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In Brief
The anti-neoplastic sphingolipid
analog SH-BC-893 starves can-
cer cells to death by down-regu-
lating cell surface nutrient trans-
porters and blocking lysosomal
trafficking events. However, the
actual mechanism of action giv-
ing rise to these phenotypes re-
mains unclear. Here, dynamic
phosphoproteomics was used to
further understand how the ac-
tivity of PP2A is affected follow-
ing cell treatment with SH-BC-
893. These analyses combined
with functional assays identified
the differential regulation of Akt
and Gsk3b by SH-BC-893 and
C2-ceramide as responsible for
the vacuolation of cells by SH-
BC-893 but not C2-ceramide.
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Highlights

• Quantitative phosphoproteomics of cells treated with sphingolipid analogs or PP2A inhibitor identify
novel protein targets of PP2A.

• PP2A substrates include several nutrient transporter proteins, GTPase regulators and proteins asso-
ciated with actin cytoskeletal remodeling.

• Differential regulation of Akt and Gsk3b account for the difference in vacuolating phenotype observed
between SH-BC-893 and C2-ceramide.

• Dynamic phosphoproteomics enabled the correlation of cell signaling with phenotypes to rationalize
their mode of action.
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Dynamic Phosphoproteomics Uncovers
Signaling Pathways Modulated by
Anti-oncogenic Sphingolipid Analogs*□S

Peter Kubiniok‡§‡‡, Brendan T. Finicle¶‡‡, Fanny Piffaretti‡, Alison N. McCracken¶,
Michael Perryman§, Stephen Hanessian§, Aimee L. Edinger¶**, and
Pierre Thibault‡§�§§

The anti-neoplastic sphingolipid analog SH-BC-893
starves cancer cells to death by down-regulating cell sur-
face nutrient transporters and blocking lysosomal traf-
ficking events. These effects are mediated by the activa-
tion of protein phosphatase 2A (PP2A). To identify putative
PP2A substrates, we used quantitative phosphoproteom-
ics to profile the temporal changes in protein phosphoryl-
ation in FL5.12 cells following incubation with SH-BC-893
or the specific PP2A inhibitor LB-100. These analyses
enabled the profiling of more than 15,000 phosphorylation
sites, of which 958 sites on 644 proteins were dynamically
regulated. We identified 114 putative PP2A substrates in-
cluding several nutrient transporter proteins, GTPase reg-
ulators (e.g. Agap2, Git1), and proteins associated with
actin cytoskeletal remodeling (e.g. Vim, Pxn). To identify
SH-BC-893-induced cell signaling events that disrupt lys-
osomal trafficking, we compared phosphorylation profiles
in cells treated with SH-BC-893 or C2-ceramide, a non-
vacuolating sphingolipid that does not impair lysosomal
fusion. These analyses combined with functional assays
uncovered the differential regulation of Akt and Gsk3b by
SH-BC-893 (vacuolating) and C2-ceramide (non-vacuolat-
ing). Dynamic phosphoproteomics of cells treated with
compounds affecting PP2A activity thus enabled the cor-
relation of cell signaling with phenotypes to rationalize
their mode of action. Molecular & Cellular Proteomics
18: 408–422, 2019. DOI: 10.1074/mcp.RA118.001053.

Oncogenic mutations selected during the tumorigenic proc-
ess rewire the metabolic circuitry to meet the increased ana-
bolic demands of cancer cells. Because oncogenic mutations
constitutively drive growth and proliferation, cancer cells de-
pend on a steady influx of nutrients via cell surface transport-
ers and receptors and on the lysosomal degradation of inter-
nalized macromolecules into subunits that can be used for

biosynthesis and/or the production of ATP (1). Because can-
cer cells are constitutively anabolic, they are unable to tolerate
nutrient stress that causes quiescence and catabolism in
normal cells. Restricting nutrient access using sphingolipid-
inspired compounds is an appealing therapeutic strategy to
impede cancer cell proliferation and survival. Previous reports
indicated that endogenous and synthetic sphingolipids starve
many different cancer cell types to death by triggering the
down-regulation of multiple nutrient transporter proteins
and/or blocking lysosomal fusion reactions (2–7).

