the localization of the
NF-κB inhibitor IκB and functional evaluation of NF-κB in A549 and NCI-H1299 revealed transcriptional repression with EC50 values similar to the
inhibition measured in cell proliferation assays. A549 xenografts in mice treated with selinexor showed markedly greater tumor growth inhibition
(%TGI=81% at 20 mg/kg selinexor vs vehicle, p<0.0001) versus cisplatin-treated mice (%TGI=13% at 5 mg/kg cisplatin vs vehicle, p=0.06) when
compared to vehicle. Using IHC on paraffin embedded tissue, treated tumors showed reduced cell proliferation (Ki67) while inducing nuclear
accumulation of p53, p21, FOXO1, survivin, NF-κB and IκB. In NSCLC, selinexor forces nuclear retention of TSPs, inhibits tumor growth and
NF-κB transcriptional activity, and induces cell death regardless of p53 status. These data demonstrate therapeutic potential for the treatment of
NSCLC.
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Introduction
Lung cancer is the leading cause of cancer related mortality in the
United States. Non-small cell lung cancer (NSCLC), which includes
adenocarcinomas, squamous cell, and large cell carcinomas, encompass
~85% of all lung cancers [1,2]. Currently, available regimens such as surgery,
chemotherapy, radiation, and targeted therapies provide limited benefit
with the 5-year overall survival rate of ≤ 10% in patients with advanced
disease and >70% in patients with stage 1 disease. The design of novel,
effective and well-tolerated agents is confounded by the complex, poorly
understood molecular mechanisms involved in the genesis of the various
types of NSCLC. In addition, most lung cancers present as disseminated
disease and harbor multiple mutations, rendering them initially or rapidly
resistant to available therapies. In NSCLC, genomic studies of tumor
tissue suggest that p53 status may be a prognostic indicator of treatment
outcomes. Because the p53 pathway is involved in initiating cell cycle
arrest and apoptosis upon DNA damage by chemo- or radiation therapy,
NSCLC patients harboring mutations (42%) or polymorphisms (42%) in
p53 or overexpression of the p53 inhibitor MDM2 may reduce the benefit
of standard treatments [3]. Therefore, therapies that are not dependent on
functional p53 are highly warranted for NSCLC.
Among the major requirements for lung cancer cell transformation
are inactivation of tumor suppressor proteins (TSPs) such as p53 [4] and

aberrant activation of cell survival pathways such as NF-κB signaling
[5]. Disruption of normal TSP and NF-κB signaling can be achieved
through inactivating mutations and/or changes in subcellular localization
of proteins in these pathways (i.e. p53, FOXO, IκB, etc.) [6-8]. Transport
of proteins across the nuclear pore complex is carried out by a family of
proteins called karyopherins; importins transport cargoes containing
a nuclear localization signal into the nucleus while exportins transport
cargo proteins (as well as specific RNA molecules through RNA binding
proteins) with a nuclear export signal from the nucleus to the cytoplasm
[9-11]. Most TSPs regulate transcription and require nuclear localization
in order to carry out their tumor suppressing functions. Additionally
nuclear retention of IκB serves to inhibit the transcriptional activity of
NF-κB [7]. Therefore, the nuclear export of TSPs and IκB is an efficient
way to neutralize their function and promote tumor cell growth.
Although there are seven known nuclear export proteins, exportin 1
(XPO1; Chromosome Region Maintenance 1; CRM1), is thought to be
the nuclear transporter of most TSPs such as p53 [12,13], FOXO [14],
and pRB [15], as well as >200 other cargos [16]. Overexpression of
XPO1 protein has been observed in a variety of cancers, including lung
cancer, and correlates with poor prognosis [17,18]. Inhibition of XPO1
by leptomycin B (LMB), a highly potent, natural product inhibitor of
XPO1, inhibited lung cancer cell growth and induced cytotoxicity in both
p53 wild type (wt) and p53 mutant tumors, with less effect on normal
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bronchial epithelial cells [13]. Although these data suggested the potential
usefulness of targeting XPO1 for lung cancers, LMB (elactocin) was shown
to be ineffective in the clinic due to marked toxicities in humans that
were not thought to be related to XPO1 inhibition [19,20]. More recently,
inhibition of XPO1 by the potent, small molecule, Selective Inhibitor of
Nuclear Export (SINE) compound selinexor (KPT-330), has shown broad
preclinical anticancer activity and specificity [21] and is currently being
evaluated in Phase I and II clinical trials in multiple different cancer
indications (see clinicaltrials.gov) including lung cancer (NCT023515050).
Additional SINE compounds KPT-185 and KPT-276, were reported to
induce selective anticancer cytotoxicity against non-small cell lung cancer
(NSCLC) in vitro and in vivo [22]. However, the mechanistic and in vivo
effects of selinexor on NSCLC are not yet well established. Here, we
present the effect of selinexor on NSCLC and demonstrate that XPO1 is a
potential target for the treatment of this malignancy.

Materials and Methods
Cell culture and reagents
Cell lines were cultured in RPMI-1640 medium supplemented with
10% heat-inactivated fetal bovine serum (FBS, Gibco), 100 units/mL
penicillin, 100 μg/mL streptomycin (Gibco), and 1X GlutaMAX (Gibco),
and maintained in a humidified incubator at 37°C in 5% CO2. NCI-H226,
NCI-H520, NCI-H889, NCI-H1299, A549, NCI-H2122, and NCI-H2030
were obtained from ATCC (Manassas, VA). Selinexor was synthesized by
Karyopharm Therapeutics, Inc. (Newton, MA).

Cell Titer 96® aqueous one cell proliferation assay
~10,000 cells from log phase cultures were seeded in 100 μl per
well of 96-well flat-bottom culture plates. Escalating concentrations of
selinexor were added to the wells and incubated at 37°C in a humidified
incubator with 5% CO2 for 72 hours (in triplicate). Then, 100 µl of MTT
(3-4, 5-dimethylthiazoyl)-2, 5-diphenyltetrazolium bromide 5 mg/mL,
Promega) was added to each well and incubation was continued for 4 hours
at 37°C. In each well, 100 µl/well of solubilization solution, containing
DMSO and Sorenson buffer, were added. After complete solubilization of
the dye, plates were read at 570 nm on an ELISA reader. The mean optical
density (OD) ± SD for each group of replicates was calculated. The whole
procedure was repeated three times. The inhibitory rate of cell growth
was calculated using the formula: % Growth inhibition=(1-OD extract
treated)/OD negative control × 100 [23].

Clonogenic survival assay
NCI-H1299 and A549 cells were plated at 5000 cells/well in 12 well
plates (Cell Treat). The following day cells were treated with DMSO
(Sigma), 1 µM selinexor for NCI-H1299 or 5 µM selinexor for A549. On
days 0, 4, 6, and 8 cells were fixed and stained with Gentian Violet (RICCA
Chemical Company) and imaged with a digital camera (Sony Cybershot).
Cells were then solubilized in 10% acetic acid (Fisher Scientific) and the
OD was measured at 590 nm.

