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Abstract: SLC17A9 (solute carrier family 17 member 9) functions as an ATP transporter in lysosomes
as well as other secretory vesicles. SLC17A9 inhibition or silence leads to cell death. However,
the molecular mechanisms causing cell death are unclear. In this study, we report that cell death
induced by SLC17A9 deficiency is rescued by the transcription factor EB (TFEB), a master gene
for lysosomal protein expression, suggesting that SLC17A9 deficiency may be the main cause of
lysosome dysfunction, subsequently leading to cell death. Interestingly, Cathepsin D, a lysosomal
aspartic protease, is inhibited by SLC17A9 deficiency. Heterologous expression of Cathepsin D
successfully rescues lysosomal dysfunction and cell death induced by SLC17A9 deficiency. On the
other hand, the activity of Cathepsin B, a lysosomal cysteine protease, is not altered by SLC17A9
deficiency, and Cathepsin B overexpression does not rescue lysosomal dysfunction and cell death
induced by SLC17A9 deficiency. Our data suggest that lysosomal ATP and SLC17A9 play critical
roles in lysosomal function and cell viability by regulating Cathepsin D activity.

Keywords: ATP transporter; vesicular nucleotide transporter (VNUT); solute carrier family
17 member 9 (SLC17A9); lysosome

1. Introduction

The solute carrier (SLC) proteins form a large family of membrane transporters located
in both the plasma membrane and intracellular membranes, where they play important
roles in the transport of a variety of solutes across cell membranes [1,2]. The most recently
described family member, SLC17A9, is widely expressed throughout the body [3,4] and
represents a vesicular nucleotide transporter (VNUT) [5]. Increasing evidence indicates
that SLC17A9 is essential for vesicular ATP accumulation and plays important roles in
various systems [3,4]. Recent studies also suggest that lysosomes are ATP stores in many
cell types [6–8] and SLC17A9 acts as an ATP transporter responsible for the accumulation
of ATP in lysosomes [9,10]. SLC17A9 deficiency leads to compromised lysosomes, subse-
quently causing lysosomal storage and cell death [10]. However, the molecular mechanisms
underlying cell death induced by SLC17A9 deficiency remain largely unclear.

Lysosomes have long been known to be key players in the degradation of different
substrates in the cell. Dysfunction of lysosomal enzymes promotes lysosome abnormalities
and subsequently leads to cell death [11]. Cathepsin D is one of the most extensively
characterized enzymes in lysosomes. Cathepsin D deficiency has been associated with
lysosomal storage and cell death in mouse models and with human disorders such as
neuronal ceroid lipofuscinoses and neurodegeneration [12–15]. Since SLC17A9 deficiency
shares the same phenotypes with Cathepsin D mutation, including lysosomal dysfunction,
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lysosomal storage, and cell death, we hypothesized that the loss of Cathepsin D activity
might be associated with cell death induced by SLC17A9 deficiency. In support of this,
previous biochemical studies have suggested that ATP activated Cathepsin D increases
proteolysis [16].

The transcription factor EB (TFEB) is a master regulator of lysosome biogenesis.
It induces the expression of various lysosomal proteins by upregulating a family of
genes belonging to the Coordinated Lysosomal Expression and Regulation (CLEAR) net-
work [17–19]. Mounting evidence suggests that upregulation of TFEB increases lysosomal
proteolysis, promotes lysosomal storage clearance, and protects cells from damage in
lysosomal storage diseases [20–27].

In this study, we showed that cells with compromised SLC17A9 displayed reduced
Cathepsin D activity and increased apoptosis. However, Cathepsin B activity was not
affected by SLC17A9 deficiency. Importantly, reduced Cathepsin D activity and increased
apoptosis in SLC17A9 deficient cells were rescued by expressing TFEB and Cathepsin D
but not Cathepsin B. Our data suggest that dysfunction of Cathepsin D might be one major
cause of cell death in SLC17A9 deficient cells.

2. Materials and Methods
2.1. Cell Culture and Transfection

Cos1, Hela and C2C12 cells were used in this study to verify the general role of
SLC17A9 in lysosomal functions and cell viability. Cos1, Hela and C2C12 cells were ob-
tained from ATCC (Manassas, VA, USA) and maintained in Dulbecco’s Modified Eagle
Medium: Nutrient Mixture F-12 (DMEM/F12) supplemented with 10% fetal bovine serum
(Invitrogen, Carlsbad, CA, USA). Cells were cultured at 37 ◦C in a 5% CO2 atmosphere. For
some experiments, cells were seeded on 0.01% poly-lysine coated coverslips and cultured
for 24 h before further experiments. Cos1 cells were used for DIDS treatment experi-
ments because they had been used to demonstrate that SLC17A9 acted as a lysosomal
ATP transporter in our previous studies and because they were easily transfected using
Lipofectamine 2000. The mouse myoblast C2C12 cells were used for SLC17A9 shRNA
experiments because the pSUPER-SLC17A9 shRNAs we have previously generated are
against mouse SLC17A9. C2C12 cells were transfected by electroporation with the Neon®

Transfection System (Thermo Fisher Scientific, Waltham, MA, USA) following the manufac-
turer’s optimized protocol (1650 V, 30 ms, 3 pulses). An ~80% transfection efficiency was
regularly achieved. Because both green and red channels are required to determine the
modes of cell death using the Apoptosis/Necrosis Assay Kit (ab176749, Abcam, Cambridge,
MA, USA), C2C12 cells transfected with pSUPER-mSLC17A9 shRNAs (green) were not
compatible with the kit. We established SLC17A9 stable knockdown Hela cells for the
apoptosis/necrosis studies.

2.2. Antibodies and Reagents

The following primary antibodies were used in immunofluorescent staining and
western blotting: anti-Lamp-1 (1D4B, H4A3, Developmental Studies Hybridoma Bank,
Iowa City, IA, USA), anti-Cathepsin D (C-20, sc6486, Santa Cruz Biotechnology, Dallas,
TX, USA) anti-Cathepsin B (T-12, sc86313) and anti-GAPDH (H-12, sc166574), anti-TFEB
(Proteintech, 13372-1-AP, Rosemont, IL, USA). HRP conjugated secondary antibodies were
purchased from Santa Cruz.

