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Abstract: O-methyl-serine dodecylamine hydrochloride (MSDH) is a detergent that accumulates
selectively in lysosomes, a so-called lysosomotropic detergent, with unexpected chemical properties.
At physiological pH, it spontaneously forms vesicles, which disassemble into small aggregates
(probably micelles) below pH 6.4. In this study, we characterize the interaction between MSDH and
liposomes at different pH and correlate the findings to toxicity in human fibroblasts. We find that
the effect of MSDH on lipid membranes is highly pH-dependent. At neutral pH, the partitioning
of MSDH into the liposome membrane is immediate and causes the leakage of small fluorophores,
unless the ratio between MSDH and lipids is kept low. At pH 5, the partitioning of MSDH into the
membrane is kinetically impeded since MSDH is charged and a high ratio between MSDH and the
lipids is required to permeabilize the membrane. When transferred to cell culture conditions, the ratio
between MSDH and plasma membrane lipids must therefore be low, at physiological pH, to maintain
plasma membrane integrity. Transmission electron microscopy suggests that MSDH vesicles are taken
up by endocytosis. As the pH of the endosomal compartment progressively drops, MSDH vesicles
disassemble, leading to a high concentration of increasingly charged MSDH in small aggregates
inside the lysosomes. At sufficiently high MSDH concentrations, the lysosome is permeabilized,
the proteolytic content released to the cytosol and apoptotic cell death is induced.

Keywords: MSDH; lysosome; lysosomotropic detergent; lysosomal membrane permeabilization; liposome

1. Introduction

The lysosomes are acidic organelles involved in several central processes in the cell including
degradation, metabolic homeostasis, and cell death [1,2]. Upon lysosomal membrane permeabilization
(LMP), the hazardous hydrolytic content of the lysosome is released to the cytosol. Several earlier
publications have shown that the extent of membrane permeabilization determines the fate of the
cell. Massive lysosomal rupture causing cytoplasmic acidification and uncontrolled degradation of
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cellular constituents might lead to necrosis. However, partial and selective LMP causes different forms
of regulated cell death [3-5]. Following LMP, the downstream signaling involves classical apoptosis
induced through caspase activation by the intrinsic or extrinsic pathways [6-8], or caspase-independent
death with apoptosis-like morphology [9]. Lysosomal stability is affected by a plethora of factors and,
although several compounds have been identified as both stimulating and preventing the loss of
lysosomal membrane integrity, no general mechanism of LMP has been identified [8,10].

The ability of lysosomes to induce cell death signaling makes them interesting targets in cancer
therapy, particularly for apoptosis- and multidrug-resistant cancers [11,12]. In particular, weak bases
are attractive candidate molecules since they accumulate in the acidic milieu of the lysosomes, become
protonated and thereby are prevented from diffusing back into the cytosol. This allows for up to
1000-fold drug accumulation inside the acidic organelles [13].

Detergents are amphiphilic molecules, where the poor solubility of their non-polar parts induce
aggregation in aqueous solutions. This occurs at a specific concentration (in general, the Critical
Aggregation Concentration (CAC) or, if the aggregation is in the form of micelles, the Critical Micelle
Concentration (CMC)), which depends on the structure of the molecule, and the solution properties.
Detergents are useful molecular tools in biophysics and molecular biology, where common uses include
the solubilization and reconstitution of membrane proteins [14], gene [15] and drug [16] delivery, as well
as for membrane solubilization [17]. Great attention has been paid to lipid membrane solubilization
by detergents [17-19], but the formulation of general principles for the action of detergents on lipid
membranes is difficult due to the specific effects of detergent structure on the interaction [20-22].
Lysosomotropic detergents (LDs) have, beside the basic amine group common for many lysosomotropic
agents, a long hydrophobic chain which makes them surface active, resulting in detergent properties.
Since the publication of an early paper on LDs by Firestone and Pisano [23], it has been widely
assumed in the subsequent literature, probably based on a statement in their paper, that such LDs
acquire detergent-like properties only in the acidic interior within the lysosomes, rather than having
surface activity on the plasma membrane [23]. Specifically, upon accumulation inside the lysosome, the
hydrophobic chain of the LD is buried in the membrane and when the concentration is sufficiently high,
the lysosomal membrane will become permeabilized [24]. O-methyl-serine dodecylamine hydrochloride
(MSDH), belonging to the LDs, has an amine group with pK; of 5.9 and a hydrophobic chain [24].
Evidence of lysosomal-dependent cell death after MSDH exposure has been obtained from several
different cell systems [4,25]. Although destabilization of the lysosomes has been established, the
mechanism(s) by which LDs enter cells and rupture lysosomal membranes need further investigation.
In a recent study detailing the properties of MSDH, we found that MSDH spontaneously formed
vesicles (50-500 nm in diameter) at cytosolic pH, whereas at pH < 6.4 the vesicles disassembled into
very small aggregates, most likely micelles [26]. This study also found a CAC of approximately 10 uM.
These results, in conjunction with the rapid uptake of MSDH in lysosomes, are not in accordance
with the commonly held view that MSDH, at physiological pH, remains in the form of monomers
in solution [14] and enters cells as monomers via diffusion over the membranes [24]. First, since the
MSDH vesicles are in equilibrium with free monomers at the CAC, the low abundance of free molecules,
which would also partition into any other lipid structure available in the cell, implies that the diffusion
of monomers into lysosomes is a slow process. Second, MSDH aggregates are positively charged at
cytosolic pH [26], and cationic liposomes have been shown to traverse plasma membranes rapidly via
endocytotic pathways [27]. These observations rather suggest an endocytic uptake mechanism.

Endocytosis is a complex mechanism and several specific and intermixed mechanisms are defined,
including clathrin-dependent and independent mechanisms and pinocytosis/fluid phase mediated
uptake [28]. Internalization via endocytosis is an important signaling pathway, e.g., at the synaptic
end where signals often occur in an ultrafast (<0.1 s) or fast (1-10 s) manner in order to recycle
exocytosed vesicles [29]. These events are usually clathrin-independent, while clathrin-mediated
endocytosis is considered a more general “housekeeping” process that requires the assembly of
clathrin-coated pits, and thus occurs somewhat slower (10-50 s) [30]. The established lysosomotropic
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agent L-leucyl-L-leucine methyl ester (LLOMe) is taken up by receptor-mediated endocytosis and
gains membranolytic properties by the action of the lysosomal enzyme dipeptidyl peptidase-I inside
the lysosome [31,32]. Studies have shown that LLOMe induces lysosomal damage within minutes
after addition [33,34], demonstrating that delivery to lysosomes via endocytosis is a rapid process.

In the present study, we investigate the stability of lysosome-like liposomes exposed to MSDH and
characterize their stability at different pH values. These findings were transferred to cell culture models,
where we could correlate the mechanisms of MSDH-induced LMP to cell toxicity and investigate the
mode of entry through the plasma membrane.

