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PRECLINICAL STUDIES

GNS561, a new lysosomotropic small molecule, for the treatment
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Summary

lysosomes a potential target for novel therapies. Some weak base lipophilic drugs have a particular affinity towards lysosomes,
taking benefits from lysosomal trapping to exert anticancer activity. Here, we have developed a new lysosomotropic small
molecule, GNS561, and assessed its activity in multiple in vitro intrahepatic cholangiocarcinoma models (HuCCT1 and RBE cell
lines and patient-derived cells) and in a chicken chorioallantoic membrane xenograft model. GNS561 significantly reduced cell
viability in two intrahepatic cholangiocarcinoma cell lines (IC50 of 1.5 ± 0.2 μM in HuCCT1 and IC50 of 1.7 ± 0.1 μM in RBE
cells) and induced apoptosis as measured by caspases activation. We confirmed that GNS561-mediated cell death was related to its
lysosomotropic properties. GNS561 induced lysosomal dysregulation as proven by inhibition of late-stage autophagy and induction
of a dose-dependent build-up of enlarged lysosomes. In patient-derived cells, GNS561 was more potent than cisplatin and
gemcitabine in 2/5 and 1/5 of the patient-derived cells models, respectively. Moreover, in these models, GNS561 was potent in
models with low sensitivity to gemcitabine. GNS561 was also efficient in vivo against a human intrahepatic cholangiocarcinoma
cell line in a chicken chorioallantoic membrane xenograft model, with a good tolerance at doses high enough to induce an antitumor
effect in this model. In summary, GNS561 is a new lysosomotropic agent, with an anticancer activity against intrahepatic cholan-
giocarcinoma. Further investigations are currently ongoing to fully elucidate its mechanism of action.
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Introduction

Primary liver cancer is a worldwide leading cause of cancer-
related death, standing at the fourth position [1]. Among
primary liver cancers, cholangiocarcinoma (CCA) ac-
counts for nearly 10%, behind hepatocellular carcinoma
[2]. Although CCA is recognized by the FDA (Food

and Drug Administration) as an orphan disease, usually
defined as a condition that affects fewer than 200,000
people nationwide, the incidence of CCA is increasing
in several countries and in Asia, where the main iden-
tified risk factors are hepatitis B and C infections [3–5].

Intrahepatic CCA (iCCA) is defined as a particular biliary
duct cancer located proximally to the second-degree bile ducts
[6]. Curative treatment of iCCA relies on surgery, but tumor
resection is possible in only 30–40% of patients. Due to the
lack of specific symptoms, iCCA is often diagnosed at late
stages in most patients [7], when surgery is no longer a
therapeutic option [8].

To date, the recommended first-line therapy remains
gemcitabine-platinum combinations (ABC-02 trial) [3], with
modest efficacy (median progression-free survival of
8.0 months and median overall survival of 11.7 months).
Numerous attempts have been made to replace this combina-
tion but most investigated drugs or combinations failed to
significantly improve survival in first- and second-line
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settings [7–9]. Immunotherapies and molecular targeted
approaches are thought to be quite promising in CCA [10].
For instance, drugs targeting IDH1/2 (isocitrate dehydroge-
nase) mutations and FGFR2 (fibroblast growth factor
receptor-2) protein fusions offer great promise in iCCA [11].
Derazatinib (ArQule, Inc., USA), an FGFR2 inhibitor, and
Ivodesinib (Agios Pharmaceutical, USA), an IDH1/2 in-
hibitor, are currently being evaluated in Phase 3 clinical
trials as second-line therapy in advanced iCCA.
However, IDH1/2 mutations and FGFR2 aberration mu-
tations are only reported in 14% and 13–20% of patients
with iCCA, respectively.

