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ABSTRACT

Purpose Previous research has led to the recognition of a
cGMP signaling pathway governing drug transport. This study
is to investigate whether inhibitors of phosphodiesterase type 5
(PDES), which increase intracellular cGMP levels, modulate the
cytotoxicity and uptake of anti-cancer drugs in cancer cells.
Methods The experiments were conducted with and without
PDES inhibitors: dipyridamole, vardenafil, and/or sildenafil. The
cytotoxicity of doxorubicin, cisplatin and oxaliplatin was deter-
mined in multiple cancer cell lines derived from different tissues.
The cellular uptake of structurally diverse compounds was fur-
ther examined in lung cancer cells with and without various
endocytotic inhibitors. The tumor accumulation and the anti-
tumor effect of trastuzumab were examined in a lung cancer
xenograft mouse model.

Results Dipyridamole could modulate the cytotoxicity of doxo-
rubicin, cisplatin, and oxaliplatin in cancer cells. Particularly, PDES
inhibitors increased cellular uptake of structurally diverse com-
pounds into lung cancer cells both in vitro and in vivo. The effect
of vardenafil on drug uptake could be blocked by endocytotic
inhibitors. The growth of lung cancer xenograft in nude mice
was significantly suppressed by addition of vardenafil to trastu-
zumab treatment.

Conclusion PDES inhibitors may increase the efficacy of anti-
cancer drugs by increasing endocytosis-mediated cellular drug
uptake, and thus serve as adjuvant therapy for certain cancers
such as lung cancer.
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INTRODUCTION

Most of current chemotherapy is nonspecific and nonselec-
tive, which results in only a modest increase in survival and
causes significant toxicity to the patient. The limitation in
efficacy and safety underscores the urgent need to under-
stand the biology of drug accumulation in cancer tissues and
development of novel drug delivery strategies. It has been
previously demonstrated that pharmacological modulation
of a cyclic guanosine monophosphate (cGMP) pathway,
which involves bradykinin (BK) (1-3), nitric oxide (NO)
(4-6), cGMP (7,8), and potassium channel agonists (9—11),
can selectively increase delivery of compounds, including
chemotherapeutic drugs, to brain tumors.

The ¢cGMP pathway has provided a map to develop
therapeutic strategies for enhanced drug delivery to tumor
tissues. In early studies, RMP-7, an analog of bradykinin,
increased drug delivery into tumor tissues of both animals
and humans and improve chemotherapeutic response in
brain tumor patients (1,2,4,12). However, both BK and
RMP-7 have a short disposition half-life in the body and
cause the side-effect of hypotension (5,13), which make their
clinical use difficult. NO donor compounds, such as L-
arginine and hydroxyurea, and potassium channel (K¢,
and K,pp) agonists, such as NS1619, NS1851, minoxidil
sulfate, and diazoxide, are also capable of increasing brain
tumor permeability for drugs (6,9-11,14), although their
ability to enhance chemotherapeutic efficacy remains to be
determined. PDE5 inhibitors, which increase intracellular
c¢GMP levels via their inhibition on ¢cGMP-specific PDES
(15,16), may be effective pharmacological modulators in
the cGMP pathway. We have demonstrated that PDES
inhibitors are very promising adjuvant therapy for the
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treatment of brain tumors (7,8). There is also limited evi-
dence showing that dipyridamole, a PDE5 inhibitor (17),
could increase cellular permeability for anti-cancer drugs in
a few cell lines derived from peripheral tumors (18-20).
Nevertheless, it remains to determine how effective in non-
brain tumors the delivery and efficacy of anti-cancer drugs
can be enhanced by pharmacological modulators of the
c¢GMP pathway, such as PDE5 inhibitors. This can be clin-
ically very significant as those non-brain tumors such as lung
cancer may have much higher prevalence while being life-
threatening as well.

The present study is to investigate whether PDES inhib-
itors modulate the cytotoxicity and uptake of different anti-
cancer drugs in different cancer cells that are derived from
non-brain tumor tissues. At first, the effects of dipyridamole
on the cytotoxicity of doxorubicin, cisplatin and oxaliplatin
were determined in multiple cancer cell lines. We then
focused on a metastatic lung cancer cell line, investigating if
and how different PDE5 inhibitors including dipyridamole,
vardenafil and sildenafil altered the cellular uptake of struc-
turally diverse compounds. Lastly, potential effects of a
PDE5 inhibitor on delivery and efficacy of an anticancer
drug were examined i viwo in a lung cancer xenograft
mouse model.

MATERIALS AND METHODS
Materials

Dipyridamole, cisplatin, and oxaliplatin were purchased
from Sigma-Aldrich (St Louis, MO). Vardenafil (Levitra®)
was obtained from the Bayer Pharmaceuticals Co. (West
Haven, CT), sildenafil (Viagra®) from Pfizer, Inc (New
York, NY), and doxorubicin hydrochloride (adriamycin)
from Ben Venue Laboratories, Inc. (Bedford, OH).
Trastuzumab (Herceptin®) was obtained from Genentech,
Inc. (San Francisco, CA). '*C-carboplatin was customarily
synthesized with PerkinElmer Inc. (Boston, Massachusetts).
"(C-adriamycin was purchased from Moravek Biochemicals
Inc. (Brea, California) and '*C-dextran from Sigma-Aldrich.
Lipofectamine 2000 and Dulbecco’s modified Eagle’s medi-
um (DMEM) medium were purchased from Invitrogen Inc.
(Carlsbad, California). All other reagents except those spe-
cifically described below were commercially available.

Cell Culture

The cell lines in this study included a metastatic lung cancer
cell line (NCI-H1915 or A549), cervix cancer cell lines
(HeLa, KB-3-1, KB-CP20), breast cancer cell lines (MCF-
7, BT-474,MDA-MB-231), liver cancer cell line (HepG2),
ovary cancer cell lines (OA90, 2780 or A2780, 2780CP70 or

A2780/CP70). KB-3-1 and KB-CP20 were provided by
Dr. Michael Gottesman (NIH, Bethesda, MD). 2780
and 2780CP70 cells were from Dr. Michael J Birrer
(Massachusetts General Hospital, Harvard Medical School,
MA). All other cell lines were obtained from American Type
Culture Collection (ATCC) (Manassas, VA). Cells were grown
in DMEM, supplemented with 10% FBS, 4.5 mM glutamine,
penicillin (100 units/ml), and streptomycin (100 pg/ml), and
were maintained in 75-cm? plastic flasks in 5% COy at 37°C.