2. Results

2.1. MSDH-induced Leakage of Small and Large Molecules is Affected by pH and Lipid Composition

To characterize the MSDH-induced leakage of small molecules from lipid vesicles, we used
the dye/quencher pair 8-aminonapthalene-1,3,6 trisulfonic acid/p-xylene-bis-pyridinium bromide
(ANTS/DPX). The molecular weight of these molecules is around 350 Da, which would be the equivalent
to a three-residue peptide. ANTS and DPX are encapsulated into liposomes under conditions in which
ANTS fluorescence is quenched and the increase in its fluorescence emission is the result of leakage
into the larger extravesicular volume. Leakage measurements were performed either at pH 5 or 7 to
mimic the conditions at the lysosome and plasma membranes, respectively. The release of fluorophore
was analyzed at MSDH/lipid ratios between zero and eight. Immediately after the addition of MSDH,
no leakage was observed at pH 5 for any MSDH]/lipid ratio tested, while at pH 7, leakage was apparent
already at MSDH/lipid ~2. However, leakage was reduced in liposomes containing 40% cholesterol
(Figure 1A). This large difference in the extent of leakage between liposomes incubated with MSDH at
pH 5 or at pH 7 was less evident after 30 min (Figure 1B), and was eliminated after 100 min. Despite
this, the difference observed in the presence of cholesterol was evident, especially at MSDH/lipid ratios
<2 (Figure 1C). The time-dependence of the fluorophore leakage induced by MSDH at MSDH/lipid
ratios of one, two and eight is presented in Figure 1D-F.
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Figure 1. Leakage of small molecules from liposomes. The dye/quencher pair 8-aminonapthalene-1,3,6
trisulfonic acid/p-xylene-bis-pyridinium bromide (ANTS/DPX) (350 Da) was encapsulated in
liposomes containing 40% or no cholesterol. Liposomes were mixed with increasing concentrations
of O-methyl-serine dodecylamine hydrochloride (MSDH) and ANTS leakage was analyzed (A)
immediately, (B) 30 min and (C) 100 min after adding MSDH at pH 7 or pH 5. Analysis of time
dependent leakage of ANTS from liposomes with estimated MSDH/lipid ratios of (D) one, (E) two and
(F) eight. In total, 100% leakage corresponds to samples exposed to Triton X-100. The results are shown
as mean + SD, n > 3. Most errors are smaller than the size of the symbols.
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To gain insight into the process of leakage of larger molecules, we used liposomes loaded with
40 kDa dextran-rhodamine (TRITC-dextran 40) and followed the release of the dextran by fluorescence
correlation spectroscopy (FCS). FCS measures the diffusion of the slower dextran-containing vesicles as
well as the faster, free dextran molecules. Under the conditions tested (pH 7, pH 5, liposomes with or
without 40% cholesterol), the extent of leakage increased with the ratio of MSDH/lipids (Figure 2A-D).
At an MSDH/lipid ratio of 20, the mean diffusion rates in samples without cholesterol were almost as
fast as in the presence of Triton X-100, 5 min after the addition of MSDH. Under identical conditions,
vesicles containing 40% cholesterol exhibited diffusion times slightly higher than those containing no
cholesterol, meaning that more intact vesicles were still present (Table 1).
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Figure 2. Fluorescence correlation spectroscopy (FCS) analysis of MSDH-induced leakage of large
molecules from liposomes. Dextran-rhodamine (TRITC-dextran) (40 kDa) was encapsulated in
liposomes containing 40% or no cholesterol. Liposomes were mixed with increasing concentrations
of MSDH and leakage was analyzed using fluorescence correlation spectroscopy (FCS). Triton
X-100 was used to completely disintegrate the liposomes. Normalized autocorrelation data from
FCS measurements in (A) liposomes at pH 7 prepared without or (B) containing 40% cholesterol.
(C) Liposomes at pH 5 prepared without or (D) containing 40% cholesterol. Each curve is the average
of >3 measurements of 20 s each.

Table 1. FCS decay times of TRITC-dextran 40 encapsulated liposomes.

Liposomes pH 5 (milliseconds) Liposomes pH 7 (milliseconds)
Detergent
DOPC/DOPE +Cholesterol DOPC/DOPE +Cholesterol
Triton X-100 0.30 £ 0.01 0.33 +£0.01 0.28 +0.01 0.30 +0.01
MSDH:lipid 20:1 0.38 = 0.07 0.48 +0.07 0.34 +0.04 0.51 +0.02*

Decay times for TRITC-dextran 40 encapsulated in liposomes with or without 40% cholesterol at pH 5 or 7 after
the addition of Triton X-100 or MSDH (ratio MSDH:lipid is 20). Mean + SD (n > 3), * p < 0.05 when comparing
liposomes with and without cholesterol at pH 7.

In the FCS measurements presented so far, though the mean diffusion time at a 20:1 MSDH/lipid
ratio approached that when Triton X-100 was used, intact vesicles were still present. We therefore
investigated the time until complete degradation, defined as a measurement with no or only a
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single small spike, corresponding to a transiting liposome, visible in the intensity trace. Here, the
MSDH]/lipid ratios ranged from 20 to 160, with the lipid concentration kept constant at 50 uM. (Figure 3).
At MSDH/lipid ratios between 20 and 80, complete degradation was time-dependent at pH 7, while no
dependence was found at pH 5, where no vesicles were present 15 min after the addition of MSDH.
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Figure 3. Time-dependence of complete degradation of liposomes. TRITC-dextran (40 kDa) was
encapsulated in liposomes and mixed with increasing concentrations of MSDH. Leakage was analyzed
at pH 7 and at pH 5 using fluorescence correlation spectroscopy. Degradation was considered complete
when no spikes above 1500 kHz were visible during the entire measurement. For each data point,
a series of FCS measurements was recorded for 40 min. The data is presented as the mean + SD,
estimated from multiple independent (1 > 3) measurements. p < 0.05 for MSDH/lipid ratio 40 vs. 80
and 20 vs. 80 at pH 7.

2.2. MSDH Causes Permeabilization of Cellular Membranes and Cell Death

The effect of MSDH treatment was then studied in human fibroblasts. Starting with a large
concentration span, we investigated the concentration dependence of MSDH for plasma membrane lysis.
By measuring the LDH activity in conditioned media (i.e., the media collected from MSDH-exposed
cells), the amount of plasma membrane damage could be estimated. The addition of 10-40 uM
MSDH showed that the plasma membrane was intact at concentrations <20 uM (Figure 4A), while
concentrations >30 uM caused substantial and rapid plasma membrane damage and are therefore not
suitable for experiments in fibroblasts. Thus, to avoid leakage over the plasma membrane, the cell
culture experiments were performed at concentrations <20 uM. An analysis of cell viability, detected
as a reduction in 3-(4,5-dimethylthiazol-2-yl)-2,5-diphenyltetrazolium bromide (MTT), showed that
MSDH treatment caused a concentration-dependent loss of viability at concentrations > 10 uM. The
cell death never exceeded 50% with the tested concentrations (Figure 4B). To determine the cell death
mechanism, caspase-3 activation was analyzed after treatment with 15 uM MSDH. A time-dependent
increase in caspase-3 activity was found, indicating activation of the apoptosis pathway (Figure 4C).
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Figure 4. Concentration-dependent toxicity of MSDH. Fibroblasts were exposed to MSDH and
toxicity was analyzed using (A) LDH activity in conditioned media after 1, 2 and 4 h of MSDH
exposure (maximal LDH activity was obtained by total cell lysis), (B) cell viability using the
3-(4,5-dimethylthiazol-2-yl)-2,5-diphenyltetrazolium bromide (MTT) assay after 1, 2 and 4 h of MSDH
exposure and, (C) caspase-3 like activity (15 uM MSDH). The results are shown as mean + SD (n = 3)
*p <0.05 and *** p < 0.001 compared to untreated control at each time point.