In mammalian cells, ceramides can function as tumor sup-
pressors, mediating signaling events associated with apopto-
sis, autophagic responses and cell cycle arrest (8). Several
sphingolipids activate protein phosphatase 2A (PP2A)1 and
negatively regulate multiple signaling pathways that promote
nutrient transporter expression (5, 9–13). Although the mech-
anism underlying sphingolipid regulation of PP2A activity is
not entirely clear, previous reports suggest that ceramides
can bind to endogenous protein inhibitors of PP2A to enhance
its catalytic activity (13). Interestingly, although Fingolimod
(FTY720, Gilenya), pyrrolidine analogs such as SH-BC-893,
and ceramide all induce nutrient transporter down-regulation
downstream of PP2A activation, only FTY720 and SH-BC-893
produce PP2A-dependent cytoplasmic vacuolation (5). Cera-
mide, on the other hand, produces distinct effects from
FTY720 and SH-BC-893 on the tubular recycling endosome,
although whether these effects are PP2A-dependent is less
certain (5, 14). These observations suggest that these struc-
turally-related molecules differentially activate PP2A, resulting
in distinct patterns of dephosphorylation and different endoly-
sosomal trafficking phenotypes.

To determine how PP2A activity induces nutrient trans-
porter loss and cytosolic vacuolation, we profiled the dynamic
changes in protein phosphorylation in the murine prolympho-
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cytic cell line FL5.12 following incubation with SH-BC-893,
the specific PP2A inhibitor LB-100, or C2-ceramide. Meta-
bolic labeling and quantitative phosphoproteomics (15–17)
identified kinetic profiles that could be correlated with putative
PP2A substrates. This approach identified 15,607 phosphor-
ylation sites, of which 958 were dynamically regulated by the
treatments. Although 265 putative PP2A sites were common
to both PP2A agonists, our analyses also revealed 467 sites
uniquely regulated by either SH-BC-893 or C2-ceramide that
provided further insights into the SH-BC-893-specific pheno-
type, vacuolation.

EXPERIMENTAL PROCEDURES

Cell Culture—FL5.12 cells were maintained in RPMI 1640 medium
supplemented with 10% fetal bovine serum (FBS), 10 mM HEPES
buffer, 55 �M 2-mercaptoethanol, 2 mM L-glutamine, 500 pg/ml mu-
rine recombinant IL-3, and antibiotics. HeLa cells were cultured in
DMEM with 4.5 g/L glucose and L-glutamine supplemented with 10%
FBS and antibiotics. For proteomic analyses FL5.12 cells were grown
in triple SILAC S.D.-Media (Thermo Fisher Scientific, Rockford, IL)
containing 10% FBS, 500 pg/ml murine recombinant IL-3, 164 �M

Lysine (K), 95 �M Arginine (R), 4.3 �M proline (Silantes, Munich,
Germany) with additional nutrients consistent with Bendall et al. (18).
Cells were incubated at 37 °C and 5% CO2. Cells were counted using
a Leica microscope with a 10 � 0.25 objective. Approximately 500
million cells per SILAC channel were grown in 500 ml spinner flasks.
Incubation with small molecules was performed by adding 1 ml of
small molecule or DMSO (Sigma Aldrich Co., St-Louis, MI) diluted in
SILAC RPMI 1640/10% FBS to reach the final concentration. Cells were
harvested every 5 min during the first hour of treatment with either 5 �M

SH-BC-893 (heavy label) or 50 �M C2-ceramide (medium label) or 10 �M

LB-100 (medium label) or DMSO (light label). Drug concentrations used
for treatments are based on previously published references (5, 7, 19).
Cells were collected by pipetting 75 ml (25 ml per SILAC channel) of
culture into 425 ml of �80 °C precooled ethanol.

Flow Cytometry—For quantification of cell surface CD98, 400,000
FL5.12 cells were stained with either PE-conjugated rat IgG2a k
isotype control (Biolegend, cat. no. 400508, San Diego, CA) or PE-
conjugated rat anti-mouse CD98 (Biolegend, cat. no. 128208) in
blocking buffer (PBS with 10% FBS and 0.05% sodium azide) for 30
min on ice. Cells were washed twice in ice-cold wash buffer (PBS with
2% FCS and 0.05% sodium azide), resuspended in wash buffer
containing 1 �g/ml DAPI, and returned to ice. Analysis was restricted
to live cells (DAPI-negative) and data normalized to the untreated
control after background subtraction.