Texas Red 10 kD Dextran (Invitrogen, 1 mg/mL) was used to label lysosomes. Lyso-
Tracker Red DND-99 (Invitrogen, 50 nM) was used to indicate acidic lysosomes. DQ-BSA
(Invitrogen, 10 µg/mL) was used to detect lysosomal function. BODIPY FL-pepstatin
A (Invitrogen, 1 µM) was used to stain active Cathepsin D. A Magic Red™ Cathepsin B
Assay Kit (ImmunoChemistry Technologies, Bloomington, MN, USA) was used to stain
active Cathepsin B. 4, 4′-Diisothiocyano-2, 2′-stilbenedisulfonic acid (DIDS, 5 µM, Tocris
Bioscience, Bristol, UK) was used to inhibit SLC17A9.
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2.3. Immunocytochemistry

Cells were loaded with DQ-BSA (10 µg/mL) for 3 h followed by a 1 h chase. DQ-BSA
fluorescence was measured to evaluate lysosome function. For staining of active Cathepsin
D, cells were incubated at 37 ◦C for 30 min with a culture medium containing 1 µM BODIPY
FL-pepstatin A and rinsed twice with PBS before being viewed. For active Cathepsin B
detection, a Magic Red™ Cathepsin B Assay Kit was used according to the manufacturer’s
manual. De-staining of DQ-BSA and active Cathepsins was induced by treating cells with
5 µM DIDS for 6 h. After washing with PBS to remove dead cells, images were acquired
with a confocal microscope (LSM510, Zeiss, New York, NY, USA) using a 63× oil-immersion
objective lens and captured with ZEN2009 software (Zeiss).

2.4. Confocal Microscopy

Confocal fluorescent images were taken using an inverted Zeiss LSM510 confocal mi-
croscope with 10× plain or 63× oil-immersion objective. Sequential excitation wavelengths
at 488 nm and 543 nm were provided by argon and helium–neon gas lasers, respectively.
Emission filters BP500-550 and LP560 were used for collecting green and red images in
channels one and two, respectively. After sequential excitation, green and red fluorescent
images of the same cell were saved and analyzed with ZEN software. The term colocal-
ization refers to the coincident detection of above-background green and red fluorescence.
The image size was set at 1024 × 1024 pixels.

2.5. RNA Isolation and Plasmid Constructs

Total RNA was isolated from cells harvested in a TRIzol reagent (Invitrogen) accord-
ing to the manufacturer’s instructions. RNA was reverse-transcribed to cDNA using the
M-MLV reverse transcriptional system (Invitrogen). Sequences encoding SLC17A9 were
PCR-amplified by Pfu DNA polymerase (Agilent, Santa Clara, CA, USA) from cDNA
derived from C2C12 cells and cloned into the pEGFP-N1 vector (Invitrogen). Primers
used were SLC17A9-F (5′-TGCTCGAGCCATGCCATCCCAGCGCTC-3′) and SLC17A9-
R (5′-GTGGATCCTCGAGGTCCTCATGAGTGG-3′). For knockdown studies in C2C12
cells, we constructed the plasmid pSUPER-SLC17A9. In order to do this, pSUPER plas-
mid (Ambion, Austin, TX, USA) was linearized using Bgl II and Hind III to facilitate
directional cloning. Sequences for mouse SLC17A9-shRNA were as follows: #1 (5′-
GATCCCCCCTTCCTGACATTCTCTCGAATTCAAGAGATTCGAGAGAATGTCAGGAAG
GTTTTTA-3′) and #2 (5′-AGCTTAAAAACCTTCCTGACATTCTCTCGAATCTCTTGAATT
CGAGAGAATGTCAGGAAGGGGG-3′).

For SLC7A9 stable knockdown studies, we constructed pLKO.1 vectors (8453, Ad-
dgene, Watertown, MA, USA) encoding shRNAs that target SLC17A9. Briefly, the plasmids
were linearized using AgeI and EcroR1 to facilitate directional cloning. The sequences
for human SLC17A9-shRNA are as follows: #1, 5′-CTTCAACCACAGTGGCATTTC-3′;
#2, 5′-CACACTGTAGGATGCTTAAAG-3. Lentivirus was made using a three-plasmid
packaging system. Briefly, pLKO vectors with SLC17A9 shRNAs were co-transfected with
psPAX2 and pMD2.G into HEK293 T cells. Lentivirus was harvested 48 h after transfection,
and 8 µg/mL polybrene was added. Sub-confluent Hela cells were infected with harvested
lentivirus, and then were selected in 2 µg/mL puromycin for 3 days.

2.6. Western Blot

Proteins were analyzed using standard methods. Proteins derived from whole cells or
lysosome lysates were resolved on 10% SDS-PAGE. Proteins were then transferred onto
PVDF membranes using a semi-dry transfer apparatus (Bio-Rad, Milano, Italy). Non-
specific binding was blocked using 5% skim milk in TBS-T (0.1% Tween-20 in 1× Tris-
buffered saline, pH 7.4) for 2 h at room temperature. Membranes were then incubated
with specific primary antibody solution at 4 ◦C overnight with gentle constant shaking.
After three thorough TBS-T washes, the membranes were incubated with corresponding
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HRP-conjugated second antibody at room temperature for 1 h. Immunoreactive bands
were visualized using Clarity ECL (Bio-Rad) and autoradiography.

2.7. Cell Viability Assay

Briefly, cells were transfected with indicated DNA using Lipofectamine 2000 or elec-
troporation. Cell death was induced by treating cells with 5 µM DIDS for 24 h or silencing
SLC17A9. Cells were stained with propidium iodide (P-4170, 10 µg/mL, Sigma, Oakville,
Canada) in PBS for 15 min at room temperature. Cells were then immediately examined by
confocal fluorescence microscopy. For quantitative analysis, adherent cells were collected
by trypsinization and then mixed with detached cells in the culture medium, and PI+,
GFP+ cells and GFP+/PI+ cells were counted using a hemocytometer under an upright
fluorescence microscope.

For some assays, LDH activity was determined by measuring the NADH oxidation with
pyruvate as the substrate. For each assay, a 50 µL sample was incubated with 50 µL reaction
buffer (CytoTox-ONE™ Homogeneous Membrane Integrity Assay, Promega, Madison, WI,
USA) for 10 min at 22 ◦C and the fluorescence at 340 nm was measured using a spectropho-
tometer. Results were scaled to complete cell death induced by exposure to 1% TritonX 100 at
room temperature for 20 min. The percentage of cell death was defined as = 100 × (sample’s
OD − background medium OD)/(TritonX 100 OD −medium background OD).