The toxic properties of LDs, when added to cells at low concentrations, are initiated through mainly
lysosomal-specific reactions, since the LDs are accumulated within lysosomes due to protonation in the
acidic environment. As the concentration increases, lysosomal membrane stability is compromised [24].
Using the sensitive marker of lysosomal membrane permeabilization, galectin-1 [35], we found that
15 uM MSDH induced the translocation of galectin-1 from the cytosol (diffuse staining) to the lysosomes
(puncta) indicating damage to the endo-lysosomal membranes (Figure 5A). Image analysis showed a
time-dependent increase in the number of puncta-positive cells (Figure 5B). In accordance, the release
of cathepsin B from the lysosomal lumen to the cytosol was detected by immunocytochemical staining
(Figure 5C), and quantified by estimating co-localization between cathepsin B and lysosomal-associated
membrane protein-2 (LAMP2) (Figure 5D). Reduced colocalization indicates the release of cathepsin B
from the lysosome to the cytosol. Also, the number of Lysotracker-positive lysosomes was substantially
reduced already after 10 min of MSDH exposure, demonstrating the loss of the proton gradient in the
damaged lysosomes (Figure 5E). Immunoblotting of cathepsin B in cytosolic fractions showed that
MSDH caused an almost instant injury to the lysosomal membrane, as cathepsin B was released within
5 min after MSDH exposure (Figure 5F). This was confirmed by a concomitant increase in cytosolic
activity of the lysosomal hydrolase (3-N-acetyl-glucosaminidase (NAG). The enzymatic activity was
significantly increased in the cytosol 15 min after MSDH addition (Figure 5G) and reached its maximum
activity within 30 min. By combining the results of LDH activity (Figure 4A) and NAG activity, we
obtained a suitable concentration and exposure time for MSDH; 15 uM for 1 h, where we achieved
significant LMP and no plasma membrane damage (Figure 5H).
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Figure 5. Lysosomal membrane permeabilization in response to MSDH treatment. Human fibroblasts
were exposed to MSDH for 5 min-2 h. (A) Lysosomal rupture detected by Galectin-1 staining (green) in
cells exposed to 15 uM MSDH, with (B) corresponding image analysis of Galectin-1 puncta-positive cells.
(C) Immunostaining of cathepsin B (red), lysosomal-associated membrane protein-2 (LAMP2) (green)
and nuclei (DAPT; blue) in cells exposed to MSDH (15 pM, 2 h). Merged image shows colocalization
between cathepsin B and LAMP?2 in yellow. (D) The estimated colocalization was obtained from image
analysis in C. (E) Lysotracker staining of live cells before and after MSDH exposure (15 uM, 10 min).
(F) Immunoblotting of active cathepsin B and lactate dehydrogenase (LDH) in cytosolic fractions from
cells exposed to 15 uM MSDH, with corresponding densitometric analysis of cathepsin B release,
correlated to LDH. (G) 3-N-acetyl-glucoseaminidase (NAG) activity in cytosolic fractions. (H) Release
of LDH and NAG to cytosol in cells exposed to 15 uM MSDH. The results are shown as mean + SD
(n=3),*p<0.05*p <0.01 and *** p < 0.001 compared to untreated control.

Taken together, parallels can be established by comparing results from MSDH leakage analysis
and cell toxicity experiments. At low ratios of MSDH/lipids at pH 7, the presence of cholesterol
prevents the leakage of small molecules even after long incubation times (Figure 1), which matches
the stability of the plasma membrane observed in our cell culture experiments (Figure 4A). At higher
MSDH/lipid ratios, membrane solubilization occurs instantly at pH 7 and this is most probably the
condition under which we observe the severe damage of the plasma membrane and acute cell death.
Considerably higher ratios of MSDH are required at pH 5 in order to observe an equivalent extent of
leakage (Figure 1). This corresponds to our observations that the plasma membrane is intact, while
accumulation of MSDH inside the lysosome will eventually cause lysosomal leakage (Figure 5H).

2.3. Uptake of MSDH by Endocytosis

Previously, we have shown that MSDH forms vesicles at pH 7 and we therefore speculated that
MSDH enters cells by endocytosis [26]. Studies of the ultrastructure of fibroblasts revealed an increased
number of small vacuoles in the close vicinity of the plasma membrane, 5 min after the addition of
MSDH. An indication of a protein coating at the membrane suggests the activation of endocytosis.
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After 15 min, larger membrane-surrounded structures with no apparent protein coat were detected
(Figure 6A-C).

Figure 6. Enhanced endocytosis after exposure of fibroblasts to MSDH. Electron micrograph of
fibroblasts exposed to 15 tM MSDH; (A) control (B) 5 min exposure, and (C) 15 min exposure. Arrows
indicate small well-defined vacuoles with protein coat at the edge of the cell and arrowheads indicate
larger vacuoles without protein coat. Magnification 40,000x and scale bar 1 pum.

Next, we determined if endocytosis inhibitors had any effect on lysosomal membrane integrity
and cell viability. The addition of endocytosis inhibitors, mechanistically targeting different forms
of endocytosis [36], revealed protection against MSDH-induced lysosomal membrane disruption
(Figure 7A). The best protection was found for mono-dansylcadaverine (MDC), an inhibitor of
clathrin-mediated endocytosis (CME), and chloroquine, which increases lysosomal pH and affects
the function of clathrin and clathrin-coated vesicles [37]. Likewise, the microtubule destabilizing
drug colchicine and the actin polymerization inhibitor cytochalasin B exhibited significant protection.
The cholesterol-binding drug filipin also reduced MSDH-induced LMP. Filipin binds to and sequesters
free cholesterol in the plasma membrane, a prerequisite for the internalization of several plasma
membrane proteins through clathrin-independent endocytosis (CIE) [38]. By analyzing viability,
we determined that all endocytosis inhibitors revealed a similar level of protection against MSDH
toxicity (Figure 7B). Taken together, our experiments indicate that MSDH is internalized via the
formation of vacuoles. The specific form of endocytosis could not be defined, as inhibitors against
all studied pathways were effective. However, inhibitors targeting CME provided more protection
against lysosomal membrane damage compared to CIE.
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Figure 7. Effect of endocytosis inhibitors on MSDH toxicity. Endocytosis was prevented by
pretreatment with chloroquine (CQ, 10 uM, 30 min), colchincine (Colch, 10 uM, 1 h), cytochalasin
B (Cyt B, 5 uM, 1 h), mono-dansylcadaverine (MDC, 50 uM, 30 min) or filipin (0.5 pM, 30 min).
(A) B-N-acetyl-glucoseaminidase (NAG) activity in cytosolic fractions after 30 min of MSDH exposure
(15 uM). (B) Viability after 1 h of MSDH exposure (15 uM). Each inhibitor is compared with its respective
control. Results are shown as mean + SD, (n = 3), * p < 0.05, ** p < 0.01 and *** p < 0.001 compared to
sample exposed to MSDH only.
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3. Discussion

This study shows that results from leakage experiments with liposomes challenged with MSDH
can be transferred to a cell culture system to explain the damaging mechanisms. The lipid content of the
plasma membrane of cultured fibroblasts is estimated to contain approximately 30% cholesterol [39],
while Chinese hamster ovary (CHO) cells were found to contain 64% [40]. Moreover, cholesterol
is unevenly distributed in cellular membranes. The plasma membrane of fibroblasts contains 90%
of the total cellular cholesterol, leaving intracellular membranes such as lysosomes fairly empty of
cholesterol [39]. Thus, to mimic the lysosomal membrane and plasma membrane, respectively, we
generated liposomes composed of phospholipids only and phospholipids with 40% cholesterol, and
characterized leakage of small (ANTS/DPX) and large molecules (TRITC-dextran 40 kDa).