Because of their high metabolic rates, rapidly dividing and
invasive cancer cells are highly dependent on lysosomal
functions [12–14]. Lysosomes contain hydrolytic en-
zymes that play a major role in the degradation of in-
tracellular macromolecules and catabolic (such as au-
tophagy and micropinocytosis) and anabolic growth
[15–17]. Lysosomes are important in the malignant process
[18] and are required in tumor cells for cellular adhesion,
motility and signaling, exocytosis, angiogenesis and overall
survival, growth, aggressiveness and metastasis [19–23].
Thus, cancer cell lysosomes tend to become hyperactive when
fulfilling the needs of the challenging tumor microenviron-
ment [12, 21, 22, 24]. This busy lysosomal behavior is asso-
ciated with increased lysosomal biogenesis, volume and pro-
tease activity and is accompanied by changes in the composi-
tion and the cellular distribution of the lysosomal compart-
ment [12, 19, 25–32]. However, such alterations that confer
phenotypic advantages to tumors can markedly lead to weaker
lysosomal membranes in cancer cells compared to noncancer-
ous cells, resulting in sensitization to lysosomal membrane
permeabilization (LMP) and, eventually, to cell death [12,
14, 29, 33–35]. Therefore, lysosomes seem to be a potential
target organelle for the chemotherapy of tumors. Targeting
lysosomes not only triggers apoptotic and lysosomal cell
death pathways but also inhibits cytoprotective autophagy
[22, 30, 31, 36–38], a pathway that is known to be important
in iCCA development, progression and invasion [39–42].
Hence, a promising strategy for anticancer therapy in iCCA
can be to target lysosomes.

Based on evidence showing that chloroquine and its deriv-
atives may induce lysosome-mediated cell death, many re-
searchers have focused on chloroquine effects in cancer ther-
apy [35, 43–46]. Over 40 single agent and combination clin-
ical trials have been reported using several chloroquine deriv-
atives [47–49]. However, these drugs failed in demonstrating
sufficient efficacy at therapeutic levels, limited by their mod-
est potency and the frequently induced side effects, such as
ocular toxicity and irreversible retinopathy [30, 31, 50–52].

In this context, we herein discovered a novel lysosomotropic
small molecule, GNS561. We investigated the antitumor activ-
ity of GNS561 in human iCCA cell lines and patient-derived

cells, as well as its potential to inhibit tumor growth in a chicken
chorioallantoic membrane (CAM) xenograft model. Due to its
physicochemical characteristics, we investigated if GNS561-
induced cell death was mediated by its lysosomotropic
properties.

Based on this study, we provide a rationale for targeting
lysosomes as a promising therapeutic strategy in iCCA in
human clinical trials.

Materials and methods

Chemicals

Bafilomycin A1 (Baf) and ammonium chloride (NH4Cl) were
obtained from Sigma-Aldrich (St Louis, MO, USA). Cisplatin
and gemcitabine were supplied by Santa Cruz Biotechnology
(Dallas, TX, USA).

Cell culture

Two iCCA cell lines, HuCCT1 and RBE, were obtained from
JCRB (Japanese Cancer Research Resources Bank) Cell Bank
(Osaka, Ibaraki, Japan) and RIKEN Cell Bank (Tsukuba,
Ibaraki, Japan), respectively. The cells were cultured using
Roswell Park Memorial Institute (RPMI) medium supple-
mented with 1% penicillin-streptomycin and 10% fetal bovine
serum. Cells were maintained at 37 °C in the presence of 5%
CO2 and 95% air in a humidified incubator.

Cell viability assay

Cell viability was assessed using the CellTiter Glo®
Luminescent Cell Viability Assay following the manufac-
turer’s protocol (Promega, Madison, WI, USA). Briefly, cells
were plated in 96-well tissue culture plates (3000 cells per
well) in 90 μL of medium. Twenty-four hours after plating,
cells were treated with 10 μL of increasing concentrations of
drug (GNS561, gemcitabine or cisplatin) or vehicle and incu-
bated for 72 h. At the end of treatment, 100 μL of CellTiter
Glo solution was added to each well; cells were shaken and
then incubated at room temperature for 10 min to allow stabi-
lization of the luminescent signal. The luminescence was
recorded using an Infinite F200 Pro plate reader (Tecan,
Männedorf, Switzerland) and cell viability was expressed as a
percentage of the values obtained from the negative
control cells (cells treated with vehicle). The half-
maximal inhibitory concentration (IC50) was evaluated
using a nonlinear regression curve in GraphPad Prism
7 (GraphPad Software, La Jolla, CA, USA). For each
cell line, at least six concentrations were tested in trip-
licate. Mean IC50 was calculated as the average of three
independent experiments.
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Caspases 3/7 activity assay