Flow cytometry
Cell cycle profile analysis was performed using the BrdU Flow Kit
(BD Pharmingen) according to the manufacture’s protocol. Briefly,
NCI-H1299, A549, and NCI-H2030 cells were plated in 6 well plates at
500,000 cells/well for day 1 and 200,000 cells/well for day 3. Cells were
treated with either DMSO or 1 µM selinexor for NCI-H1299, 5 µM
selinexor for A549, and 10 µM and 60 µM selinexor for NCI-H2030.
Prior to harvesting, NCI-H1299 and A549 cells were incubated with 10
µM BrdU for 2 hours while NCI-H2030 cells were incubated with 10
µM BrdU for 4 hours. Cells were fixed and stained for BrdU and 7-AAD
according to the manufacturer’s protocol. Cells were then analyzed on a
BD LSRFortessa (BD Biosciences) at the Dana Farber Cancer Institute
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(Boston, MA) and the data was subsequently analyzed using FCS Express
4 software (De Novo Software).

Western blot
NCI-H1299 and A549 cells were plated at 375,000 cells/well in 6 well
plates and treated with either DMSO (0) or 30, 100, 300, 1000 or 3000
nM selinexor for 24 and 48 hours prior to collection by trypsinization.
Proteins were extracted from cells in Pierce RIPA buffer (Thermo
Scientific) supplemented with phosphatase and protease inhibitors
(Roche). Protein amounts were determined by the Pierce BCA Protein
Assay Kit (Thermo Scientific) and samples were normalized such that
for each sample 10 μg of total protein was loaded per lane. Proteins
were separated by loading on Novex NuPAGE 4-12% Bis-Tris Gels (Life
Technologies) and transferring to nitrocellulose with the Novex iBlot Gel
Transfer Stacks (Life Technologies). The following primary antibodies
were used for immunoblot analysis: PARP (Cell Signaling), β-actin (Santa
Cruz), caspase 3 (Abcam), caspase 8 (Cell Signaling), caspase 9 (Cell
Signaling), XPO-1 (Santa Cruz), p53 (Santa Cruz), p21 (Abcam), E2F4
(Santa Cruz), FOXO3a (Cell Signaling), survivin (Abcam), NF-κB (Cell
Signaling), and IκB (Abcam). Protein signals were detected with infrared
linked species-specific secondary antibodies (LI-COR Biosciences).
Western blot images were detected with the ODYSSEY Infrared Imaging
System (LI-COR Biosciences).

Immunofluorescence
NCI-H1299 and A549 cells were placed on glass coverslips (BioCoat,
BD Biosciences) at 375,000 cells/well in 6 well plates and grown overnight.
Cells were treated with 1 µM selinexor for either 4 hours to detect p53 and
IκB or for 24 hours to detect p21, E2F4, and survivin. After treatment,
coverslips were washed with 1X PBS (phosphate buffered saline) then
fixed in either 3% paraformaldehyde buffer (3% paraformaldehyde/2%
sucrose/1X PBS) or 100% ice-cold methanol for 15 minutes then washed
with 1X PBS. Cells were permeabilized with 0.1% Triton X-100/1%
BSA/1X PBS (PFA fixation) or 0.1% Tween 20/0.3 M glycine/1% BSA/1X
PBS (Methanol fixation) for at least 30 minutes. After washing 3 times with
1X PBS, cells were stained overnight with corresponding antibodies list
above diluted in 1%BSA/1X PBS. Protein signal was detected with species
specific Alexa Fluor 488 secondary antibodies (Invitrogen) while DNA
was stained with DAPI (Invitrogen). Protein localization was visualized
with a Nikon Eclipse Ti inverted fluorescence microscope (Nikon) and
monochrome camera (ANDOR).

Animal models
SCID mice were purchased from National Cancer Institute of Singapore
(Dr. Shin Leng). All animal experiments were carried out in accordance
with the guidelines of the guide for animal welfare and with the approval
of the IACUC. Sixty (60) female CB-17 SCID mice (Charles River Labs
strain code 236), aged 5 to 6 weeks were used. The mean body weight prior
to treatment was 16.3 grams. The mice were inoculated subcutaneously
in the left flank with 4 x 107 A549 cells. A549 (ATCC#CCL-185) NSCLC
cells were obtained from ATCC. Treatment was initiated when the
tumors reached a mean volume of 98.5 mm3 (SD=21.2 mm3). Mice were
allocated to six (6) groups of ten (10) mice such that mean tumor volume
in each group was within the range of 95 to 104 mm3. Mice were treated
with vehicle, standard of care drugs/positive control drug (cisplatin) or
selinexor (KPT-330) at 10 or 20 mg/kg. Vehicle and selinexor were given
on a Monday, Wednesday and Friday schedule beginning on Day 1,
cisplatin was given by IP injection on Days 1 and 15. Animals’ weights and
condition were recorded daily, and tumors were measured on Monday,
Wednesday and Friday. Analysis of the tumor volume data was conducted
by measuring the Mean Area Under the curve (AUC) for each tumor and
comparing the groups using a one-way ANOVA test.
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Immunohistochemistry
Tumors from the xenograft study were fixed and embedded in
paraffin. Sections were cut and routine immunohistochemistry
(IHC) was performed. Briefly, sections were deparaffinized through
a xylene and alcohol series then treated with 3% hydrogen peroxide.
Antigens were retrieved using the Cell Marque detection system (Cell
Marque). Antigens were detected by loading slides onto Biogenex I6000
automated immunostainer (Biogenex Laboratories) programmed for
each appropriate antibody. Briefly, the program included a 20 minute
background blocker, a PBS rinse, a 15 minute Biogenex Avidin block,
another PBS rinse, followed by a 15 minute Biogenex Biotin block, a PBS
rinse, a 20 minute Biogenex Power Block, then the slides were blown clear
of blocker. Primary antibody was applied and incubated for 1 hour at
room temperature and then rinsed with PBS. The Cell Marque Detection
System was then used to apply Biotinylated Link and was incubated for 20
minutes followed by a PBS rinse. Next streptavidin label was applied and
incubated for 20 minutes followed by a PBS rinse. Finally, the Cell Marque
AEC chromagen was applied and incubated for 5 minutes and then rinsed
twice with deionized water and once with PBS. Slides were transferred
to tap water, counterstained in Hematoxylin for 10 dips, and then rinsed
with tap water, followed by application of bluing reagent for 10 dips and
rinsed with tap water. Cell Marque aqueous mounting media was
added and slides were allowed to dry at room temperature overnight
or for 20 minutes in an oven. Coverslips were mounted after a quick
dip in xylene once dry. Antibodies used for detection of proteins by
IHC were the following: Ki67 (Cell Marque), p53 (Santa Cruz), p21 (Cell
Signaling), FOXO1 (Cell Signaling), survivin (Abcam), NF-κB (Santa
Cruz), and IκB (Abcam).