Cytotoxicity Assessed by MTT Test

Cells were seeded in 96-well plates with a density of 4x 10*
cells/well. Twenty-four hours after seeding, a series of con-
centrations of the tested drugs were added into the plate
wells. The medium was removed after 72-h incubation with
the drugs. The MTT assay was conducted as described
previously (21). In brief, each plate well was added the
DMEM medium with 10% 3-(4,5-dimethylthiazol-2-yl)-
2,5-diphenyltetrazolium bromide (MTT) and incubated for
4 h. Isopropanol with 0.1 N hydrochloric acid was then
added to dissolve the MT'T precipitate, and the absorbance
of the colored solution quantified using a microplate reader
(Bio-Rad. Hercules, CA) at a test wavelength of 570 nm and
a reference wavelength of 690 nm.

Drug Uptake in Cells

The same number of cells were seeded in 24-well plates and
cultured until confluence. All uptake experiments were done
as described previously with minor modifications (8). To
verify the involvement of endocytotic pathways in drug up-
take, the chemical inhibitors of endocytosis were used, in-
cluding: filipin (8 uM) and methyl-p-cyclodextrin (5 mM) to
inhibit caveolae-mediated endocytosis; amiloride (25 pM) to
inhibit macropinocytosis; chlorpromazine (15 uM) and phe-
nylarsine oxide (15 mM) to inhibit coated pit/clathrin endo-
cytosis pathway (8,22,23). The cells were firstly incubated
with and without an endocytotic inhibitor for 30 min at 37°C
in the serum-free medium which was then replaced with that
containing the inhibitor or not in addition to a PDE5 inhib-
itor (20 pM dipyridamole, 100 pM sildenafil, or 20 uM
vardenafil) for another 30 min of incubation. Lastly, the
medium was removed and replaced with that containing
the uptake substrate, and cellular uptake was subsequently
measured. To ensure conditions under which the uptake was
not saturated, preliminary studies were conducted to deter-
mine compound uptake times and concentrations. The final
uptake time of up to one hour was used for doxorubicin,
cisplatin, dextran, and trastuzumab at concentrations of 50
nM, 10 pM, 10 pg/ml, and 25 pg/ml, respectively. The
uptake was halted by removing the medium and washing the
cells with ice-cold PBS buffer. After washing three times, the
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cells were lysed in 300 pl of 1% (w/v) Triton X-100. Non-
radiolabeled doxorubicin, cisplatin, and dextran, along with
" tracers were used in the uptake experiments. The radio-
activity was counted by a multi-purpose scintillation counter
(Beckman L.S6500 Counter, Brea, CA). To detect the uptake
of trastuzumab, the antibody compound was labeled with
Alexa Fluor 680 (Invitrogen, Carlshad, CA) using Xenofluor
labeling kit (Caliper, Alameda, CA) as instructed by the
vendor. Alexafluor-conjugated trastuzumab was quantitated
using excitation at 680 nm and emission at 720 nm in a
microplate reader (Molecular Devices, Sunnyvale, CA).
The protein concentrations were measured using a BCA
protein assay kit (Bio-Rad. Hercules, CA) to normalize
uptake values.

Animal Studies

All procedures were carried out in accordance with NIH
guidelines for animal experimentation, and the experimental
protocols were approved by the Institutional Animal Care
and Use Committee (IACUC) of the School of Pharmacy,
University of Maryland Baltimore. Athymic nude mice
(Charles River Laboratories International, Inc.) were housed
under controlled conditions (21£2°C, humidity 60%10%
and 12 h/12 h dark/light cycle) and had free access to food
and water.

For the ectopic lung cancer mouse model, H1915 cells
suspended in saline were mixed 1:1 with Matrigel (BD
Biosciences) and subcutaneously inoculated into the right
flank of each nude mouse. After inoculation, the skin incision
was closed with a suture. Subcutaneous tumors were mea-
sured twice per week using calipers and their volumes were
calculated using a standard formula (width? X length X 0.5).

For the studies of drug accumulation in the tumor, the
tumor growth in the nude mice was allowed to reach a tumor
diameter of 1 cm. The mice were divided into 6 groups
(n=3—4 mice/group): saline (S) plus (+) doxorubicin
(DOX); S + dextran (DEX); S + trastuzumab (TRA); var-
denafil (V) + DOX; V + DEX; and V + TRA. The mice
were firstly given either an oral dose of 10 mg/kg vardenafil
or saline. One hour later, the mice were received by tail vein
injection a '*C-radiolabel tracer of doxorubicin or dextran
(0.1 pci/g), or the Alexafluor-conjugated trastuzumab (5-

mg/kg). Three hours later, the mice were sacrificed. The

xenograft tumors were isolated, gently washed, weighed and
submerged in PBS, which were further homogenized
completely. The homogenized tissues were centrifuged
at 15,000 rpm for 10 min. The radioactivity (doxorubi-
cin and dextran) in the supernatant was counted at
multiple-purpose scintillation machine (Beckman LS6500
Counter, Brea, CA); while the fluorescence signal
(Alexafluor-conjugated trastuzumab) was quantitated in the
microplate reader.
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To study the effect of vardenafil on the anti-tumor efficacy
of trastuzumab, the nude mice inoculated with H1915 cells
were divided into four groups (n=>5/group): saline; vardena-
fil (the dose of 10 mg/kg, five times per week by oral, was
based on our previous experience with a brain tumor
model) (7); trastuzumab (the dose of 10 mg/kg, twice per
week by tail vein was based on previous reports (8,24);
and trastuzumab (10 mg/kg, intravenously, twice per
week) plus vardenafil (10 mg/kg, orally, five times per
week). The mice received their treatments beginning at
day 7 after inoculation. All mice were sacrificed after
2 weeks of treatment. The tumor sizes before the treatment
and after 2 weeks of treatment were compared among
the four groups.