Caspases 3/7 activity was measured using Caspase-Glo® 3/7
Assay following the manufacturer’s protocol (Promega).
Briefly, cells were plated in 96-well tissue culture plates
(3000 cells per well) in 90 μL of medium. Twenty-four hours
after plating, cells were treated with 10 μL of 10X GNS561
solution (final concentrations:1, 2, 3, 4 and 6 μM for HuCCT1
and 1.8, 3.6, 5.4 and 7.2 μM for RBE) or vehicle (i.e., medium
with DMSO) and incubated for 24 h. At the end of treatment,
100 μL of Caspase-Glo 3/7 reagent were added to each well
and incubated for 1 h at room temperature. Then, lumines-
cence was measured by an Infinite F200 Pro plate reader.
Fold-increased activation of caspases 3/7 was determined by
comparing the luminescence in the treated groups to the lumi-
nescence observed in the negative control wells (wells treated
by vehicle), with the luminescence of blank wells subtracted.
At each time point, in parallel with caspases 3/7 activation,
cell viability was also investigated using CellTiter-Glo®
Luminescent Cell Viability Assay. Each concentration of
GNS561 was tested in duplicate in at least three independent
experiments.

Lysosomotropism-mediated death study

Briefly, RBE cells were plated in 96-well tissue culture plates
(3000 cells per well) in 80 μL of medium. Twenty-four hours
after plating, cells were pretreated with 10 μL of Baf (100 and
200 nM) or NH4Cl (10 and 20 mM) for 2 h and then treated
with increasing concentrations of GNS561 (final concentra-
tions: 1.8, 3.6, 5.4, 7.2 and 9 μM) or vehicle (i.e., medium
with DMSO) and incubated for 24 h. At the end of treatment,
cell viability was assessed using the CellTiter Glo®
Luminescent Cell Viability Assay following the manufac-
turer’s protocol. Cell viability was expressed as a percentage
of the values obtained from the negative control cells (cells
treated with vehicle). Each condition was tested in triplicate
and at least three independent experiments were performed.

Autophagy assay

RBE cells were plated in 6-well tissue culture plates (125,000
cells per well) in 1.8 mL of medium. Twenty-four hours after
plating, cells were treated with 200μL of 10XGNS561 solution
(final concentrations: 0.9, 1.8 and 3.6 μM) for 24 h. Treatment
with vehicle (i.e., medium with DMSO) was used as a base-
line for autophagic flux control. In specified conditions, Baf
was added for the last 2 h of treatment (100 nM). Immunoblot
analysis of light chain 3 phosphatidylethanolamine conjugate
(LC3-II) and glyceraldehyde-3-phosphate dehydrogenase
(GAPDH) were performed in parallel. In brief, cells were
lysed with Mammalian Cell Lysis Buffer (GE Healthcare,
Chicago, IL). A cOmplete™ Protease Inhibitor Cocktail

(Sigma-Aldrich) was added extemporaneously to the lysis buff-
er. Ten micrograms of protein from each sample were separated
on a 15% SDS-PAGE gel, transferred to a PVDF
(polyvinylidene difluoride) membrane, and blotted with an an-
tibody against LC3 (Sigma-Aldrich). Immunoblotting with an
antibody against GAPDH (Abnova, Taipei, Neihu, Taïwan) was
used as a loading control. The antibody dilutions used were as
follows: anti-LC3 1:3000 and anti-GAPDH 1:5000. The LC3-II
and GAPDH signal were quantified using ImageJ software
(NIH, USA). The normalized LC3-II levels (Norm LC3-II)
and the autophagic flux were calculated, respectively, as LC3-
II signal/GAPDH signal ratios and as the ratio between Norm
LC3-II levels with Baf and Norm LC3-II levels without Baf.
The autophagic flux was expressed in arbitrary units. Three
independent experiments were performed.

Lysosomes detection

The detection of lysosomes was performed using the
LysoTracker Red DND-99 probe (LysoTracker) (Invitrogen,
Carlsbad, CA, USA) under fluorescence microscopy following
themanufacturer’s instructions. RBE cells were plated in a 4-well
chamber slide at a density of 300,000 cells per well. Twenty-four
hours after plating, cells were treated with GNS561 at different
concentrations (final concentrations: 5 and 10 μM) or vehicle for
30 min. Following treatment, the medium was replaced with
fresh medium containing 75 nM LysoTracker. After incubation
for another 30 min, the medium was removed and cells were
washed 3 times with warmed HBSS (Hanks Balanced Salt
Solution) and viewed on a Zeiss Axiovert200M Confocal spin-
ning disk microscope. Lysosomes were detected as a red color
(excitation 642 nm and emission 655 nm). For each treatment,
three large microscopy images showing multiple cells (> 30) and
three high-power photomicrographs showing one cell per field
were collected.