NF-κB activity assay
NCI-H1299 and A549 cells were plated at 200,000 cells/well in 12well plate and cultured as described above. Cells were pre-treated with
serial diluted (starting at 30 µM; 1:3 dilution) selinexor for 1 hour and
then exposed to 20 ng/ml TNFα (Peprotech) for 4 hours in serum free
media. After the treatment, the cells were washed with PBS and lysed with
RIPA buffer. The transcription activity of NF-κB in the cells was measured
with the Chemiluminescent Transcription Factor Assay kit (Thermo
Scientific) according to the manufacturer’s instruction. Briefly, 1.5 mg/ml
of RIPA lysed whole cell extract from each treatment was incubated in
a 96 well plate bound with NF-κB biotinylated-consensus sequence. The
active NF-κB transcription factor bound to the consensus sequence was
incubated with NF-κB p65 primary antibody and then with a secondary
HRP-conjugated antibody. A chemiluminescent substrate was added to
the wells and the resulting signal was detected using a luminometer. XLFit
model 205 was used to calculate IC50 curves.

Results
Selinexor inhibits the growth of NSCLC cell lines
In phase 1 clinical studies of patients with advanced solid tumors dosed
from 3-85 mg/m2 (2-50 mg), the Cmax of selinexor in the serum ranged
from 30-1373 ng/mL [24]. To test whether selinexor inhibited the growth
of lung cancer cells at clinically relevant concentrations, seven NSCLC cell
lines were selected and their ability to proliferate and susceptibility to death
were evaluated. Of the 7 cell lines tested in a modified MTT cytotoxicity
assay, 5 were sensitive (NCI-H2122, NCI-H226, NCI-H520, NCI-H889,
NCI-H1299; EC50<400 nM), 1 had intermediate sensitivity (A549; EC50
400-1000 nM), and 1 was resistant (NCI-H2030; EC50 9100 nM) (Table 1).
In addition, sensitivity to selinexor was not associated with the NSCLC
subtype nor with the mutational status of p53 or KRAS. All cells were
wild type for EGFR and for AKT (Table 1). These results were consistent
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with findings in other NSCLC cells where sensitivity to selinexor did not
correlate with common genetic abnormalities [25].
To further examine the effect of selinexor on proliferation and cell
viability, one sensitive NSCLC cell line, p53 null NCI-H1299 (EC50: 130
nM), and one intermediately sensitive NSCLC cell line, p53 wild type
A549 (EC50: 410-700 nM), both of which carry KRAS mutations, were
chosen for subsequent analyses. According to the NCI-Navy Medical
Oncology Branch, NCI-H1299 are characterized as NSCLC epithelial cells
morphologically derived from the lymph node [26] whereas A549 are an
adenocarcinoma alveolar basal epithelial cell line [27].
To evaluate the inhibitory effects of selinexor on the growth of tumor
cells in culture, the clonogenic assay [28] was used. The effects of selinexor
on NSCLC clonal and cell growth were tested over the course of 8 days in
culture. Complete inhibition of cell growth by selinexor was demonstrated
in both the sensitive NCI-H1299 and intermediately sensitive A549 cell
lines (Figure 1). Treatment of NCI-H1299 with 1 µM selinexor (Figure 1A)
and A549 with 5 µM selinexor (Figure 1B) for 8 days resulted in complete
growth inhibition as determined by visual inspection as well as by
spectrometer quantification of Gentian Violet staining of adherent viable
cells. In contrast, the vehicle control treated NCI-H1299 and A549 cells
grew normally until day 6 when they became over confluent and began
to decrease due overcrowding and death (Figure 1). Lower concentrations
of selinexor were also tested on both cell lines in the clonogenic assay
yielding similar results (data not shown).
Growth inhibition by selinexor could potentially be achieved by various
mechanisms. In order to better understand these mechanisms, both
vehicle and selinexor treated NCI-H1299 and A549 cells were subjected
to cell cycle analyses. For these analyses, NCI-H1299 and A549 were
treated with 1 and 5 µM selinexor, respectively, for 1 and 3 days and were
evaluated for BrdU incorporation and DNA content by flow cytometry
(Figure 2). Applying selinexor to sensitive p53 null NCI-H1299 cells
reduced but did not eliminate S phase, induced G1 arrest, and increased
the sub-G1 population in a time-dependent manner (Figure 2A). In
contrast, treating p53 wild type A549 cells with selinexor completely
eliminated S phase, induced prominent G2 arrest as well as G1 arrest,
and increased sub-G1 (apoptotic) cells, although not to the same extent
as observed in selinexor-treated NCI-H1299 cells (Figure 2B). Increase in
the sub-G1 cell population correlates with increased cell death, indicating
that NCI-H1299 cells had a higher degree of cell death than A549 cells.
These data raise the possibility that p53 was involved in the prominent G2
arrest observed in the A549 cells.
Additional flow cytometry was also performed on the most resistant
NSCLC cell line, NCI-H2030 (EC50 9.1 μM) (Supplementary Figure 1).
Cell cycle profile analysis of the resistant NCI-H2030 cell line treated
with 10 µM of selinexor for 3 days revealed a reduction in S phase with a
corresponding modest increase in G1 phase without significant cell death
(Supplementary Figure 1A). Although not clinically relevant, treatment of
NCI-H2030 cells with 60 µM selinexor for 2 days reduced S and G1 phases,
and increased G2 phase and cell death (sub-G1 phase) (Supplementary
Figure 1B). By day 3, 60 µM selinexor caused death in all NCI-H2030 cells
(data not shown). These results demonstrated that selinexor administered
at a higher dose induced cell cycle arrest and cell death in a time and dose
dependent manner similarly in the resistant NCI-H2030 cells as in the
sensitive NCI-H1299 and intermediately sensitive A549 cells.

Selinexor induces cell death via apoptosis
The results from the clonogenic assay and flow cytometry analyses
indicate that selinexor induced NSCLC cell death. To determine whether
selinexor induced NSCLC apoptosis, apoptotic markers were analyzed by
Western blot. NCI-H1299 and A549 cells were treated with 0, 30, 100, 300,
1000 or 3000 nM selinexor for 24 or 48 hours (Figure 3). In NCI-H1299
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Cell lines

MTT EC50(nM)
selinexor

Histology

EGFR
status

PIK3CA/PT EN/
AKT

p53

K-ras

CDKN2A

H2122

40

ADC

wt

wt

*p.C176F

*p.G12C

*c.del150

H226

70

SCC

wt

wt

wt

wt

*c.150del150

H520

160

SCC

wt

wt

*p.W146

wt

* p.G45fs*8

†mutant

wt

H-889

25

ADC

wt

wt

*p.C242S

H1299

130

ADC

wt

wt

null

*G12C

*c. 150del150

Mid

A549

410-700

ADC

wt

wt

wt

*p.G12S

null

Resistant

H2030

9100

ADC

wt

NA

*p.G262V

*p.G12C

wt

Table 1: XPO1 inhibition induced cytotoxicity in NSCLC cell lines independent of genotype

Control

A.