Statistics and Data Analysis

All data were expressed as the meantstandard deviation
(SD). The ICj5 values were obtained by fitting F, the per-
centage of the maximal cell growth at different drug concen-
trations, to the equation F=100x[1—-C”/(IGy"+C")] using
WinNonlin (Pharsight, Sunnyvale, CA). The maximal cell
growth was the cell growth in the medium without any anti-
cancer compounds; C is the concentration of the anti-cancer
compound and 7 is the slope factor. Resistant factor (RF),
which is the ratio of the IC5( for an anti-cancer drug alone to
that of its combination with dipyridamole, was calculated in
the analysis of cytotoxicity data. The i vitro data were from a
representative experiment performed in triplicate or qua-
druplicate and all experiments were repeated at least twice.
Data were analyzed statistically using the unpaired Student’s ¢
test and the analysis of variance (ANOVA) followed by
Dunnett’s test, when appropriate. A p value of less than 0.05
was considered statistically significant.

RESULTS

Effects of PDES5 Inhibitor Dipyridamole on Cytotoxicity
of Doxorubicin in Different Cancer Cells

Dipyridamole, a PDE5 inhibitor (17), has been showed an
anti-cancer activity in a few cancer cell lines either alone or
in combination with a chemotherapeutic agent such as doxo-
rubicin and cisplatin (18-20). To explore the potential of
PDES5 inhibition as an adjunctive therapy for different can-
cers, we evaluated the cytotoxicity of dipyridamole alone and
its effect on the cytotoxicity of doxorubicin in a variety of
cancer cell lines derived from different tissues, including
lung, cervix, breast, liver, and ovary. Dipyridamole alone
showed cytotoxicity in all of the cancer cell lines studied, with
the IC50s ranged from 29.4 to 215 uM (Fig. 1). The ovary
2780CP70 (IC50: 29.4 pM) was most sensitive to
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Fig. I Cytotoxicity of dipyridamole in different cancer cell lines. The cancer cells (3 x 10° — 6 X 10°Awell) of different tissue derivation were incubated in 96-well
plates with dipyridamole at a range of concentrations (0—200 uM) for 48 h. The cell viability was determined by MTTassay as described in the Methods. The cell
viability without dipyridamole treatment is defined as 100%. All data points are mean=standard deviation (SD) from three replicates.

dipyridamole treatment, while the MCF-7 was somewhat
resistant to dipyridamole treatment (IC50: 215 uM). The
IC50s were higher than the clinical plasma concentrations of
dipyridamole. We then examined the combinational cytotox-
icity of dipyridamole and an anticancer agent, doxorubicin.
Resistant factor (RF, the ratio of the IC5y for doxorubicin
alone to that of its combination with dipyridamole) was used
to determine the effect of dipyridamole on the cytotoxicity of
doxorubicin. Dipyridamole (20 pM) enhanced the sensitivity
of most cell lines to doxorubicin cytotoxicity (Tables I). Of
note, the sensitivity of the metastatic lung cancer H1915 cells
was enhanced by 15 folds by dipyridamole (Fig. 2a). However,
dipyridamole reduced the sensitivity in breast BT-474 (RT:
3.00), cervix KB-3-1 (RF: 2.97) and KB-CP20 (RF: 2.63) cells.
The data suggested that dipyridamole might be an effective
adjunctive therapy for doxorubicin to kill certain cancer
cells, in particular lung cancer cells.

Effects of PDES5 Inhibitor Dipyridamole on Cytotoxicity
of Platinum Compounds in Different Cancer Cells

Platinum compounds including cisplatin, carboplatin and
oxaliplatin are most active anticancer agents that are in
treatment regimens for 80% of cancer patients (25-27). To
further determine the potential of dipyridamole as an

adjunctive therapy, we also assessed its effects on the cyto-
toxicity of cisplatin and oxaliplatin in a set of cancer cell lines.
Dipyridamole (20 uM) had cytotoxicity additive to that of
cisplatin in the metastatic lung cancer H1915 cells (RF: 0.68,
Fig. 2b) and the breast MCF-7 cells (RF: 0.77). However,
dipyridamole decreased the sensitivity to cisplatin in KB-3-1
(RF: 2.41) and KB-CP20 (RF: 1.49) cells, with no effect in
other cell lines (Table II). The cisplatin-resistant cervix KB-
CP20 cells were derived from the cisplatin-sensitive cervix

Table | Cytotoxicity, Expressed as IC50, of Doxorubicin (Dox), and its
Combination with Dipyridamole (Dip) in Different Cancer Cell Lines

Cell lines Dox only Dox+ Dip RF
1Cs0 (NM) 1Cs0 (NM)

KB-CP20 190384 3140+ 1080 2.64
KB-3-1 368168 109127 2.97
Hela 290+£94.7 124297 0.43
OA90 369+48.4 312+83.7 0.85
BT474 1940 =492 58302540 3.0l
HepG2 253+134 194239 0.77
MCF-7 530£72.0 349 £59.1 0.66
MDA-MB-23 1740100 715+50.3 0.41
NCI-H 1915 1450 =541 94.6=19.1 0.07
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Fig. 2 Effect of dipyridamole on the cytotoxicity of doxorubicin and cisplatin
in HI915 lung cancer cells. NCI-H 1915 cells were incubated with doxoru-
bicin (0-400 nM) (a) or cisplatin (O—100 uM) (b) at a range of concentrations,
with (@) and without (©) 20 uM of dipyridamole, for 48 h. The cell viability
was determined by MTT assay as described in the Methods. The cell viability
without any drug treatment is defined as 100%. All data points are mean
+standard deviation (SD) from three replicates.

100

KB-3-1 cells (28). Our data suggested that dipyridamole might
not have any benefits in overcoming cisplatin resistance in
these cancers. To our surprise, dipyridamole significantly
decreased the sensitivity to the cytotoxicity of oxaliplatin in
all of the cancer cell lines studied (Table II). In particular, the
sensitivity in KB-CP20 cells (RF>1,000) was remarkably re-
duced by the co-treatment of dipyridamole. Overall, our
cytotoxicity experiments with different chemotherapeutic
agents indicated that the effects of the PDES inhibitor dipyr-
idamole on cellular chemoresponse were dependent on cell

lines and drugs. Both cisplatin and doxorubicin are among
active agents for lung cancers. The data suggested that dipyr-
idamole most likely served as an adjunctive therapy to kill
certain lung cancer cells.