To determine the modalities of cell death, an Apoptosis/Necrosis Assay Kit (ab176749)
was adopted to simultaneously monitor apoptotic and necrotic cells. The Apopxin Green
(green) represented cell apoptosis through measuring the translocation of phosphatidylser-
ine (PS). The 7-AAD (red) positive nucleus represented late-stage apoptosis and necrosis.
Early-stage cell apoptosis (green), late-stage cell apoptosis (green and red) and necrosis
(red) were simultaneously detected under a fluorescence microscope.

2.8. Data Analysis

Data are presented as mean± SEM. Statistical comparisons were made using Student’s
t test. p values of <0.05 were considered statistically significant. *: p < 0.05; **: p < 0.01.

3. Results
3.1. SLC17A9 Loss Associated Cell Death and Lysosome Dysfunction Are Rescued by TFEB Expression

SLC17A9 reportedly transports ATP into lysosomes as well as other secretory vesi-
cles [5,10,28–30]. Recently, we showed that SLC17A9 deficiency resulted in cell death in
both Cos1 and C2C12 cells [10]. The cell death in SLC19A9 deficient cells can result from
dysfunction in secretory vesicles other than lysosomes. To exclude this possibility, we
heterologously expressed TFEB-GFP [17–19], to rescue cell death induced by SLC17A9
deficiency. Cell death was monitored using propidium iodide (PI) staining. Previously,
DIDS has been frequently used as SLC17A9 blocker [5,10]. Although it has also been shown
to inhibit other transporters, our recent work [10] has indicated that DIDS directly inhibits
SLC17A9-mediated ATP uptake in isolated lysosomes, and suppresses lysosomal ATP
accumulation via SLC17A9 in intact cells. We have also shown that DIDS treatment impairs
lysosome function, leading to cell death. Importantly, the effects of DIDS on ATP transport,
lysosomal ATP accumulation, lysosome function, and cell viability are rescued by SLC17A9
overexpression [10]. Therefore, DIDS provides a reliable tool to suppress SLC17A9 and
to study lysosomal ATP in lysosome function and cell physiology. In agreement with our
previous findings, DIDS treatment resulted in 36.33 ± 2.96% PI positive Cos1 cells [10].
The percentage of PI positive cells induced by DIDS was reduced to 16.67 ± 2.19% by
expressing TFEB-GFP but not lysosomal-associated membrane protein 1 (Lamp1)-GFP,
which serves as a control (Figure 1A,B). We also assessed cell death by examining the levels
of lactate dehydrogenase (LDH), a cytosolic enzyme that is released into cell culture media
once cells lose membrane integrity. TFEB-GFP significantly decreased the percentage of cell
death induced by DIDS from 49.67 ± 7.42% in the control (Lamp1-GFP) to 14.33 ± 2.85%
(Figure 1C).
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Figure 1. TFEB overexpression rescued apoptotic cell death induced by SLC17A9 deficiency.
(A,B) TFEB overexpression rescued cell death induced by DIDS. Cos1 cells sham-transfected or
transfected with Lamp1-GFP or TFEB-GFP were treated with 5 µM DIDS for 24 h. TFEB but not
Lamp1 overexpression significantly reduced the percentage of PI+ cells. The percentage of PI+ cells
in each experiment was calculated from ≥250 cells from randomly chosen fields, and the experiment
was repeated independently 3 times in triplicate. (C) Percentage of cell death indicated by LDH assay
showed that TFEB overexpression dramatically decreased cell death. The experiment was repeated
3 times in triplicate. (D,E) TFEB overexpression rescued SLC17A9 silence mediated cell death. C2C12
cells were transfected with Lamp1-GFP/SLC17A9 shRNA or TFEB-GFP/SLC17A9 shRNA using the
Neon® electroporation system. (F,G) The modalities of cell death were determined using an Apopto-
sis/Necrosis Assay Kit. SLC17A9 deficiency induced both early-stage (green) and late-stage (green
and red) apoptosis but not necrosis (red). The experiment was repeated independently 3 times in
triplicate and representative images are shown. WT: wild type (sham-transfection); NT: no treatment;
NS: not significant. * p < 0.05; ** p < 0.01.

Previously, we have demonstrated that lysosomal ATP was also reduced by SLC17A9
shRNA but not scramble shRNA [10]. In agreement with our published data, SLC17A9
shRNA, but not scramble shRNA, significantly increased cell death in control C2C12 cells
expressing Lamp1-GFP. As with TFEB’s effect on DIDS-induced cell death, TFEB-GFP
expression dramatically decreased cell death induced by SLC17A9 shRNA in C2C12 cells.
Although TFEB-GFP itself had no effect on cell viability, TFEB-GFP dramatically decreased
PI positive cells induced by SLC17A9 shRNA from 38.2 ± 2.35% to 8.00 ± 1.95% (Figure 1D
and Figure S1). LDH assay also revealed that TFEB-GFP expression markedly reduced
cell death induced by SLC17A9 shRNA from 39.47 ± 1.85% to 8.60 ± 1.60% (Figure 1E).
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Because cell death induced by SLC17A9 inhibition or deletion was rescued by the master
gene for lysosomal protein production, we suggest that lysosomes, but not other secretory
vesicles, are the major organelles associated with SLC17A9 deficiency-induced cell death.

To determine the modalities of cell death, early-stage cell apoptosis (green), late-stage
cell apoptosis (green and red) and necrosis (red) were simultaneously monitored using the
Apoptosis/Necrosis Assay Kit [31]. As shown in Figure 1F,G, SLC17A9 deficiency induced
both early-stage and late-stage apoptosis, but not necrosis.

Previously, we have also shown that the loss of mSLC17A9 compromises lysosomal
function. To further test whether TFEB-GFP rescue of cell death is associated with lysosome
function, DQ-BSA, an endocytic probe that emits fluorescence upon proteolytic activity of
lysosomal Cathepsin D [32], was used. As we showed before [10], DIDS (5 µM) treatment
reduced DQ-BSA signals in Lamp1-GFP expressing Cos1 cells which served as controls.
This was corrected by the expression of TFEB-GFP (Figure 2A,B). In agreement with
these data, in C2C12 cells, attenuated DQ-BSA staining induced by mSLC17A9 shRNA
was rescued by the heterologous expression of TFEB-GFP (Figure 2C,D). The decreased
DQ-BSA signals induced by SLC17A9 suppression could be due to a reduction in the
number of lysosomes. To exclude this possibility, we measured Lamp1 expression. We
did not observe a decrease in Lamp1 expression (Figures S2 and 3E,F) when SLC17A9
was inhibited, suggesting that the number of lysosomes was not altered by SLC17A9
suppression. Altogether, our data suggest that lysosomal SLC17A9 is critical for lysosomal
function and cell viability.