Selinexor

2

Relative Growth

day 0
day 4
day 6
day 8

1.5
H1299 control

1

H1299 selinexor
0.5
0
day 0 day 4 day 6 day 8

B.

Control

Selinexor

2

day 4
day 6
day 8

Relative Growth

day 0

1.5
A549 control

1

A549 selinexor
0.5
0
day 0 day 4 day 6 day 8

Figure 1: Selinexor inhibited cell growth in NSCLC cell lines.
A) NCI-H1299 and B) A549 cells were plated at 5000 cells/well and treated with either DMSO (control) or with 1 µM selinexor (NCI-H1299) and 5
µM selinexor (A549). Cells were stained with Gentian Violet and imaged at days 0, 4, 6, and 8. The control cells for both NCI-H1299 and A549 grew
normally until day 6 when they became overpopulated. The relative growth for both cell types was determined by solubilizing the cells with 10% acetic
acid and measuring the OD at 590 nm. Lack of color detection indicated that treatment with selinexor inhibited cell growth in both NCI-H1299 and
A549 cells.

cells, treatment with >300 nM selinexor for 24 hours led to a reduction of
full length caspase 3 and PARP as well as to an increase in their cleaved
products. This pattern was also seen in the A549 cells, but higher selinexor
concentrations were required for caspase 3 and PARP cleavage consistent
with results in other assays. Interestingly, distinctions were observed
between intrinsic and extrinsic apoptotic pathways, where the cleavage
products of caspase 8 (extrinsic) were more prominent in A549 than in

NCI-H1299 cells, and the levels of full length caspase 9 (intrinsic) were
reduced in both cell types with selinexor treatment (Figure 3). These
results suggest that selinexor induced both the extrinsic and intrinsic
apoptotic pathways in NSCLC cells, ultimately resulting in cell death.
In addition, induction of apoptosis by selinexor is independent of p53,
which is consistent with the effect of SINE compounds on apoptosis in
solid tumor and lymphoma models [29,30].
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A.
100%
90%

3.4

NCI-H1299
3.8

0.8
7.8

20.2

80%
70%
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31.9

53.2

60%

G2

50%

S
66.2

40%
30%
20%
0%

2.8
day 1 no drug

B.
100%

50.3

40.0

10%

day1

37.5

37.4

0.4
G2
41.8

50.9

S
G1

55.3

20%
0%

25.7

0.6

50%

10%

day3

A549

60%

30%

Selinexor and the NF-κB pathway

2.1

70%

40%

sub-G1

9.1

90%
80%

G1

sub-G1
30.3

8.4

6.0

day 1 no drug

day1

analyzed. Although the observed dose-dependent decrease of XPO1 in
both A549 and NCI-H1299 in response to treatment with selinexor
was expected and consistent with previous published results [22], the
dose-dependent decrease of FOXO3 a protein was unexpected and not
previously observed in other cell lines (Figure 5). In A549 cells, levels
of p53 and p21 protein increased in a dose-dependent manner whereas
similar to Figure 4A neither protein was detected in the NCI-H1299 cells
(Figure 5). E2F4 protein levels in A549 cells were not affected by selinexor
treatment whereas in NCI-H1299 cells it was slightly decreased when
treated with higher selinexor concentrations. Levels of survivin protein
were not altered in either cell type with selinexor treatment (Figure 5).
Together these data demonstrate that selinexor can modulate both protein
localization as well as expression in order to inhibit cell cycle progression
and induce apoptosis.

day3

Figure 2: Selinexor induced growth arrest and cell death in NSCLC cell lines.
A) NCI-H1299 and B) A549 cells were treated with control (no drug) or
with 1 µM selinexor (NCI-H1299) or 5 µM selinexor (A549) and incubated
with BrdU for 2 hours prior to collection and fixation at days 1 and 3 in
culture. Fixed cells were stained for both BrdU and 7-AAD incorporation
and then the cell cycle profile for each cell type was evaluated by flow
cytometry.

The NF-κB/IκB pathway has been extensively studied for its role
in cancer manifestation and progression [31]. Based on the results
showing that selinexor treatment induces nuclear accumulation of IκB
in vitro (Figure 4), the effects of selinexor on NF-κB activity and protein
expression levels in NSCLC cells in vitro was evaluated (Figure 6).
NCI-H1299 and A549 cells were pretreated with serially diluted selinexor
for 1 hour followed by a 4 hour stimulation with TNFα and then evaluated
for the ability of the NF-κB p65 subunit to bind to a consensus binding
sequence in a NF-κB activity assay. In this assay, selinexor was determined
to have a NF-κB IC50 of 0.78 µM in NCI-H1299 cells and a somewhat
higher IC50 of 1.19 µM in the less sensitive A549 cells (Figure 6A). In a
subsequent western blot analysis, treatment with 0, 30, 100, 300, 1000 or
3000 nM selinexor for 24 hours decreased the protein levels of NF-κB p65
and IκB in both A549 and NCI-H1299 cells in a dose-dependent manner
(Figure 6B). Selinexor could therefore be inhibiting activation of the NFκB pathway by retaining IκB in the nucleus where it can neutralize NFκB transcriptional activity, thereby preventing downstream pro-survival
events in NSCLC cells.

Effects of selinexor on NSCLC cells in vivo
The effects of selinexor were next evaluated in vivo on the growth of the
moderately sensitive NSCLC line A549 in a mouse xenograft model. Mice

A549
0

Selinexor induces nuclear localization of multiple TSPs
Immunofluorescence microscopy was used to elucidate the role
of selinexor on the nuclear accumulation of key TSPs and cell cycle
regulators. In contrast to predominantly cytoplasmic localization in
vehicle treated cells, nuclear localization of IκB, E2F4, and survivin was
enhanced in NCI-H1299 cells treated with 1 µM selinexor (Figure 4A).
Because NCI-H1299 is a p53 null cell line (Table 1), p53 and p21 (under
both p53 -dependent and -independent transcriptional control) could not
be detected with or without selinexor treatment. A549, a p53 wild type
cell line, exhibited substantially enhanced nuclear localization of tested
TSPs – p53, p21, IκB, E2F4 and survivin– upon treatment with 1 µM
selinexor (Figure 4B). These results demonstrated that selinexor induced
nuclear localization of several TSPs regardless of p53 status and induced
apoptosis potentially through blocking cell cycle regulators such as E2F4
and survivin in the nucleus.
Western blot analysis was used to evaluate the effects of selinexor on
levels of TSPs and other cell cycle regulator proteins. NCI-H1299 and
A549 cells were treated with increasing amounts of selinexor for 24 hours
and the protein levels of TSPs and other transcriptional modulators were