Our findings show that the effect of MSDH on lipid membranes is highly dependent on pH.
At pH 7, the results are consistent with the immediate formation of small pores, through which
small fluorophores can leak. Compared to cell culture conditions, a ratio between MSDH and plasma
membrane lipids below two should be used to avoid the direct lysis of the plasma membrane.
As presented in Figure 4A, MSDH concentrations above 20 uM induce a loss of plasma membrane
integrity and would rather kill the cell by rupturing the plasma membrane than enter the cell and
promote LMP by lysosomal accumulation.

Based on previous findings [26] and the liposome experiments at pH 5, we establish that MSDH
is highly charged at this pH, and that its partitioning into the membrane is kinetically impeded and
thus prolongs the time required to observe the leakage of small fluorophores. However, at higher
MSDH:lipid ratios, i.e., those needed to induce the leakage of large molecules, the pattern is inverted
and the time required to achieve complete leakage of large molecules is shorter at pH 5 than at pH 7.
Under these circumstances, the partitioning of MSDH into the lipid membranes is probably favored by
its high concentration, which is why charge is no longer rate-limiting in terms of inducing leakage.
In concordance, LMP is detected within 5 min of MSDH exposure and the lysosomal marker proteins,
cathepsin B and NAG, are released to the cytosol. The molecular weight of cathepsin B and NAG is
31 and 140 kDa, respectively, indicating that substantial lysosomal permeabilization must occur for
these proteases to be released. In the living cell, major damage is counteracted by the sequestration of
the leaky organelles by lysophagy [41]. This has been shown both in vitro and in vivo, where both
LLOMe and acute hyperuricemic nephropathy can activate the lysophagic clearance of lysosomes that
are damaged enough to release hydrolytic enzymes [42].

Endocytic vesicles derived from the plasma membrane will fuse with lysosomes and one
possibility is that LMP is the result of MSDH partitioned into the plasma membrane. However, it would
require a localized high concentration of MSDH, which would probably result in plasma membrane
permeabilization rather than LMP. Therefore, the selective permeabilization of the lysosomal membrane
that we observe in the presented cell models is most likely the consequence of the disassembly of
MSDH vesicles inside the lysosomal compartment. Considering that the area per MSDH molecule is
approximately 50 A? and that the radius of the vesicles formed by MSDH at pH 7 is 150 nm in average,
one MSDH vesicle would consist of roughly 500,000 molecules of amphiphile. When such a vesicle
is disassembled inside a lysosome due to a drop in pH, the concentration of free MSDH will range
from 2 to 200 mM, considering that the diameters of lysosomes fall within 200 nm to 1 pm. Both
the endocytic process and the disassembly of MSDH vesicles at low pH occurs to drive the efficient
accumulation of monomeric MSDH inside the lysosomes. Since the lysosomal membrane is very
low in cholesterol, the observed effect of cholesterol on the permeabilization properties of MSDH is
also relevant. Interestingly, the lysosomal storage disorder Niemann Pick’s disease is caused by a
mutation in the cholesterol-transporting proteins NPC1 or NPC2, which results in the accumulation of
cholesterol in lysosomes. Consequently, fibroblasts from a Niemann Pick’s patient were more resilient
to LMP-induced cell death [43], demonstrating that the stabilizing effect of cholesterol can be applied
on the lysosomal membrane of living cells.
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The Critical Aggregation Concentration (CAC) of MSDH is at approximately 10 uM [26], meaning
that the pH-dependent assembly of MSDH into closed vesicles occurs at concentrations above
10 uM. Noteworthily, MSDH did not exhibit cellular toxicity at concentrations below CAC, i.e.,
at 5 uM (Figure 4B), indicating that vesicles, rather than monomers, of MSDH are taken up by
cells. Since a previous analysis of zeta potential revealed that the vesicles were positively charged
at a pH above 6.4 [26], we could conclude that both size and charge clearly promote endocytosis
over free diffusion across the plasma membrane. The TEM micrographs revealed an increased
number of small vacuoles (<100 nm) close to the plasma membrane that seem to bear a protein coat.
After 15 min, larger uncoated vacuoles (=0.2 pM) were found, which, according to their size, are
most likely macropinosomes [39,44]. Although lysosomal damage triggers TFEB-mediated lysosomal
biogenesis [12], the immediate increase in vacuolar structures and their localization near the plasma
membrane suggests that these vacuoles are formed through endocytosis rather than the reformation of
lysosomes [29,45]. Using endocytosis inhibitors, we found significant reduction in lysosomal damage
for all inhibitors, and the most effective were those targeting clathrin-mediated pathways. However,
cell viability was rescued to the same extent, regardless of which inhibitors were used. In a recent
study, Kang et al. followed the uptake of liposomes with different surface charges and found that
liposomes were taken up by clathrin-mediated endocytosis in NIH/3T3 fibroblasts, irrespective of their
charge [46]. The absence of highly selective pharmacological inhibitors presents a challenge when
studying endocytic pathways [47]. It is still unclear exactly how many mechanisms exist, and blocking
one pathway might induce the upregulation of alternative routes in a compensatory mechanism [28,48].
Even though establishing an exact mechanism proved difficult, our results clearly demonstrate the
endocytic uptake of MSDH.

Cationic amphiphilic drugs have been shown to clinically enhance the efficacy of chemotherapy by
accumulating in the lysosomes and inducing LMP [49]. This stresses the possibility to use lysosomotropic
drugs in cancer therapy to target lysosomal stability. We conclude that the chemical property of
MSDH in forming vesicles at physiological pH facilitates its endocytic uptake, and its transportation to
the lysosomes. At pH 5, which is comparable to the acidic lumen of lysosomes, MSDH vesicles are
disassembled into smaller aggregates that have lysosomotropic characteristics and, when reaching
a sufficiently high concentration, can permeabilize the membrane. Thus, MSDH constitutes a good
model for studies of the mechanisms of lysosome-dependent cell death and molecular structures with
similar chemical properties. MSDH is an interesting candidates for targeted delivery to lysosomes.

4. Materials and Methods

4.1. MSDH

MSDH was synthesized according to a previously published protocol [24] and the purity was
verified as described in Villamil Giraldo et al. 2016 [26].

4.2. Preparation of Liposomes

Lipids (dioleoyl-phosphatidylcholine (DOPC), dioleoyl-ethanolamine (DOPE) in a 60/40 ratio)
were mixed in chloroform. When indicated, 40% cholesterol was included, still under a constant
DOPC/DOPE ratio (all in molar ratio). The chloroform was evaporated during rotation under nitrogen
to a thin film, and residual chloroform was removed by keeping the samples in a vacuum for at least
3 h. The lipid films were hydrated in 10 mM HEPES pH 7.2, 150 mM KCl, containing the corresponding
fluorophore (see below) to a final lipid concentration of 5 mg/mL. The lipid suspension was subjected
to five freeze-thaw cycles and unilamellar vesicles were obtained by extruding the suspension through
100 nm polycarbonate membrane filters (Nucleopore). The sizes of the lipid vesicles were confirmed
by dynamic light scattering (ALV GmbH, Langen, Germany).