Vacuolation Assay—Vacuoles were quantified as in Perryman et al.
(20). Briefly, FL5.12 cells were treated as indicated for 3 h then
pelleted by centrifuging at 2000 rpm for 3 min in a microfuge. The cell

pellet was resuspended in 10 �l, and 3 �l of the cell suspension was
examined under a 0.13 to 0.17 mm thick coverglass (VWR Micro
cover glass, square, No.1, cat. no. 48366–045, Radnor, PA) on a
microscope slide. FL5.12 cells were evaluated by differential interfer-
ence microscopy (DIC) using a 100� oil-immersion objective with a
Nikon TE2000-S fluorescence microscope. To calculate the vacuola-
tion score, at least 10 different fields of view containing 5–12 cells per
field were assessed. Scores were assigned to individual cells as
follows: 0 � no vacuoles, 1 � very small vacuoles, 2 � multiple
well-defined vacuoles, 3 � multiple large vacuoles. To calculate the
vacuolation score, the following formula was used:

score �

�3 � % cells in cat. 3� � �2 � % cells in cat. 2� �
�1 � % cells in cat. 1�

3

Fluorescence Microscopy—To monitor F-actin, FL5.12 cells were
fixed with 4% paraformaldehyde for 10 min, washed, and incubated
in permeabilization and blocking buffer (PBS with 10% FBS, 0.3%
saponin, and 0.05% NaN3) containing Alexa Fluor 488 conjugated
phalloidin (Cell Signaling Technologies, 1:100 dilution, Danvers, MA).
Cells were then imaged on a Nikon Eclipse Ti spinning-disk confocal
microscope using a 100� oil-immersion objective. Images were an-
alyzed using ImageJ; fluorescence intensity was normalized between
all images and displayed using the LUT “16 colors.”

Immunoblotting—Cells were lysed in RIPA buffer containing pro-
tease (Thermo Fisher Scientific, Cat #88265) and phosphatase inhib-
itors (Sigma, Cat #4906845001). Protein concentration was quantified
using a BCA protein assay (Thermo Scientific, Cat #23223). Samples
were prepared in NuPAGE sample buffer (Thermo Fisher Scientific,
Cat #NP0007) and 50 mM DTT, run on Invitrogen NuPAGE 4–12%
Bis-Tris gels (Cat #NP0336BOX), and transferred to BioTrace NT
nitrocellulose membranes (Pall, Cat #66485, Ville St. Laurent, Que-
bec, Canada). After transfer, membranes were dried at room temper-
ature for 30 min, incubated in blocking solution (5% bovine serum
albumin, 0.05% NaN3 in TBST) for 1 h, and then incubated overnight
at 4 °C in blocking solution containing primary antibody. Blots were
washed three times in TBST (TBS with 0.1% Tween 20), incubated at
RT for 1 h in blocking solution containing IRDye-conjugated second-
ary antibodies (1:10,000), and then washed three times in TBST. Blots
were imaged using a LI-COR Odyssey CLx imaging system.

Digestion and Desalting of Cell Extracts—Heavy, medium and light
cells from each time point were combined in 500 ml collection tubes
(Sorvall centrifuge bottles), separated by centrifugation at 1,200 rpm
(Sorvall Legend RT centrifuge) and washed first with 35 ml PBS, then
5 ml PBS, and finally 3 times with 1 ml PBS while transferring from 500
ml collection tubes to 50 ml falcon tubes to 1.7 ml Eppendorf tubes,
respectively. Cell lysis was performed by sonication for 15 s with a
sonic dismembrator (Thermo Fisher Scientific) after adding 1 ml lysis
buffer (8 M Urea, 50 mM TRIS, pH 8, HALT phosphatase inhibitor
(Thermo Fisher Scientific). Cells were maintained at 0 °C to prevent
protein degradation. Protein concentration was measured by BCA
assay (Thermo Fisher Scientific). Protein disulfide bonds were re-
duced by incubating lysates in 5 mM dithiothreitol (DTT, Sigma-
Aldrich) for 30 min at 56 °C while shaking at 1,000 rpm. Alkylation of
cysteine residues was achieved by incubation with iodoacetamide
(IAA, Sigma-Aldrich) at a concentration of 15 mM for 30 min at RT in
the dark. Excess IAA was quenched for 15 min at RT by adding DTT
to 5 mM. All samples were diluted 5 times with 20 mM TRIS (Bioshop
Burlington, ON, Canada), 1 mM CaCl2, pH 8 and mixed with 2 �g/�l
trypsin (Sigma-Aldrich) (protein: trypsin 50:1 w:w) and incubated for
12 h at 37 °C. Trypsin was kept at �80 °C and thawed only once.
Desalting was performed on 60 mg solid phase extraction (SPE)
reverse phase cartridges (Oasis HLB 3cc cartridge, 60 mg, 30 �m
particle size, Waters Mississauga, ON, Canada) previously condi-