Effect of PDES Inhibitors on Cellular Uptake
of Structurally Diverse Compounds in HI915
Cancer Cells

To understand the mechanism why dipyridamole could en-
hance chemoresponse in lung cancer cells, we performed
i vitro cellular uptake studies to determine whether PDES
inhibitors enhance the transport of drugs into the metastatic
lung cancer H1915 cells. Moreover, to ascertain a mechanistic
role by PDE) inhibition, we used two specific PDE5 inhib-
itors, sildenafil and vardenafil, in addition to dipyridamole. As
shown in Fig. 3, all three PDE) inhibitors significantly en-
hanced the uptake of doxorubicin and carboplatin into the
HI1915 cells, with the most effects observed with vardenafil.
Our subsequent studies were thus conducted with vardenafil.
To further confirm whether PDE5 inhibitor-mediated in-
crease of drug transport was translated to anti-cancer sensiti-
zation, we also examined the effect of vardenafil (20 uM) on
the cytotoxicity of doxorubicin and carboplatin in H1915
cells. As dipyridamole did above, vardenafil significantly in-
creased the cytotoxicity of doxorubicin and carboplatin in the
HI1915 cells (Fig. 4). We asked whether vardenafil could have
a general effect on the uptake of different compounds in the
lung cancer cells. Two additional compounds, dextran and
trastuzumab, which represented hydrophilic polymers and
macromolecules respectively, were studied. Vardenatfil
(20 uM) significantly increased the uptake of these two com-
pounds into H1915 cells as well (folds vs. control, P<0.05,
Fig. 5). Interestingly, the effects by vardenafil seemed to be
reversely correlated with the molecular weights of the com-
pounds, with the most increase of uptake shown for

Table Il Cytotoxicity, Expressed as IC50, of Cisplatin (Cis), Oxaliplatin (Oxa), and Their Combination with Dipyridamole (Dip) in Different Cancer Cell Lines

Cell lines Cis only Cis+Dip RF Oxa only Oxa+Dip RF
1Cs0 (M) 1Cs0 (M) 1Cs0 (M) 1Cs0 (M)

KB-CP20 26.1=1.66 39+4.56 .49 155+29.9 > 155,000 > 1,000
KB-3-1 3.23+0.55 7.8+0.75 2.42 5.36+0.72 23.18+3.89 4.33
Hela 10.7+1.75 [1.2+1.80 1.06 149+3.18 35.42+9.08 2.38
OA%0 14+0.848 13.1+0.88 0.94 61.4=10.1 210.2+19.6 3.43
BT474 86.4=11.9 96.8+5.56 112 130£56.4 375+49.6 2.88
HepG2 8.47+0.88 8.81 =1.35 .04 7.0+ 1.46 19.2+3.09 2.75
MCF-7 34.8+3.99 26.7+3.08 0.77 14.1+3.08 36.14+8.44 2.56
MDA-MB-231 21549 [16=8.25 0.96 346+81.5 2,003 =884 5.79
HI915 9.02+0.56 5.58+0.4l 0.62 49.9+19.3 1,300 +863 26

4 The concentrations of oxaliplatin used could not achieve more than 50% of cell death, and the IC50 was estimated to be more than 155, 000 M by the

software
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Fig. 3 Effect of PDES inhibitors on the cellular uptake of doxorubicin and
carboplatin in HI915 cells. The cells were incubated with doxorubicin
(50 nM) (a) or carboplatin (10 uM) (b) in H1915 cells without (¥, control)
and with a PDES inhibitor (m, 20 uM vardenafil; @, 100 uM sildenafil; or 4,
20 uM dipyridamole) for the indicated period of times. The cellular uptake
of doxorubicin or carboplatin was determined as described in the Methods.
*p <0.05; the uptake in the presence of a PDE5 inhibitor was statistically
more than that in the absence of any inhibitor.

trastuzumab. Our data suggested that PDE5 inhibitors might
enhance the chemosensitivity of anti-cancer drugs by increas-
ing their cellular uptake in lung cancer cells, zza a mechanism
that was underlying the transport of structurally diverse com-
pounds across the membrane.

Role of Endocytosis in Drug Uptake Modulation
by PDES Inhibitors in HI915 Cancer Cells

Previous studies suggest that endocytotic vesicular transport is a
mechanism for the increase of chemotherapeutic uptake into
brain tumors by pharmacological modulation (9). Here we
examined the role of three major endocytotic pathways
clathrin- and caveolae-mediated transport, as well as macro-
pinocytosis, in the increased uptake induced by vardenafil in
H1915 cells (Fig. 6). Caveolaec-mediated endocytosis can be
inhibited by filipin and methyl-p-cyclodextrin (22,23). The
vardenafil-enhanced uptake of doxorubicin was abolished by
the pretreatment of the cells with filipin or methyl-p-
cyclodextrin (P<0.001 vs. vardenafil only). We then examined
the role of macropinocytosis by using its inhibitor, amiloride
(22,29). Amiloride had a similar effect to those of filipin and
methyl-pB-cyclodextrin. However, the clathrin pathway
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Fig. 4 Effect of vardenafil on the cytotoxicity of doxorubicin and carboplatin
in HI915 cells. The cells were incubated with doxorubicin (0—400 nM) (a)
or carboplatin (0-300 uM) (b) at a range of concentrations, with (e) and
without (0) 20 uM of vardenafil, for 48 h. The cell viability was determined
by MTT assay as described in the Methods. The cell viability without any
drug treatment is defined as 100%. All data points are mean=standard
deviation (SD) from three replicates.

inhibitors, chlorpromazine and phenylarsine oxide, only slightly
decreased the effect by vardenafil (P>0.05 vs. vardenafil only).
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Fig. 5 Effect of vardenafil on the cellular uptake of different compounds in
HI1915 cells. The cells were incubated with doxorubicin (50 nM), carbo-
platin (10 uM), dextran (10 ug/ml), or trastuzumab (25 ug/ml) in HI915
cells with (solid bars) and without (blank bars) 20 uM of vardenafil for
30 min. The cellular uptake of doxorubicin, carboplatin, dextran, or trastu-
zumab was determined as described in the Methods. To scale different
compounds in the same figure, the uptake of different compounds was
normalized to the percentage of their respective control. **p <0.01; the
uptake in the presence of vardenafil was statistically more than that in the
absence of vardenafil (control).
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Fig. 6 Effects of endocytic pathway inhibitors and vardenafil on the cellular
uptake of trastuzumab in HI915 cells. The cells were incubated with and
without various endocytotic inhibitors for 30 min before addition of vardenafil
or control medium for another 30 min. The cells were then continuously
incubated with trastuzumab (25 ug/ml) in the presence or absence of the
endocytotic inhibitors and vardenafil for 30 min. The cellular uptake of
trastuzumab was determined as described in the Methods. The endocytotic
inhibitors are: filipin (8 M) and methyl-B-cyclodextrin (5 mM) as the inhibitors
of caveolae endocytic pathway, amiloride (25 M) as the inhibitor of macro-
pinocytosis, chlorpromazine (15 uM) and phenylarsine oxide (15 mM) as the
inhibitors of the coated pit/clathrin pathway (8,22,23). The uptake without any
treatment by endocytotic inhibitors and vardenafil (control) is defined |00%.
#p<0.05; # <0.01 vs. vardendfil treatment alone.

