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Abstract: Carbenoxolone is an anti-inflammatory compound and a derivate of a natural substance
from the licorice plant. We previously showed that carbenoxolone reduces the metastatic burden
in the lungs of mice through its antagonistic effect on high mobility group box 1 (HMGB1). To
further enhance carbenoxolone’s activity and localization in the lungs, thereby reducing the potential
adverse side effects resulting from systemic exposure, we developed a poly(lactic-co-glycolic acid)
(PLGA) slow-release system for pulmonary delivery which maintains drug activity in-vitro, as
demonstrated in the anoikis assay. Both systemic and intranasal administrations of carbenoxolone
effectively minimize metastatic formation in a lung colonization model in mice. Our results show
a decrease in the metastatic burden in the lung tissue. Notably, the therapeutic effect of a single
intranasal administration of 25 mg/kg carbenoxolone, in the form of drug-loaded particles, had a
similar effect in reducing metastatic lesions in the lungs to that of a 10-fold dose of the free drug
via intraperitoneal injections, three times per week over the course of four weeks. These data offer
new means to potentiate the anti-cancer activity of carbenoxolone and simultaneously reduce the
requirement for high dosage administration; the upshot substantially improves therapeutic effect and
avoidance of side effects.

Keywords: cancer; carbenoxolone; lungs; metastases; particles; drug delivery; double emulsion;
intranasal administration

1. Introduction

Lung cancer is one of the deadliest diseases. This is primarily due to the late diagnosis, which
results from a lack of symptoms in the early stages, and which evidently promotes high mortality
rates [1-3]. Even among patients diagnosed at an early stage, metastases frequently develop, and
therapeutic options are, unfortunately, rather limited [4,5]. Therefore, in addition to the ongoing efforts
for early lung cancer diagnosis, metastasis prevention is of great importance.

Despite the increasing number of personalized targeted therapies for specific genetic profiles, and
the availability of over 60 FDA-approved drugs for treating lung cancer [6], prophylactic therapy for
lung metastases is not yet available. Patients diagnosed with early-stage lung cancer, or those with
primary tumors that are known to be susceptible to developing lung metastases could potentially
benefit from such therapy, which could prevent further progression of the disease.

In our recently published work, we demonstrated that carbenoxolone, a derivate of a natural
compound, can significantly diminish the metastatic burden in the lungs of mice [7,8]. Carbenoxolone is
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a water-soluble-small-molecule that is chemically derived from glycyrrhizin, an anti-inflammatory
active compound found in the licorice root extract. Carbenoxolone is a licensed drug in the
UK, prescribed for inflammation and esophageal ulcers [9]. It was found to be an antagonist of
endotoxin-induced secretion of high mobility group box 1 (HMGB1) [10], a known pro-inflammatory
protein. One of the receptors of HMGBI is the receptor for advanced glycation end-products (RAGE),
which is highly abundant in the lung tissue. As demonstrated here, applying both in-vitro and in-vivo
models, carbenoxolone has the capacity to antagonize HMGB1 and to inhibit lung cancer colonization.
Interference of carbenoxolone in cancer colonization was found to be mediated by impairment of
cell adhesion via reduction of intercellular adhesion molecule 1 (ICAM1) expression levels, thus
diminishing cell-cell interactions and cellular adherence to the extracellular matrix (ECM) [8].

Although prescribed for gastrointestinal inflammation, carbenoxolone carries potential adverse
side effects under systemic exposure to high dosage. The common dosage is 100 mg for one week, three
times a week, followed by a reduction to 50 mg every other day, to prevent potential side effects [11]
such as sodium retention, hypokalemia [12], increased blood pressure, and edema [13]. Localizing the
effect of the drug to the organ-of-interest would decrease the required dosage, thus provide more
effective treatment, with fewer side effects and increased patient compliance.

Here we show our development of a pulmonary slow-release system containing carbenoxolone.
Carbenoxolone-loaded biodegradable poly(lactic-co-glycolic acid) (PLGA) particles were fabricated,
optimized, and characterized. The drug carrier was designed to localize drug activity in the lung, and
enable the steady and continuous release of the drug. Repurposing and reformulating carbenoxolone
to prevent lung metastases, offer a promising direction for clinical use. In a recently published study [7],
we showed that combined treatment of carbenoxolone with Bevacizumab (Avastin), an anti-vascular
endothelial growth factor (VEGF) drug, prolonged the efficacy of the drug and resulted in a significantly
lower tumor volume. The method of drug delivery, as presented in the current study may be extended
to include different drug combinations and to serve as a platform for simultaneously treating and
preventing cancer progression.

2. Results

2.1. Carbenoxolone Depicts Low Stability in an Aqueous Solution

Prior to encapsulation we aimed to monitor the stability of free carbenoxolone in an aqueous
solution, as this compound is of high water- solubility [14]. High-performance liquid chromatography
(HPLC) results of samples that were taken from the original stock of 2 mg/mL, showed a rapid decrease
of 40% in the intensity of the peak (254 nm), after merely 48 h (Figure 1B). The peak obtained 72 h after
introduction of the drug to the solution, was 85% lower than that found at t = 0. This demonstrates
relatively low stability of the free drug in an aqueous solution.
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Figure 1. Stability of carbenoxolone and release from poly(lactic-co-glycolic acid) (PLGA) particles
using HPLC. (A) HPLC detection of carbenoxolone in its free form; (B) evaluation of carbenoxolone in
an aqueous solution over 96 h; and (C) a cumulative release of carbenoxolone from PLGA particles
over 96 h.

2.2. Tween 80 Affects Particle Size and Morphology

Morphology of the PLGA particles which were formulated by the double-emulsion technique was
analyzed using a scanning electron microscope (SEM), and their size and charge were determined by
Dynamic Light Scattering (DLS)/Zeta sizer. Aiming at a small-sized, uniform, spherical shaped particle,
two fabrications were compared: one with Tween 80 and one without an added surfactant (Figure 2,
Figure S1). Figure 2B demonstrates the result of the addition of Tween 80 to the formulation that was
added to stabilize the primary oil-in-water (O/W) emulsion. The presence of Tween 80 promoted the
formation of slightly larger particles compared with those formulated without the addition of the
surfactant. However, when Tween 80 was added to the formulation with the drug, the formed particles
had a spherical shape with a ‘hollow-like” core. All the drug-free formulations yielded particles of
a plain spherical shape with smooth surface. Figure 2 shows the effect of both carbenoxolone and
Tween 80 on particle size and morphology. Interestingly, the particles with the drug were smaller than
the empty particles. Based on both the shape and size of the particles, we decided to continue our
investigation using the particles without Tween 80.