1 The abbreviations used are: PP2A, Protein phosphatase 2A;
ACN, Acetonitrile; DAPI, 4�,6-diamidino-2-phenylindole; FA, Formic
acid; FBS, Fetal bovine serum; FDA, Food and Drug Administration;
FDR, False discovery rate; FL5.12, Murine prolymphocytic cell line;
GAP, GTPase activating proteins; GEF, Guanine nucleotide ex-
change factor; GO, Gene Ontology; GTPase, Guanosine triphos-
phatase; HCD, High collision dissociation; HeLa, Cervical cancer
cell line; IAA, Iodo acetamide; MVB, Multivesicular bodies; PBS,
Phosphate buffered saline; RPMI, Roswell Park Memorial Institute
medium; RT, Room temperature; SCX, Strong cation exchange;
SILAC, Stable isotope labeling of amino acids in cell culture; SPE,
Solid phase extraction.
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tioned with 3 ml methanol, SPE Buffer (50% acetonitrile, ACN, 1%
formic acid, FA) and finally with 1% aqueous FA. Peptide samples
were loaded, washed with 3 ml 1% FA, eluted in 1 ml SPE buffer and
dried on a vacuum centrifuge (Thermo Fisher Scientific) at RT.

Phosphopeptide Enrichment—Phosphopeptide enrichment was
performed on 5 �m titansphere particles (Canadian Life Science, Pe-
terborough, ON, Canada) according to published protocols (21, 22).
Loading of protein extracts on the titansphere beads, washing, and
elution steps were performed using custom spin columns (23) made
from 200 �l pipette tip containing a SDB-XC membrane (Empore, 3 M)
frit and filled with TiO2 beads. Peptides were desalted in 50 �l of 1% FA
and subsequently eluted from spin columns using 50 �l of 50% ACN
0.5% FA.

Offline Strong Cation Exchange Chromatography—To achieve high
reproducibility and parallel sample fractionation in high throughput
proteomics experiments, we used strong cation fractionation (SCX)
on homemade spin columns packed with 18 to 22 mg (for cell lysate
of 3 to 8 mg protein extract) of polysulfoethyl A 300Å particle, (Canada
Life Science; Peterborough, ON). After equilibrating the SCX particles
with each 100 �l of SCX Buffer A (10% ACN/0.2%FA v/v), Buffer B (1
M NaCl in 10% ACN/0.2%FA v/v) and finally 200 �l SCX Buffer A.
Peptides were resuspended in 100 �l Buffer A, loaded on the SCX
column and eluted in six salt step fractions of 100 �l each with 0, 30,
50, 80, 120 and 500 mM NaCl in SCX Buffer A. Before LC-MS/MS
analyses all fractions were dried on a SpeedVac centrifuge at RT
(Thermo Fisher Scientific) and resuspended in 4% FA. All centrifuga-
tion steps were performed at 4 °C except where indicated.