The data suggested that stimulation of caveolae and macro-
pinocytosis pathways might play an important role in the effects
of PDE) inhibitors on drug uptake in lung cancer cells.

Effect of PDES5 Inhibitor Vardenafil on Drug
Accumulation and Anti-tumor Efficacy of Trastuzumab
in a Mouse Tumor Model

Lastly, we tested whether PDE5 inhibition could also have any
effects on drug accumulation and anti-cancer efficacy of a
drug i vivo. After oral doses of vardenafil (10 mg/kg) or saline,

400 - g

300

200 4

Drug Uptake
(% of control)

100 4

Doxorubicin Dextran Trastuzumah

Fig. 7 Effect of oral vardenafil on the accumulation of different compounds
in flank lung cancer tissues of mouse model. The nude mice were implanted
with HI915 human non-small lung cancer cells. The tumor growth in the
nude mice was allowed to reach a tumor diameter of at least | cm. The
mice were given either an oral dose of 10 mg/kg vardenafil (solid bars) or
saline (blank bars). One hour later, the mice were received by tail vein
injection of '*C-doxorubicin (0.1 ci/g), '*C-dextran (0.1 uci/g) or trastu-
zumab (5 mg/kg). The tumor levels of doxorubicin, dextran, or trastuzumab
were determined as described in the Methods. Three to five mice were
used for each group. To scale different compounds in the same figure, the
uptake of different compounds was normalized to the percentage of the
control saline groups, respectively. *p <0.01 vs. control.
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the nude mice implanted with H1915 cells in the flank were
intravenously injected with doxorubicin, dextran, or trastuzu-
mab. Vardenafil significantly increased tumor accumulation
of dextran and trastuzumab, while only a trend was seen for
doxorubicin in the mice (Fig. 7). The n vivo effect by vardenatfil
was also more significant for the larger molecules. The  vivo
data, together with those  vitro (Figs. 3, 4, and 5) supported
that PDES inhibitors might enhance non-specific endocytotic
activities instead of the activity of a specific drug transporter.
The finding of vardenafil-induced increase of trastuzumab
accumulation in tumor tissues led us to examine the anti-
tumor efficacy of trastuzumab i vivo. The lung cancer- bear-
ing mice were treated with trastuzumab (10 mg/kg, twice per
week, intravenously) beginning at day 7 after tumor implan-
tation, with oral administration of vardenafil (10 mg/kg, 5
times per week) or saline. We observed that the tumor growth
in the nude mice was significantly slower in the combination
(vardenafil plus trastuzumab) treatment group, when com-
pared to those groups of single treatment (vardenafil alone,
trastuzumab alone, or no treatment control) (Fig. 8). Notably,
either trastuzumab alone or vardenafil alone did not suppress
tumor growth in the present study.

DISCUSSION

In the present study, we made exciting observations on the
effects of PDES inhibitors on the cytotoxicity and cellular
uptake of anti-cancer drugs. Specifically, we found that
PDES5 inhibition enhanced cytotoxicity of doxorubicin and
cisplatin in different cancer cells; particularly in lung cancer
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Fig. 8 Effect of oral vardenafil on tumor growth in the lung cancer xeno-
graft mouse model receiving trastuzumab treatment. The nude mice were
implanted with HI915 human non-small lung cancer cells. Seven days
after tumor cell inoculation, the mice were divided into four groups (n=5
mice/group): saline; vardenafil (Var); trastuzumab (Tra); and trastuzumab
(10 mg/kg, intravenously, twice per week) plus vardenafil (10 mg/kg, orally,
five times per week) (Var+Tra). Vardenafil was orally administrated to the
mice five times per week at the dose of |0 mg/kg. Trastuzumab was injected
to the mice twice per week by tail vein at the dose of 10 mg/kg. The tumor
size was measured as described in the Methods. All mice were sacrificed
after 2 weeks of treatment. The tumor sizes before the treatment and after
2 weeks of treatment were compared among the four groups. *p <0.05 vs.
other three groups.
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cells in which we further demonstrated that the enhanced
cytotoxicity was likely due to the increase of drug uptake via
endocytosis. Consistent findings were obtained  viwo that the
PDED) inhibitor vardenafil increased drug concentrations in a
cancer xenograft in mice; and that the tumor growth was
significantly suppressed by addition of vardenafil to the treat-
ment by the anticancer trastuzumab. As the primary cellular
consequence of PDE5 inhibition is an elevated level of cGMP
(15,16), the results from the present study in non-brain tumor
cells are in line with those from previous reports that pharma-
cological modulation of a ¢cGMP pathway may selectively
increase delivery of chemotherapeutic drugs to brain tumors
(1-7,9-11).

Low intracellular drug concentrations are among major
obstacles toward a successful cancer therapy. In the past,
focus has been particularly on understanding drug efflux as
a major resistance mechanism, which only leads to mild
success in improving chemotherapy for most cancer types
including lung cancers. Whereas great effort would be still
put on this direction, it is clear that alternative mechanisms
and approaches are needed. Understanding the biology of
drug uptake across cellular membrane is moving higher
priority. We have previously reported that the inhibition of
PDES5 by vardenafil and sildenafil increases the concentra-
tions of chemotherapeutics in brain tumors (7,8). Moreover,
others have reported that dipyridamole increases cisplatin
concentrations and toxicity in breast carcinoma cells (18),
larynx cancer cells (19), and ovarian carcinoma cells (20). In
this study, we have extended those previous findings by
demonstrating the desirable effects of PDE inhibitors on
chemoresponse in a variety of cancer cells. However, the
effect of dipyridamole on cytotoxicity of platinum com-
pounds appeared to be rather mild in H1915 cells. It may
be due to the increased platinum uptake as illustrated in our
transport assays. Alternatively, PDE5 inhibitors may also
offer benefits as an apoptosis modulator. In vivo apoptotic
rates increase in an orthotopic lung cancer model treated
with the PDES inhibitor exisulind (30,31). Our data showed
that dipyridamole alone had cytotoxic effects on multiple
cancer cell lines. Overall, the findings of the present study
have provided rationales to use PDE5 inhibitors as
novel adjuvant therapy for certain malignant tumors such as
lung cancers.