To prepare large unilamellar vesicles (LUVs) encapsulating the dye/quencher pair
8-aminonapthalene-1,3,6 trisulfonic acid/p-xylene-bis-pyridinium bromide (ANTS/DPX) 12.5 mM
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ANTS and 45 mM DPX were included in the buffer used to hydrate the lipid film. After extrusion,
a Sephadex PD MidiTrap G-25 desalting column (GE Healthcare, Uppsala, Sweden) was used to
remove non-encapsulated fluorophore and to exchange the buffer of the vesicle solution when required.

To prepare LUVs encapsulating TRITC-dextran 40 (tetra-methyl rhodamine
isothiocyanate—dextran), 50 uM TRITC-dextran 40 was included in the buffer used to hydrate the lipid
film. An Amicon filter with a 100 kDa cutoff (Sigma, Saint Louis, MO, USA) was used to remove
the non-encapsulated fluorophore and a Sephadex desalting column (GE Healthcare) was used to
exchange the buffer when necessary.

The final phospholipid content was estimated by measuring the phosphorus concentration
according to the Bartlett method [50].

4.3. Fluorophore Leakage Experiments

Lipid vesicles encapsulating the dye/quencher pair ANTS/DPX were resuspended to a final
lipid concentration of 50, 100 or 150 uM in 10 mM HEPES pH 7.2, 150 mM KCl or 10 mM MES
(2-(N-morpholino)ethanesulfonic acid) pH 5, 150 mM KCl. In either case, the last step of the vesicle
preparation consisted of passing the vesicle solution through a desalting column in which the
corresponding buffer was used. Increasing concentrations of MSDH (resuspended in the corresponding
buffer) were added to the vesicle solution so that the ratio of MSDH:lipids ranged from zero to eight.
Leakage was assessed by measuring the emission of ANTS (Aexc 380 nm, Aem 520 nm) in a Cary
fluorescence spectrophotometer (Varian). Experiments were performed at room temperature at ~5 min
intervals. The emission obtained after adding 0.1% Triton X-100 was considered to correspond to
100% leakage and was used to normalize the values. With a CMC of 0.22 mM, 0.1% is equivalent to
approximately 70x the CMC of Triton X-100. The complete disruption of the lipid vesicles under this
condition was confirmed by dynamic light scattering.

4.4, FCS Measurements

FCS measurements were performed on a Zeiss 780 confocal microscope (Zeiss, Jena, Germany)
fully equipped for FCS analysis. The sample was excited by the 514 nm laser line and focused through
a C-Apochromat 40X/1.2 NA water-immersed objective via a dichroic mirror. The fluorescence was
detected by the same objective and was spectrally divided and detected by a 32-channel GaAsP detector
after passage through a pinhole in the image plane. By measurement using the dye Rhodamine 6G,
using Drpgc = 4.14 X 10710 m2.571 [51], the radius w and the confocal detection volume were estimated
to w = 0.23 um and Vg4y514 = 0.43 fL, respectively. FCS analysis was performed using the Zen 2012
software (Zeiss, Jena, Germany) as well as in-house written functions using Origin 9.1 (Originlab
Corporation, Northampton, MA, USA). When estimating the mean diffusion time in samples where
free dextran molecules as well as dextran-loaded liposomes are present, the number of liposomes
will be overestimated due to their higher brightness. In principle, the difference in brightness can be
accounted for, but in practice this introduces large uncertainties. Mean diffusion times were therefore
estimated from the half-amplitude of the curves.

4.5. Cells and Culture Conditions

Human fibroblasts (AG1518) from Coriell Institute (Camden, NJ, USA) were cultured in Eagle’s
minimum essential medium supplemented with 10% fetal calf serum, 2 mM glutamine, 50 IU/mL
penicillin-G and 50 pg/mL streptomycin (all from Gibco, Paisley, UK). Cells were incubated in
humidified air with 5% CO, at 37 °C and subcultured once a week. Experiments were performed
between passages 12-24. Prior to experiments, fibroblasts were trypsinized and seeded at a density
of 8000 cells/cm? to obtain 80% confluence on the day of the experiment. When indicated, cells were
pre-treated with colchincine (10 uM, 60 min), cytochalasin B (5 uM, 60 min), chloroquine (10 uM,
30 min), mono-dansylcadaverine (MDC, 50 uM, 30 min), filipin (0.5 pM, 30 min) or the vehicle (dimethyl
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sulfoxide (DMSQ)). The medium was then changed and cells were treated with MSDH for indicated
times and at indicated concentrations.
If not stated otherwise, chemicals were obtained from Sigma-Aldrich (St. Louis, MO, USA).

4.6. Viability and Apoptosis Analysis

Cell viability was analyzed using the 3-(4,5-dimethylthiazol-2-yl)-2,5-diphenyltetrazolium bromide
(MTT) reduction assay. Cell cultures were incubated with 0.25 mg/mL MTT for 2 h at 37 °C. The MTT
solution was removed and the formazan product was dissolved in DMSO. The absorbance was analyzed
at 550 nm in a Victor 1420 multilabel plate reader (PerkinElmer, Waltham, MA, USA). The plasma
membrane integrity was analyzed as the LDH leakage into the conditioned medium using the Pierce
LDH Cytotoxicity Assay Kit according to the manufacturer’s instructions (Thermo Scientific, Waltham,
MA, USA). LDH release was correlated to total LDH activity, obtained by rupturing the plasma
membrane using 1X lysis buffer provided in the kit.

Caspase-3 activity was analyzed using the substrate Ac-DEVD-AMC (Becton Dickinson, Mountain
View, CA, USA) according to the manufacturer’s directives. Fluorescence was analyzed in a Victor 1420
multilabel plate reader (Aex = 380 nm, Aem, = 460 nm, PerkinElmer, Waltham, MA, USA) and correlated
to protein content, as determined by the Bio-Rad DC Protein Assay (Bio-Rad Laboratories, Hercules,
CA, USA).

4.7. Immunocytochemistry

Cells seeded on cover slips were prepared for immunocytochemistry as described elsewhere [25].
Antibodies against galectin-1 (rabbit polyclonal, Abcam), LAMP2 (mouse monoclonal, Southern
Biotech) and cathepsin B (rabbit polyclonal, Athens), followed by secondary antibodies conjugated to
Alexa Fluor (Invitrogen, Carlsbad, CA, USA) were used. The specimens were mounted in ProLong
gold antifade mount with DAPI (2-[4-(aminoiminomethyl) phenyl]-1H-Indole-6-carboximidamide
hydrochloride) and examined with a Zeiss laser scanning confocal microscope using 40x objective NA
1.3 (Carl Zeiss AG, Oberkochen, Germany). Colocalization was analyzed in >4 randomly selected areas
using the Pearson’s colocalization coefficient. To quantify punctuate galectin-1 staining, specimens
were blinded and five randomly selected areas with a minimum of 20 cells in each area were quantified
as either positive or negative for punctuate staining.

For live cell imaging, cells were stained with Lysotracker Red DND-99 (200 nM, 30 min; Thermo
Fischer, Waltham, MA, USA) and visualized in a Zeiss laser scanning confocal microscope using 40x
objective NA 1.3.

4.8. Cytosolic Extraction

Lysosomal release was estimated by the digitonin-mediated extraction of the cytosol. Extraction
buffer (250 mM sucrose, 20 mM HEPES, 10 mM KCl, 1.5 mM MgCl,, 1 mM EGTA, 1 mM EDTA, 1 mM
Pefablock, pH 7.5) containing digitonin (25 pug/mL for cytosolic extracts and 200 pug/mL for total protein
extracts; Sigma-Aldrich, St. Louis, MO, USA) was added to cell cultures and incubated on ice under
agitation. After 12 min, the extraction buffer was collected and subjected to further analysis.