Mass Spectrometry Analysis—LC-MS/MS analyses were per-
formed on a Q-Exactive HF (SH-BC-893 versus C2-ceramide exper-
iments) or an Orbitrap tribrid Fusion (SH-BC-893 versus LB-100
experiments) mass spectrometer using homemade capillary LC col-
umns (18 cm length, 150 �m ID, 360 �m OD). Capillary LC columns
were packed with C18 Jupiter 3 �m particles (Phenomenex, Torrance,
CA) at 1,000 psi. Samples were directly injected on LC-columns and
separations were performed at a flow rate of 0.6 �l/min using a linear
gradient of 5–35% aqueous ACN (0.2% FA) in 150 min. MS spectra
were acquired with a resolution of 60,000 using a lock mass (m/z:
445.120025) followed by up to 20 MS/MS data dependent scans on
the most intense ions using high energy dissociation (HCD). AGC
target values for MS and MS/MS scans were set to 1 � 106 (max fill
time 100 ms) and 5 � 105 (max fill time 200 ms), respectively. The
precursor isolation window was set to m/z 1.6 with a HCD normalized
collision energy of 25. The dynamic exclusion window was set to 20 s.

Data Processing and Analysis—Raw data analysis of SILAC exper-
iments was performed using Maxquant software 1.5.3.8 and the
Andromeda search engine (24). The false discovery rate (FDR) for
peptide, protein, and site identification was set to 1%, the minimum
peptide length was set to 6, and the “peptide requantification” func-
tion was enabled. Precursor ions detected as 3D peaks (m/z, intensity
and retention time) were considered as peptide features. Precursor
mass accuracies were then estimated by MaxQuant in a feature specific
fashion as described previously (25). Briefly, mass accuracy of peptide
features were determined for each 2D peak (m/z and intensity) across
the 3D peak and an intensity weighted bootstrap analysis estimated
mass accuracies for each precursor ion. Minimum reporter ion mass
accuracy was set to 20 ppm. The option match between runs (2 min
time tolerance) was enabled to correlate identification and quantitation
results across different runs. Up to 2 missed cleavages per peptide were
allowed. To adjust for any systematic quantification errors, SILAC ratios
were normalized by time point. All additional parameters are reported in
MaxQuant parameters.txt and experimentalDesign.txt provided in sup-
plemental Table S1. The Uniprot mouse proteome database (Septem-
ber 2015 containing 35,281 entries) was used for all database searches.
Protein groups were formed by MaxQuant, and all identified peptides

were used to make pair-wise comparison between proteins in the
database. Proteins containing an equal or overlapping set of peptides
were merged together to form a protein group and ranked according to
the highest number of peptides.

In addition to an FDR of 1% set for peptide, protein and phospho-
peptide identification levels, we used additional criteria to increase
data quality. The Andromeda score threshold for the identification of
phosphopeptides was set to 40 with a delta score to the second best
match of 8, as optimized by Sharma K et al. (27). We selected only
peptides for which abundance ratios (FC � Drug/Control) were meas-
ured in at least 6 time points. Then we set a cut-off for maximum
phosphosite localization confidence across experiments (time points)
to 0.75. Next, we distinguished dynamic from static phosphosites
by calculating an FDR based on curve fitting as recently described
(17). We further performed clustering analysis using the fuzzy
means package (28), which is implemented to the R environment
(https://cran.r-project.org/).

Gene Ontology (GO) enrichment analyses were performed using
the database DAVID version 6.7 (29). Protein interaction networks
were defined using the STRING database and interacting proteins
were visualized with Cytoscape version 2.8. A protein-protein inter-
action network was built in STRING version 9.1 for all proteins con-
taining dynamic phosphosites. All interaction predictions were based
on experimental evidences with a minimal confidence score of 0.7
(considered as a “high confidence” filter in STRING). Linear motif
analysis was done using Motif-x (30, 31). Conservation of phosphor-
ylation sites across species was assessed using the CPhos program
(32).

Experimental Design and Statistical Rationale—For time resolved
phosphoproteomics experiments, FL5.12 cells were collected from
one large cell culture (500 ml) per SILAC channel. Time course ex-
periments (SH-BC-893 and LB-100; SH-BC-893 and C2-ceramide)
were conducted on different days. Sample processing for each time
course experiment was performed in parallel and from the same
batch of materials and chemicals to maximize reproducibility of pep-
tide digestion, phosphopeptide enrichment and fractionation. All time
points of each SCX fraction were consecutively loaded onto the
LC-MS system to ensure similar peptide coverage for all time points.
SCX fractions were injected with increasing salt concentration. All
data were analyzed using the same FASTA file (Uniprot Mouse pro-
teome, accessed September 2015, 35,281 entries) and MaxQuant
version 1.5.8.3.