Microscopy and image analysis

Images were acquired on an Axiovert200M Zeiss microscope
using a CSU-W1 Yokogawa confocal unit. This microscope
was equipped with an alpha plan Apochromat X100 oil immer-
sion objective (NA 1.46). Images were captured with an
EMCCD (Electron- Multiplying Charge Coupled Device)
ProEM 1024X1024 camera (Princeton Instruments, Trenton,
NJ, USA). Images were acquired with Metamorph software
(Molecular Devices, San Jose, CA, USA). For large images
containing several cells, the integrated morphometry analysis
function in the Metamorph software was used to measure the
total intensity. For single cell images, the granulometry analysis
application module ofMetamorph software was applied to mea-
sure their intensity. Data representing the mean of three large
images or of three single cell images per condition were plotted
as a percentage of vehicle + SD using GraphPad Prism 7.
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Ex vivo 3D methylcellulose assay

Patient-derived xenograft (PDX) tumor-bearing animals were
maintained at Crownbio HuPrime animal facility (Crown
Bioscience Inc., Taicang, China). To collect PDX cells, xeno-
graft tumors were harvested when tumor volumes reached
500–800 mm3, minced and dissociated in collagenase
(Invitrogen, Carlsbad, CA, USA) working solutions at 37 °C
for 1–2 h. After removal of red blood cells using red blood cell
lysis buffer, tumor cells were washed with PBS (Phosphate
Buffered Saline) and resuspended in cryopreservation medi-
um at a density of approximately 3–5 × 106 cells/ml and
banked in a liquid nitrogen tank. An ex vivo 3D methylcellu-
lose assay was performed using five cell models (CC6205,
CC6279, CC6625, CC6638 and CC6658). Cell viability was
counted using trypan blue. To carry out the ex vivo 3D assay
using cryopreserved PDX cells, frozen vials of dissociated
PDX cells were revived, resuspended in 0.65% methylcellu-
lose (final concentration), loaded into 96-well plates, and cul-
tured overnight in a 37 °C incubator with a supply of 5%CO2.
Test compounds (GNS561, gemcitabine and cisplatin) were
then added in 9 concentrations in triplicate. After a 7-day
incubation, cell viability was measured by CellTiter Glo®
Luminescent Cell Viability Assay. Results are plotted using
GraphPad Prism 7 to determine IC50 values.

Chick embryo tumor growth assay

In vivo tumor proliferation of the HuCCT1 cell line was
assessed by the chick embryo tumor growth assay
(Inovotion, Grenoble, France), as previously described
[53–56]. Briefly, fertilized white leghorn eggs were incubated
at 37.5 °Cwith 50% relative humidity for 9 days. At day 9, the
CAM was dropped by drilling a small hole through the egg-
shell into the air sac and a 1 cm2 window was cut in the
eggshell above the CAM. Cultured HuCCT1 (at 85%
confluency) were detached by trypsinization, washed with
complete medium and suspended in PBS. An inoculum of
1 × 106 cells was added directly onto the CAM of each egg
(D9). After graft, the eggs were individually checked every
day. Eggs were then randomized in 4 groups of 21 eggs to get
a sufficient number of surviving embryos at the end of the
experiments. One day later, tumors began to be detectable.
They were then treated every 2 days over the next 8 days
(D11, D13, D15, D17), by dropping 100 μL of either
GNS561 at two different doses (75 and 150 μM), gemcitabine
(150 μM) or vehicle (0.3% DMSO in PBS) onto the tumor.
The dropwise addition of a solution onto the large tumor area
that depressed the CAM surface was found to be a suitable
method that avoided leakage and dispersion of the com-
pounds. Then, the windows were sealed with adhesive tape
and the eggs were returned to the incubator. At day 18 (D18),
the upper portion of the CAM was removed from each egg,

washed in PBS and then directly transferred to paraformalde-
hyde (fixation for 48 h) and weighed. Finally, treatment tox-
icity was evaluated by scoring the number of dead embryos
and looking for morphological or functional abnormalities in
the surviving embryos.

Statistical analysis

All statistical analyses were performed using GraphPad
Prism 7. The comparisons of means were calculated
using one-way ANOVA with either Dunnett’s or Dunn’s
post hoc analysis. Statistical significance was defined
as p-values < 0.05.