Cancers 2019, 11, 1383 4 of 14

noxolo

P e
Rrp o I

C
Formulation Surfactant Mean diameter [um] PDI Z-Ave
Carbenoxolone
particles none 0.9 £ 0.02 0.3 +£0.02 -32.3 £ 04
Control particles none 1.7 £ 0.05 0.7 £ 0.04 -28 £ 0.5
Carbenoxolone
particles Tween 80 1.3+£0.0l 0.5+ 0.05 -29.8 +04
Control particles Tween 80 2.7 £0.07 NA -40.7 +3.3

Figure 2. Fabrication of carbenoxolone-loaded particles. Effect of surfactant (Tween 80) on the size
of particles. (A) Scanning electron microscope (SEM) images of PLGA particles fabricated by double
emulsion. Without surfactant, particles are of smooth and spherical shape; (B) the effect of the addition
of surfactant on the mean diameter and size distribution of particles; and (C) a summary of the effect of
surfactant on drug encapsulation and the size of particles.

2.3. Carbenoxolone Is Successfully Encapsulated in Polymeric Particles

Carbenoxolone loading in PLGA particles was determined using HPLC (Figure 1C).
Drug encapsulation was estimated at 60% (w/w). Our calculations were based on loading of 2.65 pg
carbenoxolone per 1 mg of dry particles as assessed after 96 h, and multiplying by the percentage of
disintegration (Figure 1C) as determined in the stability test (For calculations see Appendix A).

2.4. The Activity of Carbenoxolone Loaded Particles Is Maintained in Anoikis Assay

We previously found that carbenoxolone is highly active in the anoikis assay [8]. Since cell survival
in blood circulation is a key factor in the metastatic cascade, we established that the main effect of the
drug is on cell-cell interactions, and showed that exposure to carbenoxolone increases the susceptibility
of cancer cells to anoikis [8]. In our previous study [8] the anti-cancer activity of carbenoxolone was
examined using the Lewis lung carcinoma (LLC) cell line, due to the ability of their primary lung
tumors to metastasize to secondary sites in the pulmonary tissue or other distant organs. This study
was performed based on our earlier work; hence we continued our investigation using the same
cell line. To evaluate the effect of carbenoxolone loaded particles, and to confirm the activity of the
formulation in its particulate form, we examined the level of resistance to apoptosis of non-adherent
LLC cells treated with drug-loaded particles for 72 h, by detecting cell viability on a non-adherent
surface using WST8 (Figure 3). We found that cells treated with empty particles had higher survival
rates than those treated with drug-loaded particles. Figure 3 indicates increased susceptibility to cell
death as a result of drug-loaded particle treatment, as presented by a lower level of cell viability by
approximately 22%.
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Figure 3. Carbenoxolone-loaded particles increase cell susceptibility to anoikis. Anoikis assay using
poly(2-hydroxyethyl methacrylate) (p-HEMA) coated plates on Lewis lung carcinoma (LLC), after 72 h
of incubation with 0.5 uM carbenoxolone encapsulated particles (empty particles for control). n = 5.

2.5. Carbenoxolone Loaded Particles Reduce the Number and Size of Metastases in the Lungs via the Tail
Vein Model

To investigate the effect of the drug-loaded particles, and to examine if they can diminish both the
number and size of lesions in the lungs, as we previously demonstrated in the free drug [8], we studied
colonization of cells in the lungs. For this purpose, we performed tail-vein injections of drug-loaded
particles, followed by LLC injections in C57BL/6] mice 5 days later. Three weeks after cell injections,
the experiment was terminated, mouse lungs were removed, and histological sections were stained
with hematoxylin and eosin (H&E) to assess the burden of the lesions. Tissue analysis showed that
carbenoxolone reduced both the number and size of the lesions (Figure 4). We used a scoring system
based on lesion size as follows: large (>500 pm), medium (250-500 pm), and small (<250 um), lesions
in each tissue section. The mean numbers of lesions found in the lungs of the control and treated
groups, respectively, were 32 vs. 17, with a size distribution of: large 7 and 3; medium 17 and 9; small 8
and 5 (average of nine slides per group). The results show significantly lower metastatic formation in
the lungs of mice that were pretreated intravenously (IV) with carbenoxolone loaded particles, than in
the lungs of those treated with the empty particles (p = 0.02).
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Figure 4. The effect of carbenoxolone-loaded particles in tail vein injection (40 mg/kg, single
administration). (A) Tail vein systemic injections in C57BL/6 mice. Mice were pre-treated intravenously
(IV) with drug-loaded particles (empty particles as control). On the 5th day, all mice were injected
IV with Green Fluorescent Protein (GFP) tagged LLC cells (5 x 10°). The endpoint was 21 days after
treatment initiation, and the lungs were resected. (B) The number of lesions found in the lungs of control
mice (empty particles) compared with lesions found in the lungs of mice treated with carbenoxolone
loaded particles. p = 0.02. (C) Representative histologic sections of lungs of control (empty particles-
top) and carbenoxolone treated mice (drug-loaded particles- bottom) after the tail vein experiment post
hematoxylin and eosin (H&E) staining (10x). n = 8-10. * p < 0.05.
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2.6. Intranasal Administration of Carbenoxolone Particles Significantly Lowers Metastatic Burden in the Lungs
of Mice