4.9. Determination of B-N-acetyl-glucosaminidase (NAG) Activity

Lysosomal membrane stability was assayed by measuring the cytosolic presence of lysosomal
proteases and comparing this to the total protease activity. Cytosolic and total protein extracts obtained by
digitonin extraction were incubated with 0.65 mM substrate (4-metylumbelliferyl-2-acetamido-2-deoxy-{3-D
glucopyranosid, Sigma) for 40 min at 37 °C. Fluorescence was measured using a Victor 1420 multilabel
plate reader (Aex = 355 nm, Aemy, = 460 nm). For total enzyme activity, extracts containing 200 pg/mL
digitonin were analyzed.



Int. J. Mol. Sci. 2020, 21, 3136 13 of 16

4.10. Western Blot

Cytosolic extracts correlated to the number of cells were prepared for immunoblot analysis as
described previously [25] and probed with anti-cathepsin B (rabbit polyclonal, Athens, 1:1000) or
anti-lactate dehydrogenase (rabbit polyclonal, Abcam, 1:10,000), followed by HRP (horse radish
peroxidase)-conjugated goat-anti-rabbit antibody (DAKO, 1:3000). Densitometric analysis was
performed using the Image Lab Software (Bio-Rad Laboratories, Hercules, CA, USA). To analyze the
release of cathepsin B, the level of cathepsin B was correlated to the level of LDH for each sample.

4.11. TEM

Fibroblasts grown on coverslips were fixed in 2% glutaraldehyde in 0.1 M sucrose-sodium
cacodylate HCl-buffer (pH 7.2) and post-fixed in osmium tetroxide. Dehydration, en bloc staining
with uranyl acetate and embedding in Epon-812 were performed in the cell culture dish. Thin sections
(50-70 nm) were cut with a diamond knife, stained with lead citrate and examined and photographed
in a JEOL transmission electron microscope at 100 eV.

4.12. Statistical Analysis

Data were statistically evaluated using Student’s t-test between two groups and one-way ANOVA,
followed by a multiple comparison post-test using Dunnett’s (comparison to untreated control) or
Sidak’s (comparison to only MSDH) tests. The results are presented as the mean and standard deviation
(SD) of >3 independent experiments. Differences were considered significant at p < 0.05.
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Abbreviations

ANTS 8-Aminonapthalene-1,3,6 trisulfonic acid
DPX p-Xylene-bis-pyridinium bromide

FCS Fluorescence correlation spectroscopy
LAMP2 Lysosomal-associated membrane protein-2
LD Lysosomotropic detergent

LDH Lactate dehydrogenase

LLOMe L-leucyl-L-leucine methyl ester

LMP Lysosomal membrane permeabilization

MDC Mono-dansylcadaverine

MSDH O-methyl-serine dodecylamine hydrochloride
MTT 3-(4,5-dimethylthiazol-2-yl1)-2,5-diphenyltetrazolium bromide
NAG -N-acetyl-glucosaminidase

TRITC-dextran 40 Tetra-methyl rhodamine isothiocyanate—dextran with MW 40 kDa

References

1.  Appelqvist, H.; Waster, P,; Kagedal, K.; Ollinger, K. The Lysosome: From Waste Bag to Potential Therapeutic
Target. |. Mol. Cell Biol. 2013, 5, 214-226. [CrossRef] [PubMed]

2. Marques, A.R.A; Saftig, P. Lysosomal Storage Disorders—Challenges, Concepts and Avenues for Therapy:
Beyond Rare Diseases. J. Cell Sci. 2019, 132, 2. [CrossRef] [PubMed]


http://dx.doi.org/10.1093/jmcb/mjt022
http://www.ncbi.nlm.nih.gov/pubmed/23918283
http://dx.doi.org/10.1242/jcs.221739
http://www.ncbi.nlm.nih.gov/pubmed/30651381

Int. ]. Mol. Sci. 2020, 21, 3136 14 of 16

10.

11.

12.

13.

14.

15.

16.

17.

18.

19.

20.

21.

22.

23.

24.

25.

26.

Kagedal, K.; Zhao, M.; Svensson, I.; Brunk, U.T. Sphingosine-Induced Apoptosis Is Dependent on Lysosomal
Proteases. Biochem. J. 2001, 359, 335-343. [CrossRef] [PubMed]

Li, W.; Yuan, X.; Nordgren, G.; Dalen, H.; Dubowchik, G.M.; Firestone, R.A.; Brunk, U.T. Induction of Cell
Death by the Lysosomotropic Detergent MSDH. FEBS Lett. 2000, 470, 35-39. [CrossRef]

Serrano-Puebla, A.; Boya, P. Lysosomal Membrane Permeabilization in Cell Death: New Evidence and
Implications for Health and Disease. Ann. N. Y. Acad. Sci. 2016, 1371, 30—44. [CrossRef] [PubMed]

Boya, P. Lysosomal Function and Dysfunction: Mechanism and Disease. Antioxid. Redox Signal. 2012, 17,
766-774. [CrossRef]

Guicciardi, M.E.; Malhi, H.; Mott, ].L.; Gores, G.J. Apoptosis and Necrosis in the Liver. Compr. Physiol. 2013,
3,977-1010.

Johansson, A.C.; Appelqvist, H.; Nilsson, C.; Kagedal, K.; Roberg, K. Ollinger, K. Regulation of
Apoptosis-Associated Lysosomal Membrane Permeabilization. Apoptosis 2010, 15, 527-540. [CrossRef]
Kirkegaard, T.; Jaattela, M. Lysosomal Involvement in Cell Death and Cancer. Biochim. Biophys. Acta 2009,
1793, 746-754. [CrossRef]

Repnik, U.; Cesen, M.H.; Turk, B. Lysosomal Membrane Permeabilization in Cell Death: Concepts and
Challenges. Mitochondrion 2014, 19, 49-57. [CrossRef]

Boya, P.; Kroemer, G. Lysosomal Membrane Permeabilization in Cell Death. Oncogene 2008, 27, 6434—6451.
[CrossRef] [PubMed]

Zhitomirsky, B.; Assaraf, Y.G. Lysosomal Sequestration of Hydrophobic Weak Base Chemotherapeutics
Triggers Lysosomal Biogenesis and Lysosome-Dependent Cancer Multidrug Resistance. Oncotarget 2015, 6,
1143-1156. [CrossRef] [PubMed]

De Duve, C.; de Barsy, T.; Poole, B.; Trouet, A.; Tulkens, P.; van Hoof, F. Commentary. Lysosomotropic Agents.
Biochem. Pharmacol. 1974, 23, 2495-2531. [CrossRef]

Seddon, A.M.; Curnow, P.; Booth, P.J. Membrane Proteins, Lipids and Detergents: Not Just a Soap Opera.
Biochim. Biophys. Acta 2004, 1666, 105-117. [CrossRef] [PubMed]

Wang, H.; Ding, S.; Zhang, Z.; Wang, L.; You, Y. Cationic Micelle: A Promising Nanocarrier for Gene Delivery
with High Transfection Efficiency. J. Gene Med. 2019, 21, e3101. [CrossRef] [PubMed]