Results

GNS561 significantly reduces cell viability of iCCA
cells by induction of apoptosis

We first investigated cell viability using various concentra-
tions of GNS561 in human iCCA cell lines. As shown in
Fig. S1 and Table 1, treatment with GNS561 for 72 h reduced
cell viability with an IC50 of 1.5 ± 0.2 μM in HuCCT1 and an
IC50 of 1.7 ± 0.1 μM in RBE cells. We also compared
GNS561 activity to that of two reference control drugs fre-
quently used in iCCA, gemcitabine and cisplatin. GNS561
was more effective than gemcitabine and cisplatin in both cell
lines (Table 1 and Fig. S1). GNS561 showed 100% inhibition
of tumor cell proliferation at approximately 3 μM
whereas gemcitabine did not reach total inhibition at
the maximal tested concentration (15 μM for HuCCT1
and 6 μM for RBE).

We further determined whether GNS561-induced cancer
cell death was related to caspase-dependent apoptosis in the
two iCCA cell lines. After 8 h of exposure, GNS561 had little
or no effect on caspases 3/7 activity and on cell viability in the
two cell lines (Fig. 1a for HuCCT1 and Fig. 1b for RBE). In
contrast, GNS561 induced caspases 3/7 activation after 24 h
of treatment (Fig. 1c for HuCCT1 and Fig. 1d for RBE) and
this activation was sustained at 30 h (Fig. 1e for HuCCT1 and
Fig. 1f for RBE). This caspases activation was concomitant
with a decrease in cell viability (Fig. 1).

Table 1 Mean IC50 ± SD of GNS561, gemcitabine and cisplatin in two
human iCCA cell lines after 72 h of incubation

Cell lines Mean IC50 ± SD (μM)

GNS561 Cisplatin Gemcitabine

HuCCT1 1.5 ± 0.2 16.5 ± 0.5 75% max inhibition at 15 μM

RBE 1.7 ± 0.1 8.2 ± 1.2 60% max inhibition at 6 μM
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GNS561 induces cell death via its lysosomotropism

Since the concept of lysosomotropism was first introduced by
Christian deDuve and his colleagues [57], it has been described
that weakly basic lipophilic xenobiotics have a strong affinity
for lysosomes. A weak base lipophilic drug is able to diffuse
across the lysosomal membrane but cannot diffuse back to the
cytosol as it becomes protonated when reaching the lysosome.
A recent screening of lysosomotropic drugs found that drugs
with a ClogP (partition coefficient of the neutral species of a
compound between octanol and water, representing membrane
permeability) above 2, and a pKa between 6.5 and 11, caused
lysosomal accumulation [58]. Herein, the physicochemical
characteristics of GNS561 showed weak base (pKa1 = 9.4,
pKa2 = 7.6) and hydrophobic properties (logD = 2.52 at
pH 7.4), which made it a drug with lysosomotropic properties.

Whether lysosomotropism is a contributor to cytotoxicity can
be investigated by disrupting the lysosomal pH gradient either
by inhibitors of the vacuolar (H +)-ATPase (Baf) or by
treatment with NH4Cl, which rapidly increases lysosom-
al pH [58, 59]. If Baf or NH4Cl reduces the cytotoxicity
caused by a lysosomotropic compound, this would suggest
that lysosomotropism is a contributor to cell death. For this

purpose, RBE cells were pretreated for 2 h by Baf or by
NH4Cl then treated with GNS561 for 24 h. Although concen-
trations of 100 and 200 nM Baf by themselves decreased
viability (Fig. 2a), they significantly attenuated the still larger
decrease in viability induced by GNS561. Pretreatment with
NH4Cl had the same protective effect (Fig. 2b). Therefore,
disrupting the lysosomal pH gradient by either Baf or by
NH4Cl protected against GNS561-mediated cell death.
These results suggested that GNS561-mediated cell death is
caused by its lysosomotropic properties.