3.2. SLC17A9 Deficiency Results in Cathepsin D Dysfunction

Cathepsin D is an aspartic protease that is involved in protein degradation in a strongly
acidic milieu of lysosomes. Loss of Cathepsin D results in lysosome dysfunction, lysosomal
storage, and cell death [12], the same phenotypes observed in SlC17A9 deficient cells [10].
Because ATP is suggested to directly activate Cathepsin D in a cell free measurement [16],
and because SLC17A9 functions as a lysosomal ATP transporter, we suggest that SLC17A9
may play an essential role in regulation of proteolysis in lysosomes by maintaining the
lysosomal ATP level that is required for Cathepsin D activation. To test this hypothesis,
Cathepsin D activity in situ was detected by BODIPY FL-pepstatin A, a fluorescent probe
that binds only to active Cathepsin D [33–35]. As shown in Figure 3A,B, strong BODIPY
FL-pepstatin A signals were observed in Dextran–Texas Red loaded lysosomes of control
Cos1 cells. DIDS (5 µM, 10 µM and 20 µM) dose-dependently eliminated BODIPY FL-
pepstatin A signals. As expected, the loss of BODIPY FL-pepstatin A signals induced by
5 µM and 10 µM DIDS was completely and partially rescued by Cathepsin D-RFP [36] or
SLC17A9-mCherry expression (Figure 3A,B), suggesting that DIDS suppresses Cathepsin D
activity by inhibiting SLC17A9-mediated ATP transport. Interestingly, the loss of BODIPY
FL-pepstatin A signals induced by 20 µM DIDS was not rescued by SLC17A9-mCherry
expression (Figure 3A), likely due to an inhibition of exogenous SLC17A9 by a high dose of
DIDS. The decreased Cathepsin D activity induced by DIDS could be due to a reduction in
Cathepsin D expression. To exclude this possibility, the expression level of Cathepsin D
was compared between control cells and cells treated with DIDS. As shown in Figure S2,
Cathepsin D expression was not decreased by DIDS. These data suggest that DIDS inhibits
Cathepsin D activity but not its expression.

Similarly, in C2C12 cells, SLC17A9 shRNA markedly reduced Cathepsin D activity
reflected by the loss of BODIPY FL-pepstatin A signals (Figure 3C,D) but not Cathepsin D
expression (Figure 3E,F). The loss of BODIPY FL-pepstatin A signals induced by SLC17A9
shRNA was rescued by Cathepsin D-RFP (Figure 3C,D). Because SLC17A9 shRNA did
not significantly alter the expression of Cathepsin D, Cathepsin B, TFEB, and Lamp1
(Figure 3E,F), these data together suggest that impaired lysosome functions and cell death
induced by SLC17A9 downregulation is likely attributed to a decrease in Cathepsin D
activity but not the expression of Cathepsin D or other related proteins in lysosomes.
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Figure 2. TFEB overexpression rescued the lysosomal dysfunction induced by SLC17A9 deficiency.
(A,B) Decreased DQ-BSA signals in lysosomes of Cos1 cells treated by DIDS (5 µM, 6 h) were
recovered by overexpressing TFEB but not Lamp1. The experiment was repeated independently
3 times in triplicate and representative images are shown. (C,D) Decreased DQ-BSA signals in
lysosomes of mSLC17A9 knockdown C2C12 cells were recovered by overexpressing TFEB but not
Lamp1. The experiment was repeated independently 3 times in triplicate and representative images
are shown. WT: wild type (sham-transfection); NS: not significant. ** p < 0.01.
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Figure 3. SLC17A9 deficiency impaired Cathepsin D activity in lysosomes. (A,B) DIDS treatment
(5 µM, 6 h) significantly decreased the activity of Cathepsin D in lysosomes of WT Cos1 cells but
not cells expressing Cathepsin D-RFP or SLC17A9-mCherry. Texas Red 10 kD Dextran was used
to label lysosomes in WT Cos1 cells. BODIPY FL-pepstatin A (1 µM) was used to detect Cathepsin
D activity in live cells. The experiment was repeated independently 3 times and representative
images are shown. (C,D) Overexpressing Cathepsin D recovered decreased Cathepsin D activity in
lysosomes of SLC17A9 deficient C2C12 cells. The experiment was repeated independently 3 times
and representative images are shown. (E,F) The levels of Cathepsin D, Cathepsin B, TFEB, and Lamp1
were not altered by SLC17A9 knockdown in C2C12 cells. NT: no treatment; NS: not significant.
** p < 0.01.
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3.3. Cell Death and Lysosomal Dysfunction Induced by SLC17A9 Deficiency Are Rescued by
Cathepsin D

To investigate whether cell death induced by SLC17A9 deficiency was mediated
by defective Cathepsin D, Cathepsin D-GFP was co-transfected with SLC17A9 shRNA.
Cathepsin D-GFP expression decreased the percentage of PI positive cells induced by
SLC17A9 shRNA from 39.00 ± 4.46% in the control to 7.45 ± 0.61% (Figure 4A,B). LDH
assay also showed a rescue effect of heterologous Cathepsin D on cell death induced
by SLC17A9 shRNA. The percentage of cell deaths induced by SLC17A9 shRNA was
reduced from 44.00 ± 6.28% in the control to 8.76 ± 1.70% by Cathepsin D-GFP expression
(Figure 4C). The rescue effect of Cathepsin D-GFP was further investigated in cells treated
with 5 µM DIDS. Cathepsin D-GFP expression dramatically reduced the percentage of PI
positive cells from 41.67 ± 5.24% in control cells expressing Lamp1-GFP to 10 ± 3.61%
(Figure 4D). Cell deaths measured using LDH assay also showed a significant reduction
induced by 5 µM, from 45.67 ± 6.173% in the Lamp-GFP control group to 6.00 ± 2.08% in
the Cathepsin D-GFP group (Figure 4E). In line with Figure 3A, Cathepsin D-GFP did not
rescue the cell death induced by 20 µM DIDS (Figure 4D,E).

To further test the involvement of lysosomes in cell death induced by SLC17A9
deficiency, we monitored the effect of Cathepsin D-GFP on lysosomal function measured by
DQ-BSA staining. Cathepsin D-GFP but not Lamp1-GFP rescued the de-staining of DQ-BSA
induced by either DIDS (Figure 4F,G) or SLC17A9 shRNA (Figure 4H,I). Because low pH is
essential for lysosomal functions, the loss of DQ-BSA signals caused by DIDS and SLC17A9
shRNA could be attributed to compromised lysosomal pH. To exclude this, lysosomal
pH was monitored using LysoTracker Red DND-99, a red-fluorescent dye widely used to
label acidic lysosomes [37–39]. As shown in Figure S3, neither DIDS nor SLC17A9 shRNA
affected LysoTracker signals. Taken together, our data suggest that compromised SLC17A9
leads to dysfunctional Cathepsin D, subsequently resulting in lysosomal dysfunction and
cell death.