To better target treatments to the pulmonary tissue, particles were introduced to mice in a single
intranasal administration. C57BL/6] mice were injected IV with LLC cells 5 days following treatment
initiation and sacrificed 20 days later. Sectioning and staining the lungs for H&E showed that mice
treated with the drug-loaded particles had developed 33% less metastatic lesions than the control
group (Figure 5A,C). The mean numbers of lung lesions in the control and treated groups, respectively,
were 62 vs. 42, with a size distribution of: large 24 and 14; medium 15 and 12; small 23 and 16. The PBS
control showed results similar to those of the empty particle control (Table S1). These results show
significantly lower metastatic formation in the lungs of mice intranasally treated with carbenoxolone
loaded particles compared with lungs of mice that were treated with empty particles (p = 0.003).
Additionally, the weight of lungs in mice that were treated with the drug encapsulated particles was
significantly lower (p = 0.004) than that of the control group, and correlated with the lower number of
LLC lesions (Figure 5B,C and Table S1).
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Figure 5. The effect of carbenoxolone loaded particles resulting from intranasal administration
(1 mg/mouse, single administration). C57BL/6] mice were pre-treated intranasally with 6-coumarin
drug-loaded particles, or with empty particles as control. On the 5th day, all mice were injected
intravenously with Lewis lung carcinoma (LLC) cells (5 X 106). The endpoint was 20 days after
treatment initiation due to death of mice in the control groups, after which lungs of all mice were
resected. (A) Representative hematoxylin and eosin-stained histological sections of lungs removed
from untreated (empty particles- top) or treated groups (10x). (B) The weight of lungs of untreated
mice compared with that of mice treated with carbenoxolone loaded particles, p = 0.004. (C) The
number of lesions found in the lungs of untreated mice compared with the number found in the lungs
of mice treated with carbenoxolone loaded particles, p = 0.0057. (D) Representative pictures showing
that 6-coumarin tagged particles target the lungs when administered intranasally, with and without
drug encapsulation. n = 9-10. * p < 0.05, *** p < 0.001.
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2.7. Fluorescent Labeled Particles Are Detectable in the Lung Post Intranasal Administration

Fluorescent labeled particles are used to follow tissue distribution in-vivo. Figure 5D shows that
both drug-loaded and empty particles reached the lungs and remained in the tissue as long as 3 weeks
post single intranasal administration. The 6-coumarin tagged PLGA particles, either with or without
the drug, accumulated in the lung tissue as visualized using fluorescent microscopy in histological
sections (Figure 5).

3. Discussion

Metastases are responsible for over 90% of cancer-related deaths, therefore is an important target
for cancer therapy [15]. There is currently no available standard preventative treatment, and first-line
therapy is commonly non-selective broad cytotoxic chemotherapy. Optimal prophylactic therapy
would require a high safety profile and targeted non-invasive administration, to provide low systematic
exposure over time that would maintain drug efficacy with minimal toxicity.

In a recently published study, we showed that carbenoxolone possesses anti-cancer properties
mediated by its antagonistic effect on HMGBI, as demonstrated in mice that were pre-treated with the
drug [8]. This activity is highly relevant to the lungs, as this tissue expresses exceptionally high basal
levels of RAGE, the receptor for HMGB1 [10]. The rationale of using pre-treatment is based on our
former observation of carbenoxolone to reduce tumor colonization in the lung via the reduction of
ICAM1 [8]. This finding suggests a possible clinical scenario in which carbenoxolone treatment can be
prescribed as a prophylactic treatment to reduce the metastatic burden immediately after a diagnosis
of a primary tumor with susceptibility to spreading into the lungs.

Carbenoxolone is known to provoke fluid retention, one of its dose-related side-effects and the
main reason for its limited prescription [16,17]. To achieve the maximal therapeutic effect, together
with minimal side-effects, carbenoxolone is usually given at a dose of 100 mg three times daily for
one week, followed by 50 mg three times daily for up to 12 weeks. The lower dose provokes fewer
side-effects but also provides a lesser effect [11].

In addition to sodium retention and hypokalemia [12], increased levels of carbenoxolone in the
serum have been shown to be correlated with a drop in the levels of potassium in the blood, which
could increase blood pressure and promote edema [13]. As expected, patient age was found to be
associated with side-effects. This was attributed to the decreased rates of plasma clearance in elderly
patients [18]. Therefore, elderly patients and patients with renal or liver diseases are prescribed lower
than usual dosages [11].

The equivalent dose of 40 mg/kg was selected in our study based on previous experiments which
identified 60 mg/kg dose in mice as the maximum tolerated dose, leading to a >10% weight loss in
nude mice [8]. A dose of 50 mg/kg for 8 days with the free drug was less toxic, showing 6% of weight
loss compared with 3% weight gain in the control mice (Table S3). Further in-depth toxicity studies
should be performed in the future.

To provide locally targeted treatment, rather than a systemic treatment, we propose introducing
carbenoxolone in a pulmonary targeting formulation, as this easier application could increase patient
compliance [19]. In mice, biodegradable poly(sebacic anhydride) (poly(SA)) particles [20] and siRNA
particles (siNS1) [21] were shown to penetrate the lung after intranasal delivery. In humans, the design
can be further optimized to target the lungs, since both particle size and density affect the deposition
of particles in this tissue [22,23]. Previous publications demonstrated that to reach the smaller airways
in the lung, small (micron range) particles should be used [24]. The mechanism of these small particles
is diffusion, as opposed to gravitation which is the mechanism of large particles [19].

A common means of drug encapsulation in PLGA spheres is the solvent evaporation method,
by which water-soluble or insoluble drugs can be encapsulated using water-in-oil-in-water (W/O/W)
double emulsion [25,26]. PLGA is a biodegradable biocompatible copolymer of lactic and glycolic acids
that can be fabricated into various shapes and sizes [25,27,28] and is used in several FDA approved
products [27]. PLGA has been widely studied in controlled-release systems for small molecules, and
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also with peptides and hormones [29-31]. First, we determined the stability of carbenoxolone in its
free-form (Figure 1), to further compare it with the presence of the drug post encapsulation.

Characterization of carbenoxolone particles showed that Tween 80, which is usually added to
stabilize the oil drops that disperse in the water, increased the size of the particles (Figure 2C, Figure S1);
In the case of empty particles (no drug) with Tween 80, a diverse size distribution with no valid
particle diameter (PDI) was obtained by DLS (Figure S1). SEM images revealed a spherical shape
with a ‘hollow-like” core only in the presence of the drug. Interestingly, this morphological defect
was not observed when fabricating the drug-free particles with Tween 80 (polyoxyethylene sorbitan
monooleate 80), nor was it detected in our Tween 80-free formulations. A similar phenomenon
was reported in PLGA particles fabricated with various surfactants encapsulated with insulin [32],
but in that case, the cause was the addition of Span 80 (sorbitan monooleate 80), which is of a low
hydrophilic-lipophilic balance (HLB) and is usually added to stabilize the water-in-oil (W/O) emulsion.
There the phenomenon was attributed to the migration of the drug aqueous solution droplets towards
the outer aqueous phase in the process of emulsification, which was immediately stopped by the
hardening of particles [32,33].