However, whether the effect of PDE5 inhibitors on che-
motherapy is beneficial or not may be dependent on cancer
types and chemotherapeutics. In the present study, dipyri-
damole actually caused moderate resistance to the cytotox-
icity of doxorubicin and cisplatin in a few cancer cell lines. In
particular, the cytotoxicity of oxaliplatin was reduced by
dipyridamole in all of the studied cell lines. The mechanisms
underlying the dipyridamole-induced chemoresistance are
currently unclear. Since cancer patients always receive poly-
pharmacy, the present study also raises concerns on possible

compromised chemosensitivity due to the use of PDES inhib-
itors 1n patients.

Three major cellular mechanisms have been suggested to
account for the transfer of molecules across the membranes:
passive diffusion, transporter protein-mediated process, and
endocytosis. Passive diffusion is thought to be important for
drugs to cross hydrophobic membranes (32). The process is
mainly related to physiochemical characteristics of an indi-
vidual drug. Drug transporters have become a focus in the
fields of pharmaceutical research since last decade. In gen-
eral, transporter proteins mediate the transfer of specific
small molecules across the membrane. Several families of
proteins have been extensively characterized as drug trans-
porters. These include the ATP-binding-cassette (ABC) fam-
ily (33), H -oligopeptide cotransporters of solute carrier
family 15 (SLC15A) (34), the solute carrier organic anion
transporting polypeptide family (SLCO or SLC21A) (35),
and the organic cation-anion-zwitterion transporter family
(SLC22A) (36). Because of its specificity, the transporter
protein-mediated process does not explain the transport
across membranes for a majority of drugs. Endocytosis is
defined as the transport of molecules from the extracellular
milieu through the formation of a vesicle at the plasma
membrane. This transport event circumscribes both soluble
and membrane-bound cargos. Endocytosis has been a sub-
ject of intense research in cell biology. It is regarded as an
important mechanism for macromolecule therapeutics in-
cluding antibodies, viral vectors, and nanoparticles to cross
the membrane (37,38). However, emerging evidence sug-
gests that endocytosis also plays an important role as a
general transport mechanism for drugs including small mol-
ecules to cross the membrane (8,9,39—-43). In the present
study, we have further provided such evidence that PDE5
inhibitor-induced increase in drug uptake involves endocy-
tosis, specifically caveolae-dependent transport and
macropinocytosis.

It should be noted that the drug uptake mediated via
endocytosis 1s non-specific. In the present study, the uptake
of not only the anti-cancer drugs but also the hydrophilic
polymer dextran was enhanced by PDE) inhibition.
However, the endocytosis induced by PDE) inhibitors could
be specific to anticancer drugs in the treatment of cancers as
PDE5 has been reported to be overexpressed in many car-
cinomas and as a predominant isoform of PDEs in carcino-
ma cell lines in culture, including lung cancer, colonic ade-
nocarcinoma, breast cancer, bladder cancer, prostate can-
cer, and leukemia PDE) has been also detected (30,44,45).
As expected, the endocytosis-mediated drug transport was
most efficient for the macromolecule trastuzumab in this
study. Since macromolecule therapeutics have been increas-
ingly used in clinic, future studies are highly necessary to
determine the interaction between these macromolecules
and PDED) inhibitors in pursuit of synergistic therapy.
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The molecular mechanism underlying PDES5 inhibitors-
induced endocytosis remains to be determined. PDE) inhib-
itors, via their inhibition on cGMP-specific PDES, increase
the intracellular levels of cGMP that is an important second
messenger molecule. We speculate that increased levels of
cGMP would cause the activation of certain molecules that
play a critical role in endocytosis in the lung cancer cells.
One of such molecules might be cGMP-dependent protein
kinase (PKG) which has been shown to induce activation of
potassium channels such as K¢, channels in a variety of cells.
Activation of potassium channels causes cellular membrane
hyperpolarization which lead to increased vesicular trans-
port across cellular membrane in brain tumor cells (9,10).
Very recently, activation of PKG has also been reported to
upregulate phosphatidylinositol-4,5-bisphosphate, thereby
accelerating endocytosis (46). Notably, endocytosis has also
been reported to be involved in the maturation, trafficking,
and membrane turnover of transporter proteins for small
compounds (39—43). Consistently, we showed the effects by
PDES5 inhibitors and endocytosis inhibitors on the uptake of
doxorubicin and platinum compounds. However, those
chemical inhibitors of endocytosis may not be specific to
endocytotic process only. Future studies using specific genet-
ic approaches such as shRINAs toward the proteins required
for endocytosis are necessary to characterize the mechanism
underlying PDE5 inhibitors-induced endocytosis.

We have observed a potential synergistic therapy from the
combination of vardenafil and trastuzumab. Trastuzumab is
a humanized monoclonal antibody for the treatment of
patients with breast, lung, or prostate cancers that overex-
press HER-2 (Human Epidermal Growth Factor Receptor
2). We showed that oral administration of vardenafil in-
creased the accumulation of trastuzumab in the cancer xe-
nograft at the flank of nude mice. Consistently, the co-
administration of vardenafil also led to an enhanced anti-
tumor effect of trastuzumab in the mice. The synergistic
effect 1s interesting because trastuzumab targets cell-surface
HER-2 receptors which are highly expressed in H1915 cells
(47), and does not have to be transported into cancer cells for
mitiation of its therapeutic effects. One explanation is that
vardenafil may enhance the receptor-mediated endocytosis
of trastuzumab and its associated HER-2. This might cause
the increased detection of trastuzumab in the tumors and
reduced HER-2 in cell surface that is available for further
ligand signaling. Alternatively, PDE5 inhibitors such as var-
denafil may enhance vesicular permeability via increased
endocytosis in vessel endothelial cells (8) and bring more
trastuzumb molecules to cancer cells. Future effort is needed
to understand the molecular mechanism underlying the
PDE5 inhibition-induced increase in anti-tumor efficacy of
trastuzumab.