3.4. SLC17A9 Deficiency Associated Cell Death Is Not Rescued by Cathepsin B

Cathepsins are a class of globular proteases in the lysosome. There are fifteen members
of Cathepsin family, which are classified as serine proteases, cysteine proteases, or aspartic
proteases based on their structure, catalytic mechanism, and their target proteins [40].
Cysteine protease cathepsin D (CTSD) and aspartic protease cathepsin B (CTSB) are the
most abundant lysosomal proteases [8,41]. Cathepsin D belongs to aspartic proteases
whereas Cathepsin B is a cysteine protease. To test whether cysteine proteases are also
involved in cell death induced by SLC17A9 deficiency, we measured Cathepsin B activity
using Magic Red-Cathepsin B that emits red fluorescence upon degradation by cathepsin
B [34,35,42]. Neither DIDS (Figure 5A) nor SLC17A9 shRNA (Figure 5B) had any effect on
Cathepsin B activity. Consistently, Cathepsin B expression did not rescue cell death induced
by either DIDS (Figure 5C–E) or SLC17A9 shRNA (Figure 5F,G). These data suggest that
aspartic proteases, such as Cathepsin B, are unlikely to be the key enzymes regulated by
lysosomal ATP.
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Figure 4. Cathepsin D overexpression rescued cell death induced by SLC17A9 deficiency. (A,B) Het-
erogeneous Cathepsin D rescued C2C12 cell from SLC17A9 knockdown associated cell death. The
percentage of PI+ cells in each experiment was calculated from ≥250 cells from randomly chosen
fields, and the experiment was repeated independently 3 times in triplicate. (C) Percentage of cell
death indicated by LDH assay. The experiment was repeated 3 times in triplicate. (D) PI staining
showing that Cathepsin D overexpression rescued the cell death induced by DIDS treatment in Cos1
cells. (E) LDH assay showing that Cathepsin D overexpression rescued the cell death induced by
DIDS treatment in Cos1 cells. (F,G) Strong DQ-BSA signals in Cos1 cells overexpressing Cathepsin D
but not Lamp1 upon DIDS treatment (5 µM, 6 h). The experiment was repeated 3 times in triplicate.
(H,I) The decreased fluorescence of DQ-BSA in SLC17A9 knockdown C2C12 cells was recovered by
Cathepsin D overexpression. The experiment was repeated independently 3 times in triplicate. WT:
wild-type (sham-transfection); NT: no treatment; NS: not significant. ** p < 0.01.
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Figure 5. Cathepsin B activity was not affected by SLC17A9 deficiency. (A) DIDS (5 µM, 6 h) treatment
did not alter lysosomal Cathepsin B activity in Cos1 cells. (B) Cathepsin B activity was not affected
in SLC17A9 knockdown in C2C12 cells. (C–E) Overexpression of Cathepsin B did not rescue the
cell death induced by DIDS treatment (5 µM, 24 h) in Cos1 cells assayed by PI staining (C,D) or
LDH detection (E). Cells were transfected with Lamp1-GFP or co-transfected with Lamp1-GFP and
hCathepsin B because hCathepsin B is not fluorescence-tagged. (F,G) Cathepsin B overexpression did
not rescue C2C12 cell death induced by SLC17A9 knockdown. For PI staining in (D,F), the percentage
of PI+ cells in each experiment was calculated from ≥250 cells from randomly chosen fields, and the
experiment was repeated independently 3 times in triplicate. For LDH assay in (E,G), the experiment
was repeated 3 times in triplicate. WT: wild type (sham-transfection); NT: no treatment; NS: not
significant. ** p < 0.01.
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4. Discussion

Previous studies have indicated that SLC17A9 transports ATP into lysosomes as well
as other secretory vesicles [5,8,10]. Deficiency in SLC17A9 causes cell death. However,
the role of lysosomal SLC17A9 in cell viability and the molecular mechanism of cell death
induced by SLC17A9 deficiency remain unclear. In this study, we showed that SLC17A9
deficiency-associated cell death was rescued by TFEB, a master gene for lysosomal protein
production, suggesting that dysfunctional lysosomes are the major players in cell death
induced by SLC17A9 deficiency.

Lysosome hydrolases are instrumental in degrading impaired organelles and macro-
molecules. Dysfunction of lysosome hydrolytic enzymes causes lysosomal storage, and
subsequently leads to cell death [11]. Cathepsin D is one of the main hydrolases in lyso-
somes. Its deficiency has been associated with human lysosomal storage disorders [12–14].
However, the regulatory mechanism of Cathepsin D remains elusive with the exception
of its acidic pH optimum. By using intact cells, we suggest that lysosomal ATP may be
a critical regulator for Cathepsin D activation, identifying a molecular mechanism for
Cathepsin D regulation. This is in agreement with a previous report using a cell free
assay [16]. Although a decrease in lysosomal ATP by suppressing SLC17A9 results in
compromised Cathepsin D, an aspartic protease, the lysosomal cysteine protease Cathepsin
B was not affected by lysosomal SLC17A9 deficiency. Our results suggest that aspartic
protease Cathepsin D might be the major hydrolytic enzyme that is regulated by ATP in
lysosomes, although its regulatory mechanisms await further investigation. Since Cathep-
sin D deficiency is associated with human lysosomal storage disorders [12–14], our studies
suggest that lysosomal ATP/SLC17A9 could be involved in lysosomal storage disorders.

Supplementary Materials: The following supporting information can be downloaded at: https://
www.mdpi.com/article/10.3390/cells11050887/s1, Figure S1: Deletion of mSLC17A9 by mSLC17A9
shRNAs. Whole cell lysates were used, and GAPDH levels served as loading controls; Figure S2: DIDS
treatment did not decrease Cathepsin D expression in lysosomes of Cos1 cells. The 34 kDa lysosomal
(mature) forms of Cathepsin D were shown. Lamp1 was blotted to show a comparable number of
lysosomes between two groups; Figure S3: Lysosomal acidification was not affected by SLC17A9 defi-
ciency. (A) DIDS (5 µM, 6 h) treatment did not alter LysoTracker signals in Cos1 cells. (B) LysoTracker
signals was not affected by SLC17A9 knockdown in C2C12 cells.