In our case, it is possible that the drug migrated from the non-stabilized water drops, through
the polymer matrix, and to the outer water continuous phase, followed by rapid hardening of the
matrix by evaporation. The relatively high loading capacity (~60%) is typical for PLGA microspheres.
The cumulative release kinetic profile showed a burst release in the first 5 h, followed by a zero-order
release up to day 4, and subsequently by a plateau resulting from complete depletion of the drug
(Figure 1C). (For calculations see Appendix A).

To validate the efficacy of the encapsulated drug in-vitro, we performed a bioassay of anoikis,
which is increased upon carbenoxolone treatment, as we previously demonstrated in LLC cells [8].
In another study, human thyroid cancer cells that were exposed to a high dose of carbenoxolone
(up to 50 uM) were also shown to increase susceptibility to anoikis, which was attributed to the loss
of gap junctions [34]. Moreover, patient-derived glioblastoma cells showed increased sensitivity to
anoikis when treated with carbenoxolone [35]. In the encapsulated form, carbenoxolone maintains its
activity suggesting that at a low dosage, as in our slow-release particles, the drug provides sufficient
efficacy (Figure 3). The effect we detected with 100 pg/mL particles (~0.5 uM) of the encapsulated
drug was similar to that of 0.1 uM with the free drug as previously shown (22% (Figure 3) and 37% [8]
respectively). This could be attributed to the slow release of the drug in the encapsulated form and
the lower availability of loaded drug after 72 h in this assay (only ~80% is released after 72 h in
complete hydration). Moreover, it is common for encapsulated drugs to require higher dosage in-vitro,
compared with the free form, to be more efficient in-vivo as was previously shown [26]. Since cell
death in circulation is one of the pivotal stages in the metastatic multi-step process, the ability of the
drug to reduce floating cell survival is of great clinical relevance.

To evaluate the efficacy of carbenoxolone particles in preventing lung metastases, we utilized
the tail-vein injection model, which is commonly used in studies of metastatic formation [36,37].
This model monitors the ability of cancer cells to circulate and colonize in the lungs, as the cells
are injected directly into the circular system. We previously showed that pre-treating mice with
carbenoxolone 5 days prior to LLC injections, followed by intraperitoneal (IP) administration of the
encapsulated drug, 40 mg/kg every other day over 25 days, resulted in 48% less metastatic formation in
the lungs compared with the control group [8]. Moreover, the lesions formed were smaller than those
found in the untreated group. These studies showed that the drug has impaired the cells” adherence
to the lung tissue, thereby reducing the formation of metastatic lesions. Here, we recapitulated this
experiment, but instead of using free carbenoxolone, we introduced a single systemic administration
of slow-release drug-loaded particles of 40 mg/kg carbenoxolone. The drug-loaded particles maintain
drug efficacy in-vivo, as demonstrated by thereduction in the number and size of metastatic lung
lesions (Figure 4).
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To provide a proof of concept of targeting carbenoxolone treatment to the pulmonary tissue, we
delivered the particles also via intranasal administration. A single intranasal treatment of a fixed dose
of 1 mg/mouse encapsulated carbenoxolone was administered 5 days prior to IV injections of LLC cells.
We found this concentration safe in intranasal administration, as higher concentrations were more
viscous and posed a risk for accidental suffocation of the mice. While all treated mice were alive on
day 20, two of the controlled mice died at day 19. Gross pathology of these mice revealed detectable
metastatic lesions in the lungs, which could explain their death. Images show that 6-coumarin tagged
particles were detected clearly in the lungs of the mice as long as 20 days post drug-encapsulated
particle administration (Figure 5D). These findings are in agreement with other studies showing the
respiratory tract to be successfully used to deliver particles to the lungs [20,21,38]. The efficacy of the
slowly released particles was high, as indicated by the lower number and smaller size of metastatic
lesions in the lungs of mice compared with both control groups (Figure 5A, Tables S1 and S2).

In our previous study, the free drug was administered using different LLC in-vivo models;
subcutaneous, orthotropic, tail vein and resection, where a repeated administration of the drug was
required [8]. Interestingly, we can determine that the encapsulated drug, whether administered IV or
intranasally, required a considerably lower dose (<x10) using a single pre-treatment, and resulted with
a similar effect to that of repeated dosage of the free drug in our previous study [8].

4. Materials and Methods

4.1. Stability of Carbenoxolone in Water

The stability of free carbenoxolone in double distilled water was assessed using the calibration of
HPLC (System Gold Microbore, Beckman Coulter). Carbenoxolone released fractions were analyzed
with Kinetex 5u EVO Column C18, 150 x 3.9 mm. The mobile phase was acetone: PBS 40:60, and
the flow rate was 1 mL per minute. The temperature was set to 20 °C and detection was at 254 nm.
Elution time was 1.5-1.6 s (Figure 1A).