GNS561 inhibits late-stage autophagy and induces
a dose-dependent build-up of enlarged lysosomes

The lysosomal-dependent cell death of GNS561 prompted us
to examine its capacity to modulate autophagy that stands as a
lysosomal-related pathway. We, therefore, examined the accu-
mulation of LC3-II under GNS561 exposure. GNS561 in-
duced a dose- and time-dependent accumulation of the LC3-
II in the RBE cell line (Fig. 3a). Enhanced LC3-II levels can
be associated either with an increased autophagosome synthe-
sis or with a decreased autophagosome degradation as a result
of delayed trafficking to the lysosomes, decreased fusion
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Fig. 1 Activation of caspases 3/
7 by GNS561. Caspases 3/7
activation and cell viability of
HuCCT1 (a, c and e) and RBE
(b, d and f) cell lines after 8 h
(a and b), 24 h (c and d) and 30 h
(e and f) of treatment with
GNS561 measured using the
Caspase-Glo® 3/7 assay and
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Data represent the mean + SD of
three experiments
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between compartments, and/or defective lysosomal proteolyt-
ic activity. To obtain a better evaluation of the autophagic flux,
we carried out western blotting of control extracts harvested
from cells treated with autophagy inhibitors, such as Baf, a
specific vacuolar-type (H +)-ATPase inhibitor [60]. GNS561-
induced accumulation of LC3-II was not enhanced in the pres-
ence of Baf (Fig. 3a), supporting the potential of GNS56l to
inhibit degradation of the autophagic content.

As it was previously shown that lysosomotropic agents can
increase the apparent steady-state volume of lysosomes in
time- and concentration-dependent manners [28, 61–63], we
focused on the structure of the lysosomes. Following contin-
uous exposure to GNS561, LysoTracker staining was shown

to increase (Fig. 3b and c) with an increase in total intensity
and granule intensity values (Fig. 3b and c). From this exper-
iment, it was concluded that GNS561 prompted a dose-
dependent build-up of enlarged lysosomes.

a

b

c Vehicle GNS561 5 µM GNS561 10 µM

Trea tm ent du ring 24h  - [G N S 561]

G A P D H

LC 3-I

0  µM 0.9  µM 1.8  µM 3.6  µM

B af - - - - ++++

9.4 1 .4 1 .1 0 .9N orm  LC 3-II B a f
/N o  B a f

LC 3-II

Vehicle GNS561 5 µM GNS561 10 µM

0 5 10
0

200

400

600

800

G N S 561  (µM )

Ly
so

Tr
ac

ke
r T

ot
al

 In
te

ns
ity

(%
 o

f v
eh

ic
le

)

****
****

0 5 10
0

100

200

300

400

500

G N S561 (µM )

Ly
so

Tr
ac

ke
r G

ra
nu

le
In

te
ns

ity
 (%

 o
f v

eh
ic

le
)

**

a

b

0 1.8 3.6 5.4 7.2 9
0

50

100

150

G N S 5 6 1  c o n c e n tra tio n , µM

%
 C

el
l v

ia
bi

lit
y

GNS561
GNS561  + 100  nM  B a f
GNS561  + 200  nM  B a f

0 1.8 3.6 5.4 7.2 9
0

50

100

150

G N S 5 6 1  c o n c e n tra tio n , µM

%
 C

el
l v

ia
bi

lit
y

GNS561

GNS561  + 10  m M  NH 4Cl

GNS561  + 20  m M  NH 4Cl
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in the presence or absence of Baf (a) or NH4Cl (b) measured using
CellTiter-Glo® viability assay

�Fig. 3 Inhibition of the autophagy flux and induction enlarged
lysosome build-up. a Immunoblot analysis of LC3-II levels were per-
formed in RBE cell line incubated with vehicle (0 μM) or with indicated
concentrations of GNS561 for 24 h in the presence or absence of Baf
(100 nM, 2 h). GAPDH immunoblotting was used as a loading control.
As indicated under each lane, the autophagic flux, determined as the ratio
between the Norm LC3-II levels with Baf and without Baf, is expressed
in arbitrary units. Three independent experiments were performed. A
representative autoradiogram is shown. b and c RBE cells were treated
with GNS561 at the indicated concentrations for 30 min. The medium
was removed, and the LysoTracker probe was added. Three large micros-
copy images showing multiple cells (b, Scale bar, 10 μm) and three high-
power photomicrographs showing one cell per field (c, Scale bar, 10 μm)
were collected per condition. The total (b) or granule (c) intensities were
measured using Metamorph software. Data represent the mean of three
large images or of three single cell images per condition and were plotted
as a percentage of vehicle + SD. p-values were calculated using Dunnett’s
multiple comparisons test
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GNS561 is efficient against iCCA patient-derived cells