In conclusion, the present study has demonstrated that
PDES5 inhibitors can modulate the cytotoxicity and uptake of
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anti-cancer drugs in certain cancer cells. The results from
lung cancer cells suggest that PDE5 inhibitors may exert
their effects through modulation of endocytosis. Oral admin-
istration of the PDES inhibitor vardenafil significantly
increases the accumulation and enhances the anti-tumor
effect of trastuzumb in a xenograft mouse model of lung
cancer. Giving the fact that all the PDE5 inhibitors used in
the present study are already FDA approved, we expect
fewer barriers in translation of our findings to future
clinical studies.

ACKNOWLEDGMENTS AND DISCLOSURES

The present study was supported by the National Institute of
General Medical Sciences of the US National Institutes of
Health (NIH) under Award RO1GM099742, and by the US
Food and Drug Administration (FDA) under Award
U01FD004320. Qing Li received research support from
National Natural Science Foundation (NNSF) of China
(81001445). The content is solely the responsibility of the
authors and does not necessarily represent the official views
of the NIH, FDA and NNSF.

REFERENCES

1. Packer RJ, Krailo M, Mehta M, Warren K, Allen J, Jakacki R, et al.
A Phase I study of concurrent RMP-7 and carboplatin with radia-
tion therapy for children with newly diagnosed brainstem gliomas.
Cancer. 2005;104:1968-74.

2. Packer RJ, Krailo M, Mehta M, Warren K, Allen J, Jakacki R, et al.
Phase 1 study of concurrent RMP-7 and carboplatin with radio-
therapy for children with newly diagnosed brainstem gliomas.
Cancer. 2005;104:1281-7.

3. Matsukado K, Sugita M, Black KL. Intracarotid low dose brady-
kinin infusion selectively increases tumor permeability through
activation of bradykinin B2 receptors in malignant gliomas. Brain
Res. 1998;792:10-5.

4. Emerich DF, Dean RL, Snodgrass P, Lafreniere D, Agostino
M, Wiens T, et al. Bradykinin modulation of tumor vascula-
ture: IL. activation of nitric oxide and phospholipase A2/
prostaglandin signaling pathways synergistically modifies vas-
cular physiology and morphology to enhance delivery of che-
motherapeutic agents to tumors. J Pharmacol Exp Ther. 2001;
296:632—41.

. Nakano S, Matsukado K, Black KL. Increased brain tumor micro-
vessel permeability after intracarotid bradykinin infusion is medi-
ated by nitric oxide. Cancer Res. 1996;56:4027-31.

6. Yin D, Wang X, Konda BM, Ong JM, Hu J, Sacapano MR, ¢t al.
Increase in brain tumor permeability in glioma-bearing rats with
nitric oxide donors. Clin Cancer Res. 2008;14:4002-9.

7. Black KL, Yin D, Ong JM, Hu J, Konda BM, Wang X, ¢t al. PDE5
inhibitors enhance tumor permeability and efficacy of chemother-
apy in a rat brain tumor model. Brain Res. 2008;1230:290-302.

8. Hu J, Ljubimova JY, Inoue S, Konda B, Patil R, Ding H, e al.
Phosphodiesterase type 5 inhibitors increase Herceptin transport
and treatment efficacy in mouse metastatic brain tumor models.
PLoS One. 2010;5:¢10108.

&



Effect by PDES5 Inhibitors on Anti-cancer Drug Uptake

95

9.

10.

11.

12.

13.

14.

17.

19.

20.

21.

22.

23.

24.

25.

26.

Ningaraj NS, Rao M, Hashizume K, Asotra K, Black KL.
Regulation of blood—brain tumor barrier permeability by
calcium-activated potassium channels. J Pharmacol Exp Ther.
2002;301:838-51.

Ningaraj NS, Rao MK, Black KL. Adenosine 5'-triphosphate-
sensitive potassium channel-mediated blood—brain tumor barrier
permeability increase in a rat brain tumor model. Cancer Res.
2003;63:8899-911.

Hu J, Yuan X, Ko MK, Yin D, Sacapano MR, Wang X, e al.
Calcium-activated potassium channels mediated blood—brain tu-
mor barrier opening in a rat metastatic brain tumor model. Mol
Cancer. 2007;6:22.

Emerich DF, Snodgrass P, Dean RL, Lafreniere D, Agostino M,
Wiens T, el al. Bradykinin modulation of tumor vasculature: 1.
Activation of B2 receptors increases delivery of chemotherapeutic
agents into solid peripheral tumors, enhancing their efficacy. J
Pharmacol Exp Ther. 2001;296:623-31.

Inamuraand T, Black KL. Bradykinin selectively opens blood-
tumor barrier in experimental brain tumors. J Cereb Blood Flow
Metab. 1994;14:862-70.

Black KL, Yin D, Konda BM, Wang X, Hu J, Ko MK, e al.
Different effects of KCa and KATP agonists on brain tumor
permeability between syngeneic and allogeneic rat models. Brain

Res. 2008;1227:198-206.

. Corbinand JD, Francis SH. Cyclic GMP phosphodiesterase-5:

target of sildenafil. J Biol Chem. 1999;274:13729-32.

. Corbin JD, Beasley A, Blount MA, Francis SH. Vardenafil: struc-

tural basis for higher potency over sildenafil in inhibiting cGMP-
specific phosphodiesterase-5 (PDE5). Neurochem Int. 2004;
45:859-63.

Ziegler JW, Ivy DD, Fox JJ, Kinsella JP, Clarke WR, Abman SH.
Dipyridamole, a cGMP phosphodiesterase inhibitor, causes pul-
monary vasodilation in the ovine fetus. Am J Physiol. 1995;
269:H473-9.

. Barberi-Heyob M, Griffon G, Merlin JL, Weber B. Sequence-

dependent growth-inhibitory effects of the  vitro combination of
fluorouracil, cisplatin, and dipyridamole. Cancer Chemother
Pharmacol. 1993;33:163-70.

Rodrigues M, Barbosa Jr F, Perussi JR. Dipyridamole increases the
cytotoxicity of cisplatin in human larynx cancer cells i vitro. Braz J
Med Biol Res. 2004;37:591-9.

Jekunen A, Vick J, Sanga R, Chan TC, Howell SB. Synergism
between dipyridamole and cisplatin in human ovarian carcinoma
cells in vitro. Cancer Res. 1992;52:3566—71.