Moghassemi, S.; Hadjizadeh, A. Nano-Niosomes as Nanoscale Drug Delivery Systems: An Illustrated
Review. J. Control. Release 2014, 185, 22-36. [CrossRef]

Lichtenberg, D.; Ahyayauch, H.; Goni, EM. The Mechanism of Detergent Solubilization of Lipid Bilayers.
Biophys. . 2013, 105, 289-299. [CrossRef]

Helenius, A.; Simons, K. Solubilization of Membranes by Detergents. Biochim. Biophys. Acta 1975, 415, 29-79.
[CrossRef]

Dennis, E.A. Micellization and Solubilization of Phospholipids by Surfactants. Adv. Colloid Interface Sci. 1986,
26, 155-175. [CrossRef]

Ahyayauch, H.; Bennouna, M.; Alonso, A.; Goni, EM. Detergent Effects on Membranes at Subsolubilizing
Concentrations: Transmembrane Lipid Motion, Bilayer Permeabilization, and Vesicle Lysis/Reassembly Are
Independent Phenomena. Langmuir 2010, 26, 7307-7313. [CrossRef]

Kragh-Hansen, U.; le Maire, M.; Moller, J.V. The Mechanism of Detergent Solubilization of Liposomes and
Protein-Containing Membranes. Biophys. . 1998, 75, 2932-2946. [CrossRef]

Lete, M.G.; Monasterio, B.G.; Collado, M.I.; Medina, M.; Sot, J.; Alonso, A.; Goni, EM. Fast and Slow
Biomembrane Solubilizing Detergents: Insights into Their Mechanism of Action. Colloids Surf. B Biointerfaces
2019, 183, 110430. [CrossRef] [PubMed]

Firestone, R.A.; Pisano, ].M.; Bonney, R.J. Lysosomotropic Agents. 1. Synthesis and Cytotoxic Action of
Lysosomotropic Detergents. |. Med. Chem. 1979, 22, 1130-1133. [CrossRef] [PubMed]

Dubowchik, G.M.; Padilla, L.; Edinger, K.; Firestone, R.A. Amines That Transport Protons across Bilayer
Membranes: Synthesis, Lysosomal Neutralization, and Two-Phase pKa Values by Nmr. J. Org. Chem. 1996,
61, 4676-4684. [CrossRef]

Appelqvist, H.; Nilsson, C.; Garner, B.; Brown, A ]J.; Kagedal, K.; Ollinger, K. Attenuation of the Lysosomal
Death Pathway by Lysosomal Cholesterol Accumulation. Am. J. Pathol. 2011, 178, 629-639. [CrossRef]
Villamil Giraldo, A.M.; Fyrner, T.; Wennmalm, S.; Parikh, A.N.; Ollinger, K.; Ederth, T. Spontaneous
Vesiculation and pH-Induced Disassembly of a Lysosomotropic Detergent: Impacts on Lysosomotropism
and Lysosomal Delivery. Langmuir 2016, 32, 13566-13575. [CrossRef]


http://dx.doi.org/10.1042/bj3590335
http://www.ncbi.nlm.nih.gov/pubmed/11583579
http://dx.doi.org/10.1016/S0014-5793(00)01286-2
http://dx.doi.org/10.1111/nyas.12966
http://www.ncbi.nlm.nih.gov/pubmed/26599521
http://dx.doi.org/10.1089/ars.2011.4405
http://dx.doi.org/10.1007/s10495-009-0452-5
http://dx.doi.org/10.1016/j.bbamcr.2008.09.008
http://dx.doi.org/10.1016/j.mito.2014.06.006
http://dx.doi.org/10.1038/onc.2008.310
http://www.ncbi.nlm.nih.gov/pubmed/18955971
http://dx.doi.org/10.18632/oncotarget.2732
http://www.ncbi.nlm.nih.gov/pubmed/25544758
http://dx.doi.org/10.1016/0006-2952(74)90174-9
http://dx.doi.org/10.1016/j.bbamem.2004.04.011
http://www.ncbi.nlm.nih.gov/pubmed/15519311
http://dx.doi.org/10.1002/jgm.3101
http://www.ncbi.nlm.nih.gov/pubmed/31170324
http://dx.doi.org/10.1016/j.jconrel.2014.04.015
http://dx.doi.org/10.1016/j.bpj.2013.06.007
http://dx.doi.org/10.1016/0304-4157(75)90016-7
http://dx.doi.org/10.1016/0001-8686(86)80020-3
http://dx.doi.org/10.1021/la904194a
http://dx.doi.org/10.1016/S0006-3495(98)77735-5
http://dx.doi.org/10.1016/j.colsurfb.2019.110430
http://www.ncbi.nlm.nih.gov/pubmed/31419637
http://dx.doi.org/10.1021/jm00195a026
http://www.ncbi.nlm.nih.gov/pubmed/114658
http://dx.doi.org/10.1021/jo960367f
http://dx.doi.org/10.1016/j.ajpath.2010.10.030
http://dx.doi.org/10.1021/acs.langmuir.6b03458

Int. ]. Mol. Sci. 2020, 21, 3136 150f 16

27.

28.

29.
30.

31.

32.

33.

34.

35.

36.

37.

38.

39.

40.

41.

42.

43.

44.

45.

46.

47.

48.

Stefanutti, E.; Papacci, F; Sennato, S.; Bombelli, C.; Viola, I.; Bonincontro, A.; Bordi, F.; Mancini, G.; Gigli, G.;
Risuleo, G. Cationic Liposomes Formulated with DMPC and a Gemini Surfactant Traverse the Cell Membrane
without Causing a Significant Bio-Damage. Biochim. Biophys. Acta 2014, 1838, 2646-2655. [CrossRef]
Sandvig, K.; Kavaliauskiene, S.; Skotland, T. Clathrin-Independent Endocytosis: An Increasing Degree of
Complexity. Histochem. Cell Biol. 2018, 150, 107-118. [CrossRef]

Watanabe, S.; Boucrot, E. Fast and Ultrafast Endocytosis. Curr. Opin. Cell Biol. 2017, 47, 64-71. [CrossRef]
Smith, S.M.; Renden, R.; von Gersdorff, H. Synaptic Vesicle Endocytosis: Fast and Slow Modes of Membrane
Retrieval. Trends Neurosci. 2008, 31, 559-568. [CrossRef]

Thiele, D.L.; Lipsky, P.E. Mechanism of L-Leucyl-L-Leucine Methyl Ester-Mediated Killing of Cytotoxic
Lymphocytes: Dependence on a Lysosomal Thiol Protease, Dipeptidyl Peptidase I, That Is Enriched in These
Cells. Proc. Natl. Acad. Sci. USA 1990, 87, 83-87. [CrossRef] [PubMed]

The Action of Leucyl-Leucine Methyl Ester on Cytotoxic Lymphocytes Requires Uptake by a Novel
Dipeptide-Specific Facilitated Transport System and Dipeptidyl Peptidase I-Mediated Conversion to
Membranolytic Products. J. Exp. Med. 1990, 172, 183-194. [CrossRef] [PubMed]

Radulovic, M.; Schink, K.O.; Wenzel, EM.; Nahse, V.; Bongiovanni, A.; Lafont, F; Stenmark, H.
ESCRT-Mediated Lysosome Repair Precedes Lysophagy and Promotes Cell Survival. EMBO ]. 2018,
37,21. [CrossRef] [PubMed]

Skowyra, M.L.; Schlesinger, PH.; Naismith, T.V.; Hanson, P.I. Triggered Recruitment of ESCRT Machinery
Promotes Endolysosomal Repair. Science 2018, 360, eaar5078. [CrossRef]