To further describe the activity of GNS561, we determined the
antitumor activity of GNS561 on primary patient tumors in
five iCCA patient-derived xenograft models using an ex vivo
3D methylcellulose assay. Each model was tested with
GNS561 and two reference control drugs frequently
used in iCCA (gemcitabine and cisplatin). The results
indicated that GNS561 was more potent than cisplatin
or gemcitabine in 2 models (CC6638 and CC6279,
Fig. S2b and c, and CC6638 and CC6625, Fig. S2b and d,
respectively). GNS561 was as effective as cisplatin in 3 out 5
iCCA patient-derived cell line models (CC6205, CC6625 and
CC6658, Fig. S2a, d and e) and as gemcitabine in one model
(CC6658, Fig. S2e). However, it is important to note
that GNS561 always induced a complete tumor inhibi-
tion in all models, contrary to gemcitabine which did
not in any model, suggesting that GNS561 may be ef-
ficient in models with low sensitivity to gemcitabine.
Detailed IC50 values of GNS561, gemcitabine and cisplatin
are shown in Table 2.

GNS561 is efficient in vivo against a human iCCA cell
line in a chicken CAM xenograft model

Finally, we tested the effect of GNS561 on tumor growth
in vivo by using the chick embryo model. HuCCT1 cells were
grafted on the CAM and formed tumors were treated every
48 h with vehicle or GNS561 at two different doses (Fig. 4a).
Gemcitabine was used as a positive control and a concentra-
tion of 150μMwas chosen to induce significant tumor growth
inhibition without embryo toxicity. At day 18, we found that
GNS561 significantly inhibited tumor growth compared with
the vehicle treatment, even at the lowest concentration (Fig.
4b). Importantly, the comparison of the number of dead chick-
en embryos in the vehicle- and GNS561-treated eggs indicat-
ed that GNS561 showed no noticeable toxicity in the chicken
embryo at all tested doses (Fig. 4c). This suggests that
GNS561 is well tolerated, even at a high active concentration,
in this model.

Discussion

The WHO classified liver cancers as devastating tumor types
in terms of both incidence and mortality [1]; among them,
iCCA is the secondmost common liver malignancy, following
hepatocellular carcinoma. Drug pipelines for the treatment of
advanced iCCA remain poor despite recent advances using
targeted therapies that showed benefits in small subpopula-
tions of iCCA patients [64]. In this context, we discovered
and developed a new small agent, GNS561, with physico-
chemical properties that may be of interest for the treatment
of patients with advanced iCCA. In vitro, we showed that
GNS561 was more efficient than gemcitabine or cisplatin in
two iCCA cell lines (11 and 4.8-fold more than cisplatin in
HuCCT1 and RBE, respectively, and more than 3.5-fold
greater than gemcitabine). This anticancer activity was con-
firmed in five different iCCA patient-derived cell lines.
Moreover, in these models, GNS561 was potent in models
with low sensitivity to gemcitabine. Ultimately, the GNS561
effect was assessed in an iCCA chicken CAM xenograft mod-
el. This model is of particular interest as it is considered a cost-
effective and reliable alternative to the in vivo PDX model
[65]. The highly vascularized nature of the CAMmodel great-
ly promotes the efficiency of tumor cell engraftment.
Remarkably, within 8 days, HuCCT1 tumor cells developed
sizable tumors. The tumors grown on the CAM of embryo-
nated chicken eggs represent a fast, easy and affordable sys-
tem for an initial preclinical analysis of the effects of a com-
pound. In addition to demonstrating a significant antitumor
activity in this iCCA chicken CAM xenograft model,
GNS561 was also shown to be safe at active concentration
levels.

Our findings suggest that GNS561 anticancer properties
are dependent on its lysosomal affinity. Since caspase-
dependent apoptosis is the best-known modality of pro-
grammed cell death, we first determined whether GNS561-
induced cell death was due to apoptosis. Our study indicated
that GNS561 induced caspase activation concomitantly with a
decrease in cell viability. Abolition of GNS561 antitumor ef-
fects by disruption of the lysosomal pH gradient confirmed
that lysosomotropism is responsible for GNS561-induced cell

Table 2 IC50 and maximal
inhibition of GNS561,
gemcitabine and cisplatin in five
iCCA patient-derived models in
ex vivo 3D methylcellulose assay
after 7 days of incubation