30 100 300 1000 3000

H1299
0

30 100 300 1000 3000 nM selinexor

PARP
actin
caspase 3

FL
CL

caspase 8
caspase 9

CL
FL

actin
Figure 3: Selinexor induced cell death via apoptosis. Immunoblots of
whole cell lysates from A549 and NCI-H1299 cells treated with 0, 30,
100, 300, 1000, or 3000 nM selinexor for 24 (PARP and corresponding
actin) and 48 hours (caspases 3, 8, 9 and actin). CL =cleaved, FL =full length.
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Figure 4: Selinexor induced nuclear localization of multiple TSPs and transcriptional regulators in two NSCLC cell lines, A) NCI-H1299 and B) A549.
NCI-H1299 and A549 were treated with 1 µM selinexor for 4 hours (p53 and IĸB) or 24 hours (p21, E2F4, and survivin) prior to fixation and subsequent
immunofluorescence microscopy.

0

30
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actin

FOXO3a
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Figure 5: Selinexor induced protein expression changes in several TSP
and transcriptional regulators in two NSCLC cell lines. Immunoblots of
whole cell lysates from A549 and NCI-H1299 cells treated with 0, 30,
100, 300, 1000, or 3000 nM selinexor for 24 hours.

Figure 6: Selinexor modulated NF-ĸB activity and reduced protein
expression of NF-ĸB and IĸB in A549 and NCI-H1299 cell lines
regardless of p53 status. A) NF-ĸB IC50 determination from NCI-H1299
and A549 cells treated with 0.12, 0.37, 1.1, 3.3, 10, and 30 µM selinexor
in serum-free media for 1 hour prior to the addition of 20 ng/ml TNFα
for 4 hours. NF-ĸB IC50 values were calculated from total cell lysates
evaluated for NF-ĸB activity in the NF-ĸB binding assay. B) Immunoblots
of whole cell lysates from A549 and NCI-H1299 cells treated with 0, 30,
100, 300, 1000, or 3000 nM selinexor for 48 hours.
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were subcutaneously inoculated with A549 cells and once the tumors
reached a mean volume of ~100 mm3, mice were treated as shown in Table
2. Selinexor showed dose-dependent inhibition of A549 xenograft growth,
with maximal mean inhibition of 81% in the selinexor 20 mg/kg group
compared to the vehicle group (Figure 7A) versus cisplatin with maximal
inhibition of 13% compared to vehicle. Mean tumor volume changes were
measured and reported in Figure 7B. This analysis indicated that there
were statistically significant differences between the vehicle control group
and the group treated with selinexor at 10 mg/kg (p=0.001) and 20 mg/
kg (p<0.0001).

To better understand how selinexor inhibited tumor growth in
the mouse xenograft model, tumors were harvested on day 31 and
immunohistochemistry (IHC) performed. Representative images from
each vehicle control and selinexor treated tumors are shown (Figure 8).
Hematoxylin and eosin (H&E) staining showed the overall architecture
of the tumors with and without selinexor (Figure 8A). Selinexor treated
tumors showed more stroma (fibrotic) with fewer tumor cells than vehicle
treated tumors. Treatment with selinexor reduced cell proliferation
compared to the vehicle treated tumors as visualized by reduced Ki67
staining (Figure 8A). Although staining for p53 and p21 were not different

1

Number of
animals
10

Vehicle

0.1 ml/10g

PO

qod × 3

2

10

Cisplatin

5 mg/kg

IP

Days 1, 15

3

10

Selinexor

10 mg/kg

PO

qod × 3

4

10

Selinexor

20 mg/kg

PO

qod × 3

Group

Test Article

Dose

Route of Administration

Schedule

Table 2: A549 xenograft study groups

A.
A.
Tumor Volume (mm3)

2500
2000
1500

Vehicle
Cisplatin 5 mg/kg

1000

Selinexor 10 mg/kg
Selinexor 20 mg/kg

500
0
1

3

5

8

10 12 15 17 19 22 24 26 29 31

Days

Mean AUC Tumor Volume (+/- SEM)

BB...

p < 0.0001

25000

p = 0.001
20000

15000

10000

5000

0
Vehicle

Cisplatin 5 mg/kg

Selinexor 10 mg/kg

Selinexor 20 mg/kg

Figure 7: Treatment with selinexor reduced mean tumor volumes in an A549 xenograft model. A. Mean tumor volumes were calculated from the length
and width measurements. Group means were calculated and are shown with error bars representing SEM for each group. B. The Area Under the Curve
(AUC) was calculated using the trapezoidal rule transformation for the tumor volume measured from each animal in the study. Group means were
calculated and are shown with error bars representing SEM for each group. Groups were compared using an ANOVA test, and statistically significant
differences were seen between the vehicle control group and the groups treated with selinexor at 10 mg/kg (p=0.001) and 20 mg/kg (p<0.0001).
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in selinexor treated compared to vehicle treated tumors, selinexor-treated
tumors showed increased nuclear accumulation of FOXO1 and survivin
compared to vehicle treated tumors (Figure 8B). Since selinexor treatment
induced nuclear localization of IκB, modulated NF-κB activity, and
reduced NF-κB and IκB expression in NSCLC in vitro (Figures 4 and 6),
the effect of selinexor treatment on this pathway was also evaluated in
vivo. In tumors treated with selinexor, increased nuclear localization of
both NF-κB and IκB was observed compared to vehicle treated tumors
(Figure 8C). Nuclear co-localization of NF-κB and IκB is associated
with inhibition of NF-κB activity [7,8], consistent with effects of
selinexor on NF-κB in vitro (see above). Together these finding suggest
that selinexor induces nuclear accumulation of proteins both in vitro
and in vivo and modulates multiple pathways leading to NSCLC cell
cycle arrest and death.