Gerlierand D, Thomasset N. Use of MTT colorimetric assay to
measure cell activation. ] Immunol Methods. 1986;94:57-63.
Nam HY, Kwon SM, Chung H, Lee SY, Kwon SH, Jeon H, ¢t al.
Cellular uptake mechanism and intracellular fate of hydrophobi-
cally modified glycol chitosan nanoparticles. J Control Release.
2009;135:259-67.

Yumoto R, Nishikawa H, Okamoto M, Katayama H, Nagai ],
Takano M. Clathrin-mediated endocytosis of FITC-albumin in
alveolar type II epithelial cell line RLE-6TN. Am J Physiol Lung
Cell Mol Physiol. 2006;290:1.946-55.

Arpino G, Gutierrez C, Weiss H, Rimawi M, Massarweh S,
Bharwani L, et al. Treatment of human epidermal growth factor
receptor 2-overexpressing breast cancer xenografts with multiagent
HER-targeted therapy. J Natl Cancer Inst. 2007;99:694-705.
Michalke B. Platinum speciation used for elucidating activation or
inhibition of Pt-containing anti-cancer drugs. J Trace Elem Med
Biol. 2010;24:69-77.

Olszewskiand U, Hamilton G. A better platinum-based anticancer
drug yet to come? Anticancer Agents Med Chem. 2010;10:293—
301.

27.

28.

29.

30.

31.

32.

33.

34.

35.

36.

37.

38.

39.

40.

41.

42.

43.

44.

Kelland L. The resurgence of platinum-based cancer chemothera-
py. Nat Rev Cancer. 2007;7:573-84.

Shen DW, Akiyama S, Schoenlein P, Pastan I, Gottesman MM.
Characterisation of high-level cisplatin-resistant cell lines estab-
lished from a human hepatoma cell line and human KB adenocar-
cinoma cells: cross-resistance and protein changes. Br ] Cancer.
1995;71:676-83.

Mercerand J, Helenius A. Virus entry by macropinocytosis. Nat
Cell Biol. 2009;11:510-20.

Whitehead CM, Earle KA, Fetter J, Xu S, Hartman T, Chan DC,
et al. Exisulind-induced apoptosis in a non-small cell lung cancer
orthotopic lung tumor model augments docetaxel treatment and
contributes to increased survival. Mol Cancer Ther. 2003;2:479—
88.

Chan DC, Earle KA, Zhao TL, Helfrich B, Zeng C, Baron A, et al.
Exisulind in combination with docetaxel inhibits growth and me-
tastasis of human lung cancer and prolongs survival in athymic
nude rats with orthotopic lung tumors. Clin Cancer Res.
2002;8:904-12.

Loftsson T, Konradsdottir F, Masson M. Influence of aqueous
diffusion layer on passive drug diffusion from aqueous cyclodextrin
solutions through biological membranes. Pharmazie. 2006;61:83—
9.

Schinkeland AH, Jonker JW. Mammalian drug efflux transporters
of the ATP binding cassette (ABC) family: an overview. Adv Drug
Deliv Rev. 2003;55:3—-29.

Danieland H, Kottra G. The proton oligopeptide cotransporter
family SLC15 in physiology and pharmacology. Pflugers Arch.
2004;447:610-8.

Hagenbuchand B, Meier P]. Organic anion transporting poly-
peptides of the OATP/SLC21 family: phylogenetic classifica-
tion as OATP/SLCO superfamily, new nomenclature and
molecular/functional properties. Pflugers Arch. 2004;447:653—
65.

Koepselland H, Endou H. The SLC22 drug transporter family.
Pflugers Arch. 2004;447:666-76.

Parkar NS, Akpa BS, Nitsche LC, Wedgewood LE, Place AT,
Sverdlov MS, et al. Vesicle formation and endocytosis: function,
machinery, mechanisms, and modeling. Antioxid Redox Signal.
2009;11:1301-12.

Beltingand M, Wittrup A. Developments in macromolecular drug
delivery. Methods Mol Biol. 2009;480:1-10.

Zhang Q, Hong M, Duan P, Pan Z, Ma J, You G. Organic anion
transporter OAT1 undergoes constitutive and protein kinase C-
regulated trafficking through a dynamin- and clathrin-dependent
pathway. J Biol Chem. 2008;283:32570-9.

Jiang W, Prokopenko O, Wong L, Inouye M, Mirochnitchenko O.
IRIP, a new ischemia/reperfusion-inducible protein that partici-
pates in the regulation of transporter activity. Mol Cell Biol.
2005;25:6496-508.

Kroiss M, Leyerer M, Gorboulev V, Kuhlkamp T, Kipp H,
Koepsell H. Transporter regulator RS1 (RSC1AL) coats the
trans-Golgi network and migrates into the nucleus. Am J Physiol
Renal Physiol. 2006;291:F1201-12.

Filatova A, Leyerer M, Gorboulev V, Chintalapati C, Reinders Y,
Muller TD, et al. Novel shuttling domain in a regulator (RSC1ALI)
of transporter SGLT'1 steers cell cycle-dependent nuclear location.
Traffic. 2009;10:1599-618.

Korn T, Kuhlkamp T, Track C, Schatz I, Baumgarten K,
Gorboulev V, ¢t al. The plasma membrane-associated protein
RS1 decreases transcription of the transporter SGLT'1 in confluent
LLC-PK1 cells. J Biol Chem. 2001;276:45330—40.

Zhuand B, Strada SJ. The novel functions of cGMP-specific phos-
phodiesterase 5 and its inhibitors in carcinoma cells and

@ Springer



96

Li and Shu

45.

pulmonary/cardiovascular vessels. Curr Top Med Chem.
2007;7:437-54.

Thompson W], Piazza GA, Li H, Liu L, Fetter J, Zhu B, e al.
Exisulind induction of apoptosis involves guanosine 3',5'-cyclic
monophosphate phosphodiesterase inhibition, protein kinase G

activation, and attenuated beta-catenin. Cancer Res. 2000;
60:3338—42.

@ Springer

46. Eguchi K, Nakanishi S, Takagi H, Taoufiq Z, Takahashi T.

47.

Maturation of a PKG-dependent retrograde mechanism for exoen-
docytic coupling of synaptic vesicles. Neuron. 2012;74:517-29.
Scrima M, De Marco C, De Vita F, Fabiani F, Franco R, Pirozzi G,
et al. The nonreceptor-type tyrosine phosphatase PI'PN13 is a tumor
suppressor gene in non-small cell lung cancer. Am J Pathol.
2012;180:1202—14.