4.2. Preparation of Drug-Loaded Particles

To fabricate drug encapsulated particles with a mean diameter of ~1 micron, which would
be compatible for inhalation, we used two distinct W/O/W formulations of PLGA (50:50, capped,
Mw 24,000-38,000), either with or without Tween 80 (HLB = 15) [39] as a stabilizer. Carbenoxolone
drug-loaded particles were prepared as previously described [26,40,41]. In short, 100 mg PLGA
(Sigma-Aldrich, Cat. No. 739952) with 50:50 lactic-to-glycolic acid ratio were dissolved in 2 mL
dichloromethane. A solution of carbenoxolone in PBS (140 mg/mL) was added (200 puL) to the
dissolved polymer, and the mixture was homogenized using WiseTis Homogenize (type HG-15D,
Witeg, Germany) for 1 min on ice, leading to the formation of the primary emulsion W/O. PVA
(Poly-vinyl alcohol) 5% w/v of ~67 kDa (Sigma-Aldrich, Cat. No. 81383), saturated in dichloromethane
(4 mL), was rapidly added to the emulsion, and the solution was again homogenized. The primary
emulsion was then emulsified into 50 mL of 2.5% w/v aqueous solution of PVA. The resulting multiple
W/O/W was mixed for 5 min, and 2.5 mL of cold isopropanol was added to the W/O/W double emulsion.
After 60 min of extensive stirring, the particles were centrifuged and washed three times. After the
final wash, the particles were lyophilized (Freezone 6 plus, Labconco, Kansas City, MO, USA) for 48 h,
resulting in a fine powder of dry PLGA particles loaded with carbenoxolone. For the preparation
of the particles with the surfactant, 4% v/v Tween 80 (Thermo Fisher Scientific, Cat. No. BP338-500)
was added after the addition of the drug. Empty particles were prepared in the same way, without
carbenoxolone. (A more detailed protocol can be found in the Supplementary section). The average
yield of particle batch was ~86% w/w.
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4.3. Particle Characterization

The particle samples were imaged and examined SEM (FEI Quanta 200 microscope). A small
amount of the sample was spread onto a conductive adhesive carbon tape attached to an SEM grid.
A thin film of Pd/Au coating was sputtered onto the sample (SC7620 Sputter coater, UK). The mean
diameter of the particles was calculated based on measurements of 30 randomly chosen particles.
Size and charge of particles were analyzed using DLS/Zeta sizer nano series (Malvern Instruments,
Malvern, UK) at 25 °C in DTS1070 disposable capillary cells. One mL of each sample in 100 pg/mL was
injected to measure the size and the zeta potential.

4.4. Drug Loading and Release Kinetics

To study the kinetic release of carbenoxolone, we performed dissolution tests as follows:
drug-loaded particles (10 mg) were incubated with 1 mL PBS pH = 7.4. The release assay was
performed in PBS containing 0.1% solutol-HS15, for particle dispersity. The solution was sampled
every 24 h, over the course of 120 h, and analyzed for carbenoxolone concentration using HPLC, after
which a cumulative release graph was plotted. Carbenoxolone was detected as a peak at 1.5 min, with
40% acetonitrile in PBS at the mobile phase. The flow rate was 1 mL per minute and the detection
monitored at 254 nm wavelength (Figure 1B,C).

4.5. Anoikis Assay

Carbenoxolone was previously shown to increase the susceptibility of cells through the induction
of apoptosis under non-adherent conditions, i.e., anoikis using poly(2-hydroxyethyl methacrylate)
(p-HEMA) coated plates (Sigma-Aldrich, Cat. No. P3932). To evaluate the activity of drug-loaded
particles, the same bioassay was applied. Briefly, a solution containing 20 mg/mL p-HEMA in 95%
ethanol was prepared and left at room temperature to dissolve for 48 h. Once dissolved, the solution
was pipetted into 6-well culture plates. The plates were left half covered in a sterile environment on
a rocking plate until the ethanol evaporated and the p-HEMA solidified, coating the plates evenly.
The plates were then washed twice with PBS to remove any possible traces of ethanol. Each plate
was incubated with growth media containing either empty or carbenoxolone-loaded particles at a
concentration of 100 pg/mL. All the plates were seeded with 50,000 LLC cells/well and incubated for
72 h at 37 °C. Cell viability was measured using WST-8 (Sigma-Aldrich, Cat. No. 96992) according
to the manufacturer’s protocol, and the cells were incubated at 37 °C for 90 min. Absorbance was
measured at 450 nm using a plate reader (Wallac 1420 VICTOR plate-reader, Perkin-Elmer Life Sciences,
Waltham, MA, USA) and bright-field images were obtained using an Olympus IX-73 microscope.

4.6. 'Tail Vein In-Vivo Model

Eight-week-old C57BL/6] mice (Harlan, Rehovot, Israel) were pretreated IV with either
carbenoxolone loaded particles or control particles of the non-surfactant preparation, 8 mice per
group. On the 5th day, all mice have been injected IV with 1 x 10° LLC-GFP cells in 100 uL PBS.
The endpoint was set as 21 days after treatment initiation, and all mice were then sacrificed, as in
our previously published work [8]. Lung tissue was harvested, weighed, and left in 4% formalin
overnight for fixation. Lungs were then transferred to 80% ethanol and a histological serial section was
performed. H&E staining of histological sections enabled lesion counting. Images of lungs were taken
using a light microscope (Zeiss), and the total number of lesions per slide was counted.

4.7. Intranasal In-Vivo Model

To direct the particles to the lungs of the mice, we used an intranasal delivery of suspended
particles. Eight-week-old C57BL/6] mice (Harlan, Israel) were pretreated with carbenoxolone loaded
particles, empty particles as a control treatment, or PBS as an additional control. Treatment was
administered intranasally by applying 50 uL of a 20 mg/mL solution (equivalent to 25 mg/kg). On the
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5th day, all mice have been injected IV with 1 x 10° LLC cells in 100 uL PBS. On day 19, two mice of
the two untreated control groups died at which point all the mice were sacrificed. The lungs were
harvested, weighed, and fixed in 4% formalin overnight, followed by histological analysis, as detailed
in the tail vein experiment (For more details please see Appendix B).

4.8. Lung Biodistribution Study Using Fluorescently Labeled PLGA Particles

To detect pulmonary localization of carbenoxolone PLGA particles following intranasal
administration, particles were co-loaded with 6-coumarin, enabling fluorescent imaging. For detection
of 6-coumarin particles in the lungs, paraffin-fixed lung sections (as detailed above) were stained with
DAPI and imaged using an inverted fluorescent microscope. Non-labeled PLGA particles served as a
control to set a fluorescence baseline (Olympus IX73).

4.9. Statistical Analysis

In-vitro data are presented as means + SD, whereas in-vivo data are presented as means =+ SE.
Differences in cell viability, the number of lesions, and lung weight were assessed using the unpaired
two-tailed Student’s t-test, and p < 0.05 was considered statistically significant.

4.10. Ethical Approval

All institutional and national guidelines for the care and use of laboratory animals were followed
and protocols were approved by the Hebrew University Ein Kerem Medical School IACUC (protocol
MD-16-14648-5).