Discussion
XPO1, a nuclear export protein and a member of the karyopherin-β
family, has been shown to be overexpressed in a variety of different
cancer types. Many studies have reported that inhibition of XPO1 nuclear
export by SINE compounds results in nuclear accumulation of TSPs,
inhibition of cell growth, and induction of apoptosis [10]. The clinical
SINE compound, selinexor, is currently being evaluated in patients
with advanced solid tumors, including lung cancer (NCT02351505),
and thus far has demonstrated an acceptable safety profile and clinical
benefit [24]. The preclinical data presented here support the anti-tumor
activity and potential therapeutic effect of selinexor in NSCLC. In vitro,
selinexor induced cell cycle arrest and apoptosis in a dose- and timedependent manner, induced cytoplasmic to nuclear localization of TSPs
and cell cycle regulators, and modulated the NF-κB pathway regardless
of histological sub-type and mutational profiles. In vivo, selinexor was a
more effective treatment than cisplatin in a mouse xenograft model and
showed histological profiles consistent with the in vitro data. These results
demonstrate that selinexor is a potent and effective inhibitor of NSCLC.
This study directly interrogated whether in NSCLC the TSP p53
was required for the anti-cancer activity of selinexor. Consistent with
observations reported with SINE compounds in other cancer types
[22,30,32], selinexor exerted anti-cancer effects in NSCLC regardless of
p53 status where similar results were seen in the p53 null NCI-H1299
and in the p53 wild type A549 cell lines. This suggests that although p53
has been shown to be important for cell cycle regulation and induction
of apoptosis [33,34], it is not required for these events to be mediated by
treatment with selinexor.
Although the outcomes of treatment with selinexor on NCI-H1299 and
A549 are similar, closer examination revealed distinct differences in their
response to the compound over time, possibility reflected by their differing
sensitivities to the drug. Comparison of the cell cycle profiles of each cell
type when treated with selinexor revealed differences in accumulation of
cells in the distinct phases of the cell cycle. The appearance of a larger
sub-G1 fraction of apoptotic cells in NCI-H1299 compared to A549 cells
was a reflection of the fact that NCI-H1299 cells are more sensitive to
selinexor. The sub-G1 population was expected to increase in selinexor
treated A549 cells over time. However, the increased G2 arrest in A549
cells that was not observed in NCI-H1299 cells indicated that each cell line
responded differently to selinexor. Nonetheless, cell death was ultimately
achieved in both cell types when treated with selinexor as evidenced by
both the clonogenic assay as well as by western blot analysis for PARP
cleavage and caspase activity.
Nuclear localization of most TSPs is required for their primary cell cycle
checkpoint functions. Cancer cells overexpress XPO1 and other cofactors
leading to the nuclear exclusion of key TSPs including p53, FOXO
proteins, p27, and others that leads to functional inactivation of the TSPs,

Open Access
and contributes to resistance of neoplastic cells to apoptosis. Inhibition of
XPO1 has previously been shown to lead to the accumulation of multiple
diverse TSPs in the nucleus; export is prevented but their import from
the cytoplasm is unaffected [12-15]. A hallmark feature of the effect of
SINE compound treatment on cancer cells is the nuclear accumulation of
many proteins involved in cancer progression [29,32,35-38]. Survivin is a
member of the inhibitor of apoptosis family (IAP) and is highly expressed
in a wide variety of cancers [39]. Survivin proliferative activity is exerted
in the cytoplasm [40] and its forced nuclear retention may lead to its
ubiquitination and proteasomal degradation [41]. Interestingly, patients
with osteosarcoma, bladder, breast and lung cancers were reported to
have favorable outcomes when survivin nuclear localization was observed
[42,43]. The findings in this study demonstrated that selinexor-mediated
nuclear entrapment of survivin in vitro and in vivo associates with cancer
cell death.
In addition to survivin, selinexor treatment also induced the nuclear
accumulation of the transcription factor E2F4. E2F4 is a cell cycle
regulator that is exported to the cytoplasm by XPO1 to allow cells to enter
into the cell cycle [44]. When confined to the nucleus, E2F4 binds to the
three TSPs: p107, p130 and pRb and its binding is essential to activate
their tumor suppression activities. Selinexor also induced pRB activity
indicated by reduced nuclear detection of phospho-pRb (not shown) and
it remains to be determined whether p107 and p130 are activated as well.
Similar to survivin and E2F4, selinexor induced nuclear accumulation
of p53 and its downstream target p21. p21 binds to and inhibits cyclinCDK2 and cyclin-CDK4 complexes and therefore arrests cells in the G1
phase of the cell cycle [45], as observed in the FACS analysis (Figure 2).
Although the mechanism is not fully understood, SINE compounds
have been reported to increase nuclear localization of NF-κB and IκB as
well as inhibit NF-κB activity in many different types of cancers [32,35,38].
The transcription factor NF-κB is normally bound to its inhibitor, IκB, in
the cytoplasm [5]. Upon activation, NF-κB is released from IκB, which
is targeted for degradation, and then NF-κB enters the nucleus to upregulate gene expression related to cell cycle progression as well as to
inflammation [46]. In a negative feedback loop mechanism, IκB (itself
an NF-κB regulated gene) enters the nucleus to prevent further NF-κBmediated gene activation [47]. Although NF-κB and/or IκB have yet to be
definitively identified as XPO1 cargos, previous in vitro studies showed
LMB treatment induced nuclear retention of NF-κB/IκB complexes and
inhibited NF-κB activity which was attributed to the nuclear export
signal identified in the N-terminus of IκBα [7,8]. In our study, selinexor
inhibited the NF-κB pathway by inducing nuclear accumulation of IκB
in vitro and in vivo, as well as decreased protein levels of NF-κB and IκB
in both NSCLC cell lines, potentially resulting from a negative feedback
loop on their own transcription. Inhibition of NF-κB activity occurred
at lower concentrations of selinexor in the more sensitive NCI-H1299
compared to A549 cells, in agreement with increased baseline cytosolic
expression/localization of IκB observed in A549 cells. The underlying
mechanism of how selinexor abrogates the NF-κB pathway is currently
under investigation.
Results from previous preclinical studies with SINE compounds in
NSCLC cell lines were consistent with the findings in this study. Evaluation
of the SINE compounds KPT-185 and KPT-276, early analogues of the
clinical candidate selinexor, showed anti-cancer activity in NSCLC cell
lines and mouse xenografts [22]. However, unlike the results reported
here with selinexor, the previous study reported no effect on NF-κB or
IκB expression. Although it resulted in reduced tumor growth, mice were
treated with clinically irrelevant doses of the SINE compound KPT-276.
Preclinical work with KPT-330 (selinexor) in NSCLC by Sun et al. [25]
did not examine the NF-κB pathway nor investigate the effects of in vivo
treatment of KPT-330 by histological analysis. In the present study, the
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Figure 8: A549 xenograft histology. Selinexor induced A) reduced proliferation (reduction in Ki67), B) nuclear accumulation of FOXO1 and survivin and
C) nuclear accumulation of NF-ĸB and IĸB (40x).
Supplementary Figure 1: NCI-H2030 cells were resistant to selinexor at A) 10 µM but not at B) 60 µM. See Figure 2 for a description of the cell cycle
profile analysis by flow cytometry. Resistant NCI-H2030 cells treated with the EC50 concentration of selinexor (10 µM) had decreased S phase with a
corresponding modest increase in G1 without significant cell death. By day 3, 60 µM selinexor caused death in all NCI-H2030 cells.

cell cycle profile of the clinically-relevant XPO1 inhibitor selinexor was
evaluated more extensively than the previous studies (3 days versus 24
hours), the NF-κB pathway was interrogated, clinically relevant doses of
drug were tested in mouse models, and a thorough histological analysis
of tumors treated with selinexor was performed. Regardless of the SINE
compound tested or NSCLC cell lines evaluated, the data together
consistently support SINE compounds having potent anti-cancer activity.