Author Contributions: Conceptualization, P.H. and X.-P.D.; methodology, P.H., Q.C. and M.X.;
formal analysis, P.H., Q.C. and M.X.; investigation, P.H., Q.C. and M.X.; data curation, P.H., Q.C.
and M.X.; writing—original draft preparation, P.H. and X.-P.D.; writing—review and editing, P.H.,
Q.C. and M.X.; supervision, X.-P.D.; project administration, X.-P.D.; funding acquisition, X.-P.D. All
authors have read and agreed to the published version of the manuscript.

Funding: CIHR grant (MOP-119349), CIHR project grant (PJT-156102), and CFI Leaders Opportunity
Fund-Funding for research infrastructure (29291).

Institutional Review Board Statement: Not applicable.

Acknowledgments: This work was supported by CIHR grant (MOP-119349), CIHR project grant
(PJT-156102), and CFI Leaders Opportunity Fund-Funding for research infrastructure (29291). We
thank François Darchen for Cathepsin D-mRFP, Hyeryun Choe for hCathepsin B (Addgene plasmid
11249), and Shawn Ferguson for TFEB (Addgene plasmid 38119). We appreciate the encouragement
and helpful comments from other members of the Dong laboratory.

Conflicts of Interest: We certify that there is no conflict of interest with any financial organization
regarding the material discussed in the manuscript.

References
1. Fredriksson, R.; Nordstrom, K.J.; Stephansson, O.; Hagglund, M.G.; Schioth, H.B. The solute carrier (SLC) complement of the

human genome: Phylogenetic classification reveals four major families. FEBS Lett. 2008, 582, 3811–3816. [CrossRef]
2. Hediger, M.A.; Clemencon, B.; Burrier, R.E.; Bruford, E.A. The ABCs of membrane transporters in health and disease (SLC series):

Introduction. Mol. Asp. Med. 2013, 34, 95–107. [CrossRef] [PubMed]

https://www.mdpi.com/article/10.3390/cells11050887/s1
https://www.mdpi.com/article/10.3390/cells11050887/s1
http://doi.org/10.1016/j.febslet.2008.10.016
http://doi.org/10.1016/j.mam.2012.12.009
http://www.ncbi.nlm.nih.gov/pubmed/23506860


Cells 2022, 11, 887 13 of 14

3. Hasuzawa, N.; Moriyama, S.; Moriyama, Y.; Nomura, M. Physiopathological roles of vesicular nucleotide transporter (VNUT), an
essential component for vesicular ATP release. Biochim. Biophys Acta Biomembr. 2020, 1862, 183408. [CrossRef] [PubMed]

4. Moriyama, Y.; Hiasa, M.; Sakamoto, S.; Omote, H.; Nomura, M. Vesicular nucleotide transporter (VNUT): Appearance of an
actress on the stage of purinergic signaling. Purinergic Signal. 2017, 13, 387–404. [CrossRef]

5. Sawada, K.; Echigo, N.; Juge, N.; Miyaji, T.; Otsuka, M.; Omote, H.; Yamamoto, A.; Moriyama, Y. Identification of a vesicular
nucleotide transporter. Proc. Natl. Acad. Sci. USA 2008, 105, 5683–5686. [CrossRef] [PubMed]

6. Zhang, Z.; Chen, G.; Zhou, W.; Song, A.; Xu, T.; Luo, Q.; Wang, W.; Gu, X.S.; Duan, S. Regulated ATP release from astrocytes
through lysosome exocytosis. Nat. Cell Biol. 2007, 9, 945–953. [CrossRef]

7. Dou, Y.; Wu, H.J.; Li, H.Q.; Qin, S.; Wang, Y.E.; Li, J.; Lou, H.F.; Chen, Z.; Li, X.M.; Luo, Q.M.; et al. Microglial migration mediated
by ATP-induced ATP release from lysosomes. Cell Res. 2012, 22, 1022–1033. [CrossRef]

8. Huang, P.; Zou, Y.; Zhong, X.Z.; Cao, Q.; Zhao, K.; Zhu, M.X.; Murrell-Lagnado, R.; Dong, X.P. P2X4 forms functional ATP-
activated cation channels on lysosomal membranes regulated by luminal pH. J. Biol. Chem. 2014, 289, 17658–17667. [CrossRef]
[PubMed]

9. Zhong, X.Z.; Cao, Q.; Sun, X.; Dong, X.P. Activation of lysosomal P2X4 by ATP transported into lysosomes via VNUT/SLC17A9
using V-ATPase generated voltage gradient as the driving force. J. Physiol. 2016, 594, 4253–4266. [CrossRef] [PubMed]

10. Cao, Q.; Zhao, K.; Zhong, X.Z.; Zou, Y.; Yu, H.; Huang, P.; Xu, T.L.; Dong, X.P. SLC17A9 protein functions as a lysosomal ATP
transporter and regulates cell viability. J. Biol. Chem. 2014, 289, 23189–23199. [CrossRef] [PubMed]

11. Aits, S.; Jaattela, M. Lysosomal cell death at a glance. J. Cell Sci. 2013, 126, 1905–1912. [CrossRef] [PubMed]
12. Koike, M.; Nakanishi, H.; Saftig, P.; Ezaki, J.; Isahara, K.; Ohsawa, Y.; Schulz-Schaeffer, W.; Watanabe, T.; Waguri, S.; Kametaka,

S.; et al. Cathepsin D deficiency induces lysosomal storage with ceroid lipofuscin in mouse CNS neurons. J. Neurosci. 2000, 20,
6898–6906. [CrossRef] [PubMed]

13. Siintola, E.; Partanen, S.; Strömme, P.; Haapanen, A.; Haltia, M.; Maehlen, J.; Lehesjoki, A.E.; Tyynelä, J. Cathepsin D deficiency
underlies congenital human neuronal ceroid-lipofuscinosis. Brain 2006, 129, 1438–1445. [CrossRef] [PubMed]

14. Steinfeld, R.; Reinhardt, K.; Schreiber, K.; Hillebrand, M.; Kraetzner, R.; Brück, W.; Saftig, P.; Gärtner, J. Cathepsin D deficiency is
associated with a human neurodegenerative disorder. Am. J. Hum. Genet. 2006, 78, 988–998. [CrossRef]

15. Benes, P.; Vetvicka, V.; Fusek, M. Cathepsin D–many functions of one aspartic protease. Crit. Rev. Oncol. Hematol. 2008, 68, 12–28.
[CrossRef]