4.11. Cell Culture

All cell lines were characterized and purchased from ATCC. Cells were used for experiments up
to p20 and were Mycoplasma free, using EZ-PCR Mycoplasma Test Kit (Biological Industries, catalog
number 2070020).

5. Conclusions

We showed that PLGA carbenoxolone encapsulated particles maintain efficacy in preventing
lung metastases when administered in a low dose. Considering our recent demonstration that the
combination of carbenoxolone with the anti-angiogenic drug, Bevacizumab, can prolong survival in
mice [7], our novel drug delivery system might provide a new platform for a dual administration of
combinational therapy that is not restricted to a specific drug. Such localized delivery may improve
the safety of drugs that portray grim side effect profiles.

Supplementary Materials: The following are available online at http://www.mdpi.com/2072-6694/11/9/1383/s1,
Protocol for preparation of particles, Figure S1: DLS analysis of drug-encapsulated and empty particle formulations,
Figure S2: Stability of free carbenoxolone vs. encapsulated drug, Table S1: Summary of size of metastatic lesions
in the lungs of mice post intranasal administration, Table S2: Summary and p-value of size of metastatic lesions in
the lungs of mice post intranasal administration, Table S3: Toxicity (weight loss) of mice under treatment with
50 mg/kg of carbenoxolone in its free form.

Author Contributions: Conceptualization, O.B. and A.K.-B.; methodology, O.B. and A.K.-B.; software, A.K.-B.,
S.A., and O.S; validation, AK.-B.,, M.A., and O.S,; formal analysis, A.K.-B., S.A., and O.S; investigation, A.K.-B.;
resources, O.B.; data curation, A K.-B.; writing—original draft preparation, A.K.-B.; writing—review and editing,
O.B,; visualization, A.K.-B.; supervision, O.B.; project administration, A.K.-B.; funding acquisition, O.B.

Funding: This research was funded by the Marie Curie Career Integration Grant (CIG), grant number 0305116;
Israel Cancer Association (ICA), grant number 0394691; Israel Foundation of Science (ISF), grant number 0394883;
David R. Blum Center for Pharmacy at The Hebrew University; The Eliyahu Penn Fund; The Shukor Gladi fund;
and The Frances Brody fund.

Acknowledgments: The authors wish to thank Gil Aizik and Adi Schumacher for their help with handling and
sacrificing the mice in the intranasal and IV experiments.


http://www.mdpi.com/2072-6694/11/9/1383/s1

Cancers 2019, 11, 1383 12 of 14

Conflicts of Interest: The authors declare no conflict of interest. The funders had no role in the design of the
study; in the collection, analyses, or interpretation of data; in the writing of the manuscript, or in the decision to
publish the results.

Appendix A

Release Calculations

The loading concentration of carbenoxolone was calculated as 101 pg per 10 mg particles (1%
w/w). After 48 h, approximately 60% of the original amount of the drug was detected in the solution,
using HPLC, and after 96 h only 40% of the original amount of the drug was detected. Release kinetics
was calculated based on HPLC determination of the sampled particle aqueous mixture, where
carbenoxolone was released from the particles to the aqueous solution (sink conditions). However,
notably, disintegration occurred during drug incubation in release medium; this was considered in
our calculations.

Appendix B

Intranasal Treatment in C57BL/6] Mice

Mice were pre-treated intranasally with 6-coumarin-drug-loaded particles (Empty particles were
set as control groups). On the 5th day, all mice were injected intravenously with Lewis lung carcinoma
cells (5 x 10°). The endpoint was 20 days after treatment initiation due to death of mice of the control
groups. The distribution of number and size of lesions in the lungs of mice treated with carbenoxolone
loaded particles, empty particles, or control was added to the supplementary section (Tables S1 and S2).

References

1. Midthun, D.E. Early detection of lung cancer. F1000Research 2016, 5. [CrossRef] [PubMed]

Birring, S.S.; Peake, M.D. Symptoms and the early diagnosis of lung cancer. Thorax 2005, 60, 268-269.
[CrossRef] [PubMed]

3. Walter, EM.; Rubin, G.; Bankhead, C.; Morris, H.C.; Hall, N.; Mills, K.; Dobson, C.; Rintoul, R.C.; Hamilton, W.;
Emery, J. Symptoms and other factors associated with time to diagnosis and stage of lung cancer: A prospective
cohort study. Br. ]. Cancer 2015, 112 (Suppl. 1), S6-S13. [CrossRef]

4. Popper, H.H. Progression and metastasis of lung cancer. Cancer Metastasis Rev. 2016, 35, 75-91. [CrossRef]
[PubMed]

5. Uramoto, H.; Tanaka, F. Recurrence after surgery in patients with NSCLC. Transl. Lung Cancer Res. 2014, 3,
242-249. [CrossRef] [PubMed]

6. Institute, N.-N.C. Drugs Approved for Lung Cancer. Available online: https://www.cancer.gov/about-cancer/
treatment/drugs/lung (accessed on 15 August 2019).

7. Karsch-Bluman, A ; Feiglin, A.; Arbib, E.; Stern, T.; Shoval, H.; Schwob, O.; Berger, M.; Benny, O. Tissue necrosis
and its role in cancer progression. Oncogene 2018. [CrossRef]

8. Karsch-Bluman, A.; Amoyav, B.; Friedman, N.; Shoval, H.; Schwob, O.; Ella, E.; Wald, O.; Benny, O.
High mobility group box 1 antagonist limits metastatic seeding in the lungs via reduction of cell-cell adhesion.
Oncotarget 2017, 8, 32706-32721. [CrossRef]

9.  Shearman, D.J.; Hetzel, D. The medical management of peptic ulcer. Annu. Rev. Med. 1979, 30, 61-79.
[CrossRef]

10. Li, W, Li,J;Sama, A.E.; Wang, H. Carbenoxolone blocks endotoxin-induced protein kinase R (PKR) activation
and high mobility group box 1 (HMGB1) release. Mol. Med. 2013, 19, 203-211. [CrossRef]

11.  Pinder, RM.; Brogden, R.N.; Sawyer, P.R.; Speight, T.M.; Spencer, R.; Avery, G.S. Carbenoxolone: A review
of its pharmacological properties and therapeutic efficacy in peptic ulcer disease. Drugs 1976, 11, 245-307.
[CrossRef]