Model name GNS561 Gemcitabine Cisplatin

IC50 (μM) Maximal
inhibition

IC50 (μM) Maximal
inhibition

IC50 (μM) Maximal
inhibition

CC6205 1.56 99.93% 0.026 86.3 7% 1.62 99.53%

CC6638 0.86 99.98% > 10 49.16% 10.54 93.48%

CC6279 1.48 99.96% 0.010 83.73% 6.17 98.79%

CC6625 1.14 99.97% 13.61 52.57% 1.89 98.19%

CC6658 1.23 100.00% 0.53 89.98% 0.85 99.81%
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death. Moreover, we showed that GNS561 induced a dose-
dependent build-up of enlarged lysosomes. This observation
was in agreement with previous studies regarding the capabil-
ity of lysosomotropic agents to cause lysosomal stress and
lysosomal enlargement [28, 61–63]. More investigations are
needed to fully elucidate the cause of the GNS561-induced
lysosomal volume expansion. We then demonstrated that
GNS561 inhibited autophagic flux. This inhibition of the au-
tophagic process is consistent with our observation of larger
lysosomes. Indeed, it is well described that enlarged lyso-
somes present activity impairment leading to the accumula-
tion of undegraded materials [63, 66, 67]. In addition, lyso-
somal swelling often precedes LMP [33, 38, 68]. Ono et al.
suggested that enlargement of the lysosomes may alter the
lysosomal membrane tension and, therefore, increase their
susceptibility to rupture [33]. Since the surface tension is

related to the lysosomal size, the larger lysosomes should be
easier to breakdown.

Based on our results, we could hypothesize that GNS561
induces LMP and cathepsin release in the cytosol responsible
for caspase activation and apoptotic cell death. In fact, it is
known that once in the cytosol, cathepsins, particularly cyste-
ine cathepsins B and L and aspartate cathepsin D, can initiate
the apoptosis pathway by direct caspase activation [26, 36, 37,
69]. Similar to our findings, other groups already observed
that several lysosomotropic compounds caused LMP [26,
67, 70, 71], suggesting that lysosomotropism in itself could
contribute to cell death. Mechanisms may differ depending on
chemical drug structures. For instance, for nonpermeable
charged substances, their accumulation could build up an os-
motic pressure across the lysosomal membrane, which results
in the inflow of water that induces LMP [72, 73]. For other
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lysosomotropic drugs, LMP is attributed to the inhibition of
acid sphingomyelinase, a lysosomal enzyme that catalyzes the
degradation of sphingomyelin to ceramide [12, 74, 75].
However, in most cases, mechanisms for LMP are lacking.
Further research will be necessary to better understand these
underlying mechanisms.

Several reports suggest that lysosomes in tumor cells are
more fragile than normal lysosomes and are more susceptible
to LMP [12, 14, 33, 34, 76]. Therefore, drugs that sensitize
lysosomes and promote LMP, leading to cell death, may exert
useful antitumor effects [76]. Most importantly, as cells with
high metastatic properties are more susceptible to lysosome
dysfunctions [23], agents inducing lysosomal-cell death may
have strong a clinical benefit in the metastatic setting.

To our knowledge, this is the first supportive data
highlighting lysosomes as a potential target to overcome tu-
mor growth in iCCA. We showed that the anticancer activity
of GNS561 was linked to lysosomal cell death. To date, no
other lysosomotropic agent has shown the ability to induce
cellular apoptosis in iCCA. Furthermore, GNS561 was capa-
ble of achieving more antitumor activity than gemcitabine,
which stands as a gold standard for iCCA.

Altogether, these results support the use of GNS561 in
iCCA treatment. Based on these findings, we obtained US
FDA IND (Investigational New Drug) status and the EMA
(European Medicine Agency) CTA (Clinical Trial
Application) submitted in October 2017. GNS561 is also cur-
rently being assessed in advanced iCCA patients in an inter-
national clinical Phase 1b/2a study [77]. This was the first time
that a lysosomotropic agent was investigated at clinical-stage
for treatment of iCCA. Indeed, many other drugs with lyso-
somal tropism are currently being assessed in many cancers
types, but none in the iCCA setting [22]. Ongoing clinical
trials should confirm the safety and efficacy of GNS561 in
primary liver cancers.

In summary, our data confirm the potent anticancer activity
of GNS561, a new lysosomotropic agent, in iCCA. For the
first time, we provide evidence that targeting lysosomes in
iCCA exerts useful antitumor activity. This supports further
development of lysosome-targeting compounds for iCCA
therapy. Further studies are now required to investigate the
underlying mechanism of action of GNS561 and to explore
its anticancer activity in other types of cancer.
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