Aits, S.; Kricker, J.; Liu, B.; Ellegaard, A.M.; Hamalisto, S.; Tvingsholm, S.; Corcelle-Termeau, E.; Hogh, S.;
Farkas, T.; Jonassen, A.H.; et al. Sensitive Detection of Lysosomal Membrane Permeabilization by Lysosomal
Galectin Puncta Assay. Autophagy 2015, 11, 1408-1424. [CrossRef]

Dutta, D.; Donaldson, J.G. Search for Inhibitors of Endocytosis: Intended Specificity and Unintended
Consequences. Cell. Logist. 2012, 2, 203-208. [CrossRef]

Wang, L.H.; Rothberg, K.G.; Anderson, R.G. Mis-Assembly of Clathrin Lattices on Endosomes Reveals a
Regulatory Switch for Coated Pit Formation. J. Cell Biol. 1993, 123, 1107-1117. [CrossRef]

Naslavsky, N.; Weigert, R.; Donaldson, ].G. Characterization of a Nonclathrin Endocytic Pathway: Membrane
Cargo and Lipid Requirements. Mol. Biol. Cell 2004, 15, 3542-3552. [CrossRef]

Lange, Y.; Swaisgood, M.H.; Ramos, B.V,; Steck, T.L. Plasma Membranes Contain Half the Phospholipid
and 90% of the Cholesterol and Sphingomyelin in Cultured Human Fibroblasts. J. Biol. Chem. 1989, 264,
3786-3793.

Warnock, D.E.; Roberts, C.; Lutz, M.S.; Blackburn, W.A.; Young, W.W,, Jr.; Baenziger, ].U. Determination
of Plasma Membrane Lipid Mass and Composition in Cultured Chinese Hamster Ovary Cells Using High
Gradient Magnetic Affinity Chromatography. J. Biol. Chem. 1993, 268, 10145-10153.

Thurston, T.L.; Wandel, M.P.; von Muhlinen, N.; Foeglein, A.; Randow, F. Galectin 8 Targets Damaged
Vesicles for Autophagy to Defend Cells against Bacterial Invasion. Nature 2012, 482, 414-418. [CrossRef]
Maejima, I.; Takahashi, A.; Omori, H.; Kimura, T.; Takabatake, Y.; Saitoh, T.; Yamamoto, A.; Hamasaki, M.;
Noda, T,; Isaka, Y.; et al. Autophagy Sequesters Damaged Lysosomes to Control Lysosomal Biogenesis and
Kidney Injury. EMBO J. 2013, 32, 2336-2347. [CrossRef]

Appelqvist, H.; Sandin, L.; Bjornstrom, K.; Saftig, P.; Garner, B.; Ollinger, K.; Kagedal, K. Sensitivity to
Lysosome-Dependent Cell Death Is Directly Regulated by Lysosomal Cholesterol Content. PLoS ONE 2012,
7,e50262. [CrossRef]

Lim, J.P,; Gleeson, P.A. Macropinocytosis: An Endocytic Pathway for Internalising Large Gulps. Immunol.
Cell Biol. 2011, 89, 836-843. [CrossRef]

Chanaday, N.L.; Kavalali, E.T. Optical Detection of Three Modes of Endocytosis at Hippocampal Synapses.
Elife 2018, 7, e36097. [CrossRef] [PubMed]

Kang, ].H.; Jang, W.Y.; Ko, Y.T. The Effect of Surface Charges on the Cellular Uptake of Liposomes Investigated
by Live Cell Imaging. Pharm. Res. 2017, 34, 704-717. [CrossRef] [PubMed]

Ivanov, A.I. Pharmacological Inhibition of Endocytic Pathways: Is It Specific Enough to Be Useful? Methods
Mol. Biol. 2008, 440, 15-33. [PubMed]

Buckley, C.M.; King, J.S. Drinking Problems: Mechanisms of Macropinosome Formation and Maturation.
FEBS J. 2017, 284, 3778-3790. [CrossRef]


http://dx.doi.org/10.1016/j.bbamem.2014.05.026
http://dx.doi.org/10.1007/s00418-018-1678-5
http://dx.doi.org/10.1016/j.ceb.2017.02.013
http://dx.doi.org/10.1016/j.tins.2008.08.005
http://dx.doi.org/10.1073/pnas.87.1.83
http://www.ncbi.nlm.nih.gov/pubmed/2296607
http://dx.doi.org/10.1084/jem.172.1.183
http://www.ncbi.nlm.nih.gov/pubmed/1972727
http://dx.doi.org/10.15252/embj.201899753
http://www.ncbi.nlm.nih.gov/pubmed/30314966
http://dx.doi.org/10.1126/science.aar5078
http://dx.doi.org/10.1080/15548627.2015.1063871
http://dx.doi.org/10.4161/cl.23967
http://dx.doi.org/10.1083/jcb.123.5.1107
http://dx.doi.org/10.1091/mbc.e04-02-0151
http://dx.doi.org/10.1038/nature10744
http://dx.doi.org/10.1038/emboj.2013.171
http://dx.doi.org/10.1371/journal.pone.0050262
http://dx.doi.org/10.1038/icb.2011.20
http://dx.doi.org/10.7554/eLife.36097
http://www.ncbi.nlm.nih.gov/pubmed/29683423
http://dx.doi.org/10.1007/s11095-017-2097-3
http://www.ncbi.nlm.nih.gov/pubmed/28078484
http://www.ncbi.nlm.nih.gov/pubmed/18369934
http://dx.doi.org/10.1111/febs.14115

Int. J. Mol. Sci. 2020, 21, 3136 16 of 16

49.

50.
51.

Ellegaard, A.M.; Dehlendorff, C.; Vind, A.C.; Anand, A.; Cederkvist, L.; Petersen, N.H.T.; Nylandsted, J.;
Stenvang, J.; Mellemgaard, A.; Osterlind, K,; et al. Repurposing Cationic Amphiphilic Antihistamines for
Cancer Treatment. EBioMedicine 2016, 9, 130-139. [CrossRef] [PubMed]

Torchilin, V.; Weissig, V. Liposomes: A Practical Approach; OUP Oxford: Oxford, UK, 2003.

Culbertson, C.T.; Jacobson, S.C.; Ramsey, ].M. Diffusion Coefficient Measurements in Microfluidic Devices.
Talanta 2002, 56, 365-373. [CrossRef]

@ © 2020 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/10.1016/j.ebiom.2016.06.013
http://www.ncbi.nlm.nih.gov/pubmed/27333030
http://dx.doi.org/10.1016/S0039-9140(01)00602-6
http://creativecommons.org/
http://creativecommons.org/licenses/by/4.0/.

	Introduction 
	Results 
	MSDH-induced Leakage of Small and Large Molecules is Affected by pH and Lipid Composition 
	MSDH Causes Permeabilization of Cellular Membranes and Cell Death 
	Uptake of MSDH by Endocytosis 

	Discussion 
	Materials and Methods 
	MSDH 
	Preparation of Liposomes 
	Fluorophore Leakage Experiments 
	FCS Measurements 
	Cells and Culture Conditions 
	Viability and Apoptosis Analysis 
	Immunocytochemistry 
	Cytosolic Extraction 
	Determination of -N-acetyl-glucosaminidase (NAG) Activity 
	Western Blot 
	TEM 
	Statistical Analysis 

	References