References

NSCLC, the predominant form of lung cancer, is characterized by
poor prognosis and very limited treatment options. Survival rates are
still low despite current targeted therapies for the treatment of NSCLC
[4]. The effects of XPO1 inhibition by selinexor in vivo lead to the most
exciting aspect of this study, which was the tremendous reduction in
mean tumor volume in the A549 mouse xenograft model. The treatment
was well-tolerated and showed significantly decreased mean tumor
volume compared to the cisplatin positive control. Selinexor is currently
being tested in Phase I and II/IIb clinical trials as both a single agent
as well as in combination with other therapies to treat a variety of solid
and hematological malignancies (Clinicaltrials.gov NCT01607892 and
NCT01607905). The results from the Phase I clinical study as well as the
in vivo data presented here suggest that the XPO1 inhibitor selinexor is a
promising novel drug for NSCLC treatment.

1.

Jemal A, Bray F, Center MM, Ferlay J, Ward E, et al. (2011) Global
cancer statistics. CA Cancer J Clin 61: 69-90.

2.

Ramalingam SS, Owonikoko TK, Khuri FR (2011) Lung cancer: New
biological insights and recent therapeutic advances. CA Cancer J Clin
61: 91-112.

3.

Deben C, Deschoolmeester V, Lardon F, Rolfo C, Pauwels P (2016)
TP53 and MDM2 genetic alterations in non-small cell lung cancer:
Evaluating their prognostic and predictive value. Crit Rev Oncol
Hematol 99: 63-73.

4.

Lemjabbar-Alaoui H, Hassan OU, Yang YW, Buchanan P (2015) Lung
cancer: Biology and treatment options. Biochimica et biophysica acta
1856: 189-210.

5.

Chen W, Li Z, Bai L, Lin Y (2011) NF-kappaB in lung cancer, a
carcinogenesis mediator and a prevention and therapy target. Front
Biosci (Landmark Ed) 16: 1172-1185.

6.

Gravina G, Senapedis W, McCauley D, Baloglu E, Shacham S, et al.
(2014) Nucleo-cytoplasmic transport as a therapeutic target of cancer.
J Hematol Oncol 7: 85.

Citation: Crochiere M, Senapedis W, Kashyap T, Rashal T, McCauley D, et al. (2016) The Selective Inhibitor of Nuclear Export Compound, Selinexor,
Inhibits NF-κB and Induces Anti-Non-Small Cell Lung Cancer Activity Regardless of p53 Status. Int J Cancer Res Mol Mech 2(2): doi http://dx.doi.
org/10.16966/2381-3318.126

9

SciForschen
Open HUB for Scientific Researc h

7.

Rodriguez MS, Thompson J, Hay RT, Dargemont C (1999) Nuclear
retention of IkappaBalpha protects it from signal-induced degradation
and inhibits nuclear factor kappaB transcriptional activation. J Biol
Chem 274: 9108-9115.

8.

Huang TT, Kudo N, Yoshida M, Miyamoto S (2000) A nuclear export
signal in the N-terminal regulatory domain of IkappaBalpha controls
cytoplasmic localization of inactive NF-kappaB/IkappaBalpha
complexes. Proc Natl Acad Sci USA 97: 1014-1019.

9.

Chook YM, Suel KE (2011) Nuclear import by karyopherin-βs:
recognition and inhibition. Biochim Biophys Acta 1813: 1593-1606.

Open Access
27. Giard DJ, Aaronson SA, Todaro GJ, Arnstein P, Kersey JH, et al.
(1973) In vitro cultivation of human tumors: establishment of cell lines
derived from a series of solid tumors. J Natl Cancer Inst 51: 1417-1423.
28. Hoffman RM (1991) In vitro sensitivity assays in cancer: a review,
analysis, and prognosis. J Clin Lab Anal 5: 133-143.
29. Azmi AS, Aboukameel A, Bao B, Sarkar FH, Philip PA, et al. (2013)
Selective inhibitors of nuclear export block pancreatic cancer cell
proliferation and reduce tumor growth in mice. Gastroenterology 144:
447-456.

10. Senapedis WT, Baloglu E, Landesman Y (2014) Clinical translation
of nuclear export inhibitors in cancer. Semin Cancer Biol 27: 74-86.

30. Azmi AS, Ayad Al-Katib A, Aboukameel A, McCauley D, Kauffman M,
et al. (2013) Selective inhibitors of nuclear export for the treatment of
non-Hodgkin’s lymphomas. Haematologica 98: 1098-1106.

11. Okamura M, Inose H, Masuda S (2015) RNA Export through the NPC
in Eukaryotes. Genes 6: 124-149.

31. DiDonato JA, Mercurio F, Karin M (2012) NF-kappaB and the link
between inflammation and cancer. Immunol Rev 246: 379-400.

12. Kanai M, Hanashiro K, Kim SH, Hanai S, Boulares AH, et al. (2007)
Inhibition of Crm1-p53 interaction and nuclear export of p53 by
poly(ADP-ribosyl)ation. Nat Cell Biol 9: 1175-1183.

32. Zhang K, Wang M, Tamayo AT, Shacham S, Kauffman M, et al. (2013)
Novel selective inhibitors of nuclear export CRM1 antagonists for
therapy in mantle cell lymphoma. Exp Hematol 41: 67-78.

13. Shao C, Lu C, Chen L, Koty PP, Cobos E, et al. (2011) p53-Dependent
anticancer effects of leptomycin B on lung adenocarcinoma. Cancer
Chemother Pharmacol 67: 1369-1380.

33. Ozaki T, Nakagawara A (2011) p53: the attractive tumor suppressor in
the cancer research field. J Biomed Biotechnol. 2011: 603925.