12.  Davies, G.J.; Rhodes, J.; Calcraft, B.]. Complications of carbenoxolone therapy. Br. Med. |. 1974, 3, 400—-402.
[CrossRef]


http://dx.doi.org/10.12688/f1000research.7313.1
http://www.ncbi.nlm.nih.gov/pubmed/27158468
http://dx.doi.org/10.1136/thx.2004.032698
http://www.ncbi.nlm.nih.gov/pubmed/15790977
http://dx.doi.org/10.1038/bjc.2015.30
http://dx.doi.org/10.1007/s10555-016-9618-0
http://www.ncbi.nlm.nih.gov/pubmed/27018053
http://dx.doi.org/10.3978/j.issn.2218-6751.2013.12.05
http://www.ncbi.nlm.nih.gov/pubmed/25806307
https://www.cancer.gov/about-cancer/treatment/drugs/lung
https://www.cancer.gov/about-cancer/treatment/drugs/lung
http://dx.doi.org/10.1038/s41388-018-0555-y
http://dx.doi.org/10.18632/oncotarget.16188
http://dx.doi.org/10.1146/annurev.me.30.020179.000425
http://dx.doi.org/10.2119/molmed.2013.00064
http://dx.doi.org/10.2165/00003495-197611040-00002
http://dx.doi.org/10.1136/bmj.3.5927.400

Cancers 2019, 11, 1383 13 of 14

13.

14.

15.

16.

17.

18.

19.

20.

21.

22.

23.

24.

25.

26.

27.

28.

29.

30.

31.

32.

33.

34.

Baron, ].H.; Gribble, ].N.; Rhodes, C.; Wright, P.A. Serum carbenoxolone in patients with gastric and duodenal
ulcer: Absorption, efficacy and side-effects. Gut 1978, 19, 330-335. [CrossRef]

Bramley, J.R.; Wiles, E.M.; Sollars, PJ.; Pickard, G.E. Carbenoxolone blocks the light-evoked rise in intracellular
calcium in isolated melanopsin ganglion cell photoreceptors. PLoS ONE 2011, 6, e22721. [CrossRef]

Wirtz, D.; Konstantopoulos, K.; Searson, P.C. The physics of cancer: The role of physical interactions and
mechanical forces in metastasis. Nat. Rev. Cancer 2011, 11, 512-522. [CrossRef]

Doll, R.;; Langman, M.].; Shawdon, H.H. Treatment of gastric ulcer with carbenoxolone: Antagonistic effect
of spironolactone. Gut 1968, 9, 42-45. [CrossRef]

Turpie, A.G.; Thomson, T.J. Carbenoxolone sodium in the treatment of gastric ulcer with special reference to
side-effects. Gut 1965, 6, 591-594. [CrossRef]

Hayes, M.J.; Sprackling, M.; Langman, M.]. Changes in the plasma clearance and protein binding of
carbenoxolone with age, and their possible relationship with adverse drug effects. Gut 1977, 18, 1054-1058.
[CrossRef]

Patil, ].S.; Sarasija, S. Pulmonary drug delivery strategies: A concise, systematic review. Lung India 2012, 29,
44-49. [CrossRef]

Brenza, T.M.; Petersen, L K.; Zhang, Y.; Huntimer, L.M.; Ramer-Tait, A.E.; Hostetter, ].M.; Wannemuehler, M.].;
Narasimhan, B. Pulmonary biodistribution and cellular uptake of intranasally administered monodisperse
particles. Pharm. Res. 2015, 32, 1368-1382. [CrossRef]

Zhang, W.; Yang, H.; Kong, X.; Mohapatra, S.; San Juan-Vergara, H.; Hellermann, G.; Behera, S.; Singam, R.;
Lockey, R.F.; Mohapatra, S.S. Inhibition of respiratory syncytial virus infection with intranasal siRNA
nanoparticles targeting the viral NS1 gene. Nat. Med. 2005, 11, 56-62. [CrossRef]

Crowder, T.M.; Rosati, J.A.; Schroeter, J.D.; Hickey, A.J.; Martonen, T.B. Fundamental effects of particle
morphology on lung delivery: Predictions of Stokes’ law and the particular relevance to dry powder inhaler
formulation and development. Pharm. Res. 2002, 19, 239-245. [CrossRef]

Pilcer, G.; Amighi, K. Formulation strategy and use of excipients in pulmonary drug delivery. Int. ]. Pharm.
2010, 392, 1-19. [CrossRef]

Carvalho, T.C.; Peters, ].I; Williams, R.O., III. Influence of particle size on regional lung deposition—What
evidence is there? Int. J. Pharm. 2011, 406, 1-10. [CrossRef]

Makadia, H.K,; Siegel, S.J. Poly Lactic-co-Glycolic Acid (PLGA) as Biodegradable Controlled Drug Delivery
Carrier. Polymers 2011, 3, 1377-1397. [CrossRef]

Benny, O.; Duvshani-Eshet, M.; Cargioli, T.; Bello, L.; Bikfalvi, A.; Carroll, R.S.; Machluf, M.
Continuous delivery of endogenous inhibitors from poly (lactic-co-glycolic acid) polymeric microspheres
inhibits glioma tumor growth. Clin. Cancer Res. 2005, 11, 768-776.

Lu, J.M.; Wang, X.; Marin-Muller, C.; Wang, H.; Lin, PH.; Yao, Q.; Chen, C. Current advances in research and
clinical applications of PLGA-based nanotechnology. Expert Rev. Mol. Diagn. 2009, 9, 325-341. [CrossRef]
Shive, M.S.; Anderson, J.M. Biodegradation and biocompatibility of PLA and PLGA microspheres.
Adv. Drug Deliv. Rev. 1997, 28, 5-24.