Microscopy experiments (e.g. phalloidin staining in Fig. 7A–7C,
vacuolation images in Fig. 1C, 7E, and 8A, 8C–8E) were completed in
2–3 biological replicates performed on separate days to account for
biological variation. Microscopy images representative of the �100
cells per condition per biological replicate were used in figures. For
quantitation of cytoplasmic vacuolation (Fig. 8A, 8C–8E), at least 400
cells per condition from three biological replicates were evaluated and
means calculated, error bars show the 95% confidence interval.
Statistical significance was evaluated with a Student’s t test (two-
tailed, paired), as described in each figure legend.

For flow cytometry experiments quantifying the surface levels of
CD98 (Fig. 1B and 7D), at least three biological replicates were
performed on different days to account for biological variation. Sur-
face CD98 levels are normalized to vehicle within each experiment,
and the normalized values are averaged. Variation is shown as
standard error of the mean and statistical significance was as-
sessed by Student’s t test (two-tailed, paired), as described in the
figure legends.

RESULTS

SH-BC-893 and C2-ceramide Produce Distinct, PP2A-de-
pendent Alterations in Endolysosomal Trafficking—Ceramide
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is an endogenous tumor suppressor lipid that limits cellular
growth and proliferation (7, 8). Despite its antineoplastic ac-
tions, ceramide cannot be used to treat cancer patients be-
cause it is readily metabolized into inactive forms. Although
the synthetic sphingolipid FTY720 overcomes this problem, it
also produces dose-limiting bradycardia at the concentra-
tions required for tumor suppression by activating the sphin-
gosine-1phosphate receptor 1(S1PR1) (33, 34). SH-BC-893 is
a structurally constrained analog of FTY720 that limits tumor
growth in multiple model systems, including prostate and
colorectal cancer, without activating S1PR1 (5, 20, 34, 35).
Both SH-BC-893 and C2-ceramide (N-Acetyl-sphingosine,
Fig. 1A) suppress cell growth and survival in part by down-
regulating nutrient transporter proteins through the activation
of the cytosolic serine/threonine protein phosphatase PP2A
(5, 7, 14, 34). The cell surface antigen 4F2 heavy chain (solute
carrier family 3 member 2, Slc3a2 or CD98) is a chaperone
required for the surface expression of several associated light
chains that transport amino-acids (36). Incubation with either
2.5 �M SH-BC-893 or 50 �M C2-ceramide resulted in a 40%
down-regulation of 4F2hc that was reversed by the selective

PP2A inhibitor LB-100 (Fig. 1B). These observations are con-
sistent with published studies in multiple cell types (5, 7, 14,
20, 34). In addition to limiting cell surface CD98 expression,
SH-BC-893, but not ceramide, prevented the fusion of endo-
cytic vesicles and autophagosomes with lysosomes resulting
in enlarged multivesicular bodies, MVB (5); LB-100 reversed
this effect (Fig. 1C). These results confirm that disruptions in
endolysosomal trafficking that starve cancer cells to death (5)
are PP2A-dependent in FL5.12 cells.

Dynamic Phosphoproteomics Deconvolves Signaling Events
Associated With Changes in PP2A Activity—To investigate the
molecular mechanisms underlying nutrient transporter loss and
vacuolation, we profiled the temporal changes in protein phos-
phorylation in FL5.12 cells treated with SH-BC-893, C2-cera-
mide, or LB-100 using quantitative phosphoproteomics and
metabolic labeling (Fig. 2). Changes in the phosphoproteome
associated with SH-BC-893 or LB-100 treatment were analyzed
in triple SILAC experiments. LB-100 was selected for these
studies as it is more selective toward PP2A than other serine/
threonine protein phosphatase inhibitors such as calyculin A or
okadaic acid which affect both PP1 and PP2A (37, 38). In a
parallel set of experiments, C2-ceramide’s effects on the phos-
phoproteome were compared with those of SH-BC-893 using a
similar strategy. Unstimulated cells (0Lys, 0Arg, light), and cells
treated with LB-100/C2-ceramide or SH-BC-893 (4Lys, 6Arg,
medium or 8Lys, 10Arg, heavy) were collected every 5 min for 60
min and combined together in precooled ethanol (�80 