16. Pillai, S.; Zull, J.E. Effects of ATP, vanadate, and molybdate on cathepsin D-catalyzed proteolysis. J. Biol. Chem. 1985, 260,
8384–8389. [CrossRef]

17. Settembre, C.; Di Malta, C.; Polito, V.A.; Garcia Arencibia, M.; Vetrini, F.; Erdin, S.; Erdin, S.U.; Huynh, T.; Medina, D.; Colella, P.;
et al. TFEB links autophagy to lysosomal biogenesis. Science 2011, 332, 1429–1433. [CrossRef]

18. Sardiello, M.; Palmieri, M.; di Ronza, A.; Medina, D.L.; Valenza, M.; Gennarino, V.A.; Di Malta, C.; Donaudy, F.; Embrione, V.;
Polishchuk, R.S.; et al. A gene network regulating lysosomal biogenesis and function. Science 2009, 325, 473–477. [CrossRef]

19. Roczniak-Ferguson, A.; Petit, C.S.; Froehlich, F.; Qian, S.; Ky, J.; Angarola, B.; Walther, T.C.; Ferguson, S.M. The transcription
factor TFEB links mTORC1 signaling to transcriptional control of lysosome homeostasis. Sci. Signal. 2012, 5, ra42. [CrossRef]

20. Medina, D.L.; Fraldi, A.; Bouche, V.; Annunziata, F.; Mansueto, G.; Spampanato, C.; Puri, C.; Pignata, A.; Martina, J.A.; Sardiello,
M.; et al. Transcriptional activation of lysosomal exocytosis promotes cellular clearance. Dev. Cell 2011, 21, 421–430. [CrossRef]

21. Song, W.; Wang, F.; Savini, M.; Ake, A.; di Ronza, A.; Sardiello, M.; Segatori, L. TFEB regulates lysosomal proteostasis. Hum. Mol.
Genet. 2013, 22, 1994–2009. [CrossRef] [PubMed]

22. Sato, Y.; Kobayashi, H.; Higuchi, T.; Shimada, Y.; Ida, H.; Ohashi, T. TFEB overexpression promotes glycogen clearance of Pompe
disease iPSC-derived skeletal muscle. Mol. Ther. Methods Clin. Dev. 2016, 3, 16054. [CrossRef] [PubMed]

23. Awad, O.; Sarkar, C.; Panicker, L.M.; Miller, D.; Zeng, X.; Sgambato, J.A.; Lipinski, M.M.; Feldman, R.A. Altered TFEB-mediated
lysosomal biogenesis in Gaucher disease iPSC-derived neuronal cells. Hum. Mol. Genet. 2015, 24, 5775–5788. [CrossRef]

24. Palmieri, M.; Pal, R.; Nelvagal, H.R.; Lotfi, P.; Stinnett, G.R.; Seymour, M.L.; Chaudhury, A.; Bajaj, L.; Bondar, V.V.; Bremner,
L.; et al. mTORC1-independent TFEB activation via Akt inhibition promotes cellular clearance in neurodegenerative storage
diseases. Nat. Commun. 2017, 8, 14338. [CrossRef] [PubMed]

25. Spampanato, C.; Feeney, E.; Li, L.; Cardone, M.; Lim, J.A.; Annunziata, F.; Zare, H.; Polishchuk, R.; Puertollano, R.; Parenti, G.;
et al. Transcription factor EB (TFEB) is a new therapeutic target for Pompe disease. EMBO Mol. Med. 2013, 5, 691–706. [CrossRef]
[PubMed]

26. Gatto, F.; Rossi, B.; Tarallo, A.; Polishchuk, E.; Polishchuk, R.; Carrella, A.; Nusco, E.; Alvino, F.G.; Iacobellis, F.; De Leonibus,
E.; et al. AAV-mediated transcription factor EB (TFEB) gene delivery ameliorates muscle pathology and function in the murine
model of Pompe Disease. Sci. Rep. 2017, 7, 15089. [CrossRef] [PubMed]

27. Rega, L.R.; Polishchuk, E.; Montefusco, S.; Napolitano, G.; Tozzi, G.; Zhang, J.; Bellomo, F.; Taranta, A.; Pastore, A.; Polishchuk, R.;
et al. Activation of the transcription factor EB rescues lysosomal abnormalities in cystinotic kidney cells. Kidney Int. 2016, 89,
862–873. [CrossRef]

28. Sathe, M.N.; Woo, K.; Kresge, C.; Bugde, A.; Luby-Phelps, K.; Lewis, M.A.; Feranchak, A.P. Regulation of purinergic signaling
in biliary epithelial cells by exocytosis of SLC17A9-dependent ATP-enriched vesicles. J. Biol. Chem. 2011, 286, 25363–25376.
[CrossRef]

http://doi.org/10.1016/j.bbamem.2020.183408
http://www.ncbi.nlm.nih.gov/pubmed/32652056
http://doi.org/10.1007/s11302-017-9568-1
http://doi.org/10.1073/pnas.0800141105
http://www.ncbi.nlm.nih.gov/pubmed/18375752
http://doi.org/10.1038/ncb1620
http://doi.org/10.1038/cr.2012.10
http://doi.org/10.1074/jbc.M114.552158
http://www.ncbi.nlm.nih.gov/pubmed/24817123
http://doi.org/10.1113/JP271893
http://www.ncbi.nlm.nih.gov/pubmed/27477609
http://doi.org/10.1074/jbc.M114.567107
http://www.ncbi.nlm.nih.gov/pubmed/24962569
http://doi.org/10.1242/jcs.091181
http://www.ncbi.nlm.nih.gov/pubmed/23720375
http://doi.org/10.1523/JNEUROSCI.20-18-06898.2000
http://www.ncbi.nlm.nih.gov/pubmed/10995834
http://doi.org/10.1093/brain/awl107
http://www.ncbi.nlm.nih.gov/pubmed/16670177
http://doi.org/10.1086/504159
http://doi.org/10.1016/j.critrevonc.2008.02.008
http://doi.org/10.1016/S0021-9258(17)39485-1
http://doi.org/10.1126/science.1204592
http://doi.org/10.1126/science.1174447
http://doi.org/10.1126/scisignal.2002790
http://doi.org/10.1016/j.devcel.2011.07.016
http://doi.org/10.1093/hmg/ddt052
http://www.ncbi.nlm.nih.gov/pubmed/23393155
http://doi.org/10.1038/mtm.2016.54
http://www.ncbi.nlm.nih.gov/pubmed/27556060
http://doi.org/10.1093/hmg/ddv297
http://doi.org/10.1038/ncomms14338
http://www.ncbi.nlm.nih.gov/pubmed/28165011
http://doi.org/10.1002/emmm.201202176
http://www.ncbi.nlm.nih.gov/pubmed/23606558
http://doi.org/10.1038/s41598-017-15352-2
http://www.ncbi.nlm.nih.gov/pubmed/29118420
http://doi.org/10.1016/j.kint.2015.12.045
http://doi.org/10.1074/jbc.M111.232868