Raman, C.; Berkland, C.; Kim, K.; Pack, D.W. Modeling small-molecule release from PLG microspheres:
Effects of polymer degradation and nonuniform drug distribution. J. Control. Release 2005, 103, 149-158.
[CrossRef]

Ravivarapu, H.B.; Burton, K.; DeLuca, P.P. Polymer and microsphere blending to alter the release of a peptide
from PLGA microspheres. Eur. . Pharm. Biopharm. 2000, 50, 263-270. [CrossRef]

Kawashima, Y.; Yamamoto, H.; Takeuchi, H.; Fujioka, S.; Hino, T. Pulmonary delivery of insulin with nebulized
DL-lactide/glycolide copolymer (PLGA) nanospheres to prolong hypoglycemic effect. ]. Control. Release 1999,
62,279-287. [CrossRef]

Rosa, G.D.; Iommelli, R.; La Rotonda, M.L; Miro, A.; Quaglia, E. Influence of the co-encapsulation of different
non-ionic surfactants on the properties of PLGA insulin-loaded microspheres. J. Control. Release 2000, 69,
283-295. [CrossRef]

George Crotts, T.G.P. Preparation of porous and nonporous biodegradable polymeric hollow microspheres.
J. Control. Release 1995, 35, 95-105.

Jensen, K.; Patel, A.; Klubo-Gwiezdzinska, J.; Bauer, A.; Vasko, V. Inhibition of gap junction transfer sensitizes
thyroid cancer cells to anoikis. Endocr. Relat. Cancer 2011, 18, 613-626. [CrossRef]


http://dx.doi.org/10.1136/gut.19.4.330
http://dx.doi.org/10.1371/journal.pone.0022721
http://dx.doi.org/10.1038/nrc3080
http://dx.doi.org/10.1136/gut.9.1.42
http://dx.doi.org/10.1136/gut.6.6.591
http://dx.doi.org/10.1136/gut.18.12.1054
http://dx.doi.org/10.4103/0970-2113.92361
http://dx.doi.org/10.1007/s11095-014-1540-y
http://dx.doi.org/10.1038/nm1174
http://dx.doi.org/10.1023/A:1014426530935
http://dx.doi.org/10.1016/j.ijpharm.2010.03.017
http://dx.doi.org/10.1016/j.ijpharm.2010.12.040
http://dx.doi.org/10.3390/polym3031377
http://dx.doi.org/10.1586/erm.09.15
http://dx.doi.org/10.1016/j.jconrel.2004.11.012
http://dx.doi.org/10.1016/S0939-6411(00)00099-0
http://dx.doi.org/10.1016/S0168-3659(99)00048-6
http://dx.doi.org/10.1016/S0168-3659(00)00315-1
http://dx.doi.org/10.1530/ERC-10-0289

Cancers 2019, 11, 1383 14 of 14

35.

36.
37.
38.

39.

40.

41.

Meyer-Pannwitt, V.; Tepper, M.; Karpel-Massler, G.; Siegelin, M.; Zhou, S.; Halatsch, M.E.; Debatin, K.M.;
Westhoff, M.A. Preventing cellular interactions as novel treatment strategy. Klinische Pidiatrie 2017, 229,
361-366.

Elkin, M.; Vlodavsky, I. Tail vein assay of cancer metastasis. Curr. Protoc. Cell Biol. 2001, 12. [CrossRef]
Mohanty, S.; Xu, L. Experimental metastasis assay. J. Vis. Exp. 2010. [CrossRef]

O’Callaghan, C. Targeting drug delivery to the lungs by inhalation. Mediat. Inflamm. 1994, 3, S31-S33.
[CrossRef]

Dinarvand, R.; Moghadam, S.H.; Sheikhi, A.; Atyabi, F. Effect of surfactant HLB and different formulation
variables on the properties of poly-D,L-lactide microspheres of naltrexone prepared by double emulsion
technique. J. Microencapsul. 2005, 22, 139-151. [CrossRef]

Benny, O.; Kim, SK.; Gvili, K.; Radzishevsky, 1.S.; Mor, A.; Verduzco, L.; Menon, L.G.; Black, PM.;
Machluf, M.; Carroll, R.S. In vivo fate and therapeutic efficacy of PF-4/CTF microspheres in an orthotopic
human glioblastoma model. FASEB ]. 2008, 22, 488-499. [CrossRef]

Benny, O.; Menon, L.G.; Ariel, G.; Goren, E.; Kim, S.K,; Stewman, C.; Black, PM.; Carroll, R.S.; Machluf, M.
Local delivery of poly lactic-co-glycolic acid microspheres containing imatinib mesylate inhibits intracranial
xenograft glioma growth. Clin. Cancer Res. 2009, 15, 1222-1231. [CrossRef]

@ © 2019 by the authors. Licensee MDPI, Basel, Switzerland. This article is an open access
@ article distributed under the terms and conditions of the Creative Commons Attribution

(CC BY) license (http://creativecommons.org/licenses/by/4.0/).


http://dx.doi.org/10.1002/0471143030.cb1902s12
http://dx.doi.org/10.3791/1942
http://dx.doi.org/10.1155/S0962935194000724
http://dx.doi.org/10.1080/02652040400026392
http://dx.doi.org/10.1096/fj.07-8801com
http://dx.doi.org/10.1158/1078-0432.CCR-08-1316
http://creativecommons.org/
http://creativecommons.org/licenses/by/4.0/.

	Introduction 
	Results 
	Carbenoxolone Depicts Low Stability in an Aqueous Solution 
	Tween 80 Affects Particle Size and Morphology 
	Carbenoxolone Is Successfully Encapsulated in Polymeric Particles 
	The Activity of Carbenoxolone Loaded Particles Is Maintained in Anoikis Assay 
	Carbenoxolone Loaded Particles Reduce the Number and Size of Metastases in the Lungs via the Tail Vein Model 
	Intranasal Administration of Carbenoxolone Particles Significantly Lowers Metastatic Burden in the Lungs of Mice 
	Fluorescent Labeled Particles Are Detectable in the Lung Post Intranasal Administration 

	Discussion 
	Materials and Methods 
	Stability of Carbenoxolone in Water 
	Preparation of Drug-Loaded Particles 
	Particle Characterization 
	Drug Loading and Release Kinetics 
	Anoikis Assay 
	Tail Vein In-Vivo Model 
	Intranasal In-Vivo Model 
	Lung Biodistribution Study Using Fluorescently Labeled PLGA Particles 
	Statistical Analysis 
	Ethical Approval 
	Cell Culture 

	Conclusions 
	
	
	References