14. Vogt PK, Jiang H, Aoki M (2005) Triple layer control: phosphorylation,
acetylation and ubiquitination of FOXO proteins. Cell Cycle 4: 908-913.
15. Roth DM, Harper I, Pouton CW, Jans DA (2009) Modulation of
nucleocytoplasmic trafficking by retention in cytoplasm or nucleus. J
Cell Biochem 107: 1160-1167.
16. Thakar K, Karaca S, Port SA, Urlaub H, Kehlenbach RH (2013)
Identification of CRM1-dependent Nuclear Export Cargos Using
Quantitative Mass Spectrometry. Mol Cell Proteomics 12: 664-678.
17. Turner JG, Sullivan DM (2008) CRM1-mediated nuclear export of
proteins and drug resistance in cancer. Curr Med Chem 15: 2648-2655.
18. Lu C, Shao C, Cobos E, Singh KP, Gao W (2012) Chemotherapeutic
sensitization of leptomycin B resistant lung cancer cells by
pretreatment with doxorubicin. PLoS One 7: e32895.
19. Newlands ES, Rustin GJ, Brampton MH (1996) Phase I trial of
elactocin. Br J Cancer 74: 648-649.
20. Mutka SC, Yang WQ, Dong SD, Ward SL, Craig DA, et al. (2009)
Identification of nuclear export inhibitors with potent anticancer activity
in vivo. Cancer Res 69: 510-517.
21. Neggers JE, Vercruysse T, Jacquemyn M, Vanstreels E, Baloglu E, et
al. (2015) Identifying drug-target selectivity of small-molecule CRM1/
XPO1 inhibitors by CRISPR/Cas9 genome editing. Chem Biol 22:
107-116.
22. Wang S, Han X, Wang J, Yao J, Shi Y (2014) Antitumor effects of a
novel chromosome region maintenance 1 (CRM1) inhibitor on nonsmall cell lung cancer cells in vitro and in mouse tumor xenografts.
PLoS One 9: e89848.
23. Phelan MC (2007) Basic techniques in mammalian cell tissue culture.
Curr Protoc Cell Biol 1: 1.
24. Abdul Razak AR, Mau-Soerensen M, Gabrail NY, Gerecitano JF,
Shields AF, et al. (2016) First-in-Class, First-in-Human Phase I Study
of Selinexor, a Selective Inhibitor of Nuclear Export, in Patients With
Advanced Solid Tumors. J Clin Oncol.
25. Sun H, Hattori N, Chien W, Sun Q, Sudo M, et al. (2014) KPT-330 has
antitumour activity against non-small cell lung cancer. Br J Cancer
111: 281-291.
26. Phelps RM, Johnson BE, Ihde DC, Gazdar AF, Carbone DP, et al.
(1996) NCI-Navy Medical Oncology Branch cell line supplement. J
Cell Biochem Suppl 24: 1-291.

34. Haupt S, Berger M, Goldberg Z, Haupt Y (2003) Apoptosis - the p53
network. J Cell Sci 116: 4077-4085.
35. Lapalombella R, Sun Q, Williams K, Tangeman L, Jha S, et al. (2012)
Selective inhibitors of nuclear export show that CRM1/XPO1 is a
target in chronic lymphocytic leukemia. Blood 120: 4621-4634.
36. Ranganathan P, Yu X, Na C, Santhanam R, Shacham S, et al.
(2012) Preclinical activity of a novel CRM1 inhibitor in acute myeloid
leukemia. Blood 120: 1765-1773.
37. Salas Fragomeni RA, Chung HW, Landesman Y, Senapedis W, SaintMartin JR, et al. (2013) CRM1 and BRAF Inhibition Synergize and
Induce Tumor Regression in BRAF-Mutant Melanoma. Mol Cancer
Ther 12: 1171-1179.
38. Tai YT, Landesman Y, Acharya C, Calle Y, Zhong MY, et al. (2014)
CRM1 inhibition induces tumor cell cytotoxicity and impairs
osteoclastogenesis in multiple myeloma: molecular mechanisms and
therapeutic implications. Leukemia 28: 155-165.
39. Li F, Yang J, Ramnath N, Javle MM, Tan D (2005) Nuclear or
cytoplasmic expression of survivin: what is the significance? Int J
Cancer 114: 509-512.
40. Knauer SK, Kramer OH, Knosel T, Engels K, Rodel F, et al. (2007)
Nuclear export is essential for the tumor-promoting activity of survivin.
FASEB J 21: 207-216.
41. Chan KS, Wong CH, Huang YF, Li HY (2010) Survivin withdrawal
by nuclear export failure as a physiological switch to commit cells to
apoptosis. Cell Death Dis 1: e57.
42. Li F (2003) Survivin study: what is the next wave? J Cell Physiol 197: 8-29.
43. Zhang LQ, Wang J, Jiang F, Xu L, Liu FY, et al. (2012) Prognostic
value of survivin in patients with non-small cell lung carcinoma: a
systematic review with meta-analysis. PLoS One 7: e34100.
44. Gaubatz S, Lees JA, Lindeman GJ, Livingston DM (2001) E2F4 is
exported from the nucleus in a CRM1-dependent manner. Mol Cell
Biol 21: 1384-1392.
45. Warfel NA, El-Deiry WS (2013) p21WAF1 and tumourigenesis: 20
years after. Curr Opin Oncol 25: 52-58.
46. Chiao PJ, Miyamoto S, Verma IM (1994) Autoregulation of I kappa B
alpha activity. Proc Natl Acad Sci U S A 91: 28-32.
47. Arenzana-Seisdedos F, Turpin P, Rodriguez M, Thomas D, Hay RT,
et al. (1997) Nuclear localization of I kappa B alpha promotes active
transport of NF-kappa B from the nucleus to the cytoplasm. J Cell Sci
110: 369-378.

Citation: Crochiere M, Senapedis W, Kashyap T, Rashal T, McCauley D, et al. (2016) The Selective Inhibitor of Nuclear Export Compound, Selinexor,
Inhibits NF-κB and Induces Anti-Non-Small Cell Lung Cancer Activity Regardless of p53 Status. Int J Cancer Res Mol Mech 2(2): doi http://dx.doi.
org/10.16966/2381-3318.126

10

SciForschen
Open HUB for Scientific Researc h

Open Access

A.

NCI-H2030 10 µM selinexor
100%
90%
80%

7.4

5.1
5.2

7.5
3.6

19.4

70%
G2

60%
50%
40%
30%

88.6

84.8

71.5

S
G1
sub-G1

20%
10%
0%

B.
100%
90%
80%

0.8
day 1 no drug

0.8
day1

3.2
day3

NCI-H2030 60 µM selinexor
7.4
19.4

16.4
1.6

14.3
2.3

70%
60%

51.3

50%
40%
30%

70.7

S
G1

71.5

sub-G1

20%

28.1

10%
0%

G2

0.8
day 1 no drug

10.2
day1

day 2

Supplementary Figure 1: NCI-H2030 cells were resistant to selinexor at A) 10 µM but not at B) 60 µM. See Figure 2 for a description of
the cell cycle profile analysis by flow cytometry. Resistant NCI-H2030 cells treated with the EC50 concentration of selinexor (10 µM) had
decreased S phase with a corresponding modest increase in G1 without significant cell death. By day 3, 60 µM selinexor caused death in
all NCI-H2030 cells.
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