Cells 2022, 11, 887 14 of 14

29. Geisler, J.C.; Corbin, K.L.; Li, Q.; Feranchak, A.P.; Nunemaker, C.S.; Li, C. Vesicular nucleotide transporter-mediated ATP release
regulates insulin secretion. Endocrinology 2013, 154, 675–684. [CrossRef]

30. Tokunaga, A.; Tsukimoto, M.; Harada, H.; Moriyama, Y.; Kojima, S. Involvement of SLC17A9-dependent vesicular exocytosis in
the mechanism of ATP release during T cell activation. J. Biol. Chem. 2010, 285, 17406–17416. [CrossRef]

31. Katarkar, A.; Bottoni, G.; Clocchiatti, A.; Goruppi, S.; Bordignon, P.; Lazzaroni, F.; Gregnanin, I.; Ostano, P.; Neel, V.; Dotto, G.P.
NOTCH1 gene amplification promotes expansion of cancer associated fibroblast populations in human skin. Nat. Commun. 2020,
11, 5126. [CrossRef] [PubMed]

32. Cho, S.; Hwang, E.S. Status of mTOR activity may phenotypically differentiate senescence and quiescence. Mol. Cells 2012, 33,
597–604. [CrossRef] [PubMed]

33. Chen, C.S.; Chen, W.N.; Zhou, M.; Arttamangkul, S.; Haugland, R.P. Probing the cathepsin D using a BODIPY FL–pepstatin A:
Applications in fluorescence polarization and microscopy. J. Biochem. Biophys. Methods 2000, 42, 137–151. [CrossRef]

34. Lee, J.H.; Yu, W.H.; Kumar, A.; Lee, S.; Mohan, P.S.; Peterhoff, C.M.; Wolfe, D.M.; Martinez-Vicente, M.; Massey, A.C.; Sovak, G.;
et al. Lysosomal proteolysis and autophagy require presenilin 1 and are disrupted by Alzheimer-related PS1 mutations. Cell 2010,
141, 1146–1158. [CrossRef]

35. Farfel-Becker, T.; Roney, J.C.; Cheng, X.T.; Li, S.; Cuddy, S.; Sheng, Z.H. Neuronal soma-derived degradative lysosomes are
continuously delivered to distal axons to maintain local degradation capacity. Cell Rep. 2019, 28, 51–64.e4. [CrossRef]

36. Yuseff, M.I.; Reversat, A.; Lankar, D.; Diaz, J.; Fanget, I.; Pierobon, P.; Randrian, V.; Larochette, N.; Vascotto, F.; Desdouets, C.; et al.
Polarized secretion of lysosomes at the B cell synapse couples antigen extraction to processing and presentation. Immunity 2011,
35, 361–374. [CrossRef]

37. Graves, A.R.; Curran, P.K.; Smith, C.L.; Mindell, J.A. The Cl-/H+ antiporter ClC-7 is the primary chloride permeation pathway in
lysosomes. Nature 2008, 453, 788–792. [CrossRef]

38. Steinberg, B.E.; Huynh, K.K.; Brodovitch, A.; Jabs, S.; Stauber, T.; Jentsch, T.J.; Grinstein, S. A cation counterflux supports
lysosomal acidification. J. Cell Biol. 2010, 189, 1171–1186. [CrossRef]

39. Zhou, J.; Tan, S.H.; Nicolas, V.; Bauvy, C.; Yang, N.D.; Zhang, J.; Xue, Y.; Codogno, P.; Shen, H.M. Activation of lysosomal function
in the course of autophagy via mTORC1 suppression and autophagosome-lysosome fusion. Cell Res. 2013, 23, 508–523. [CrossRef]

40. Chwieralski, C.E.; Welte, T.; Bühling, F. Cathepsin-regulated apoptosis. Apoptosis 2006, 11, 143–149. [CrossRef]
41. Turk, B.; Turk, D.; Turk, V. Lysosomal cysteine proteases: More than scavengers. Biochim. Biophys. Acta 2000, 1477, 98–111.

[CrossRef]
42. Creasy, B.M.; Hartmann, C.B.; White, F.K.; McCoy, K.L. New assay using fluorogenic substrates and immunofluorescence staining

to measure cysteine cathepsin activity in live cell subpopulations. Cytom. Part A 2007, 71, 114–123. [CrossRef] [PubMed]

http://doi.org/10.1210/en.2012-1818
http://doi.org/10.1074/jbc.M110.112417
http://doi.org/10.1038/s41467-020-18919-2
http://www.ncbi.nlm.nih.gov/pubmed/33046701
http://doi.org/10.1007/s10059-012-0042-1
http://www.ncbi.nlm.nih.gov/pubmed/22570149
http://doi.org/10.1016/S0165-022X(00)00048-8
http://doi.org/10.1016/j.cell.2010.05.008
http://doi.org/10.1016/j.celrep.2019.06.013
http://doi.org/10.1016/j.immuni.2011.07.008
http://doi.org/10.1038/nature06907
http://doi.org/10.1083/jcb.200911083
http://doi.org/10.1038/cr.2013.11
http://doi.org/10.1007/s10495-006-3486-y
http://doi.org/10.1016/S0167-4838(99)00263-0
http://doi.org/10.1002/cyto.a.20365
http://www.ncbi.nlm.nih.gov/pubmed/17200959

	Introduction 
	Materials and Methods 
	Cell Culture and Transfection 
	Antibodies and Reagents 
	Immunocytochemistry 
	Confocal Microscopy 
	RNA Isolation and Plasmid Constructs 
	Western Blot 
	Cell Viability Assay 
	Data Analysis 

	Results 
	SLC17A9 Loss Associated Cell Death and Lysosome Dysfunction Are Rescued by TFEB Expression 
	SLC17A9 Deficiency Results in Cathepsin D Dysfunction 
	Cell Death and Lysosomal Dysfunction Induced by SLC17A9 Deficiency Are Rescued by Cathepsin D 
	SLC17A9 Deficiency Associated Cell Death Is Not Rescued by Cathepsin B 

	Discussion 
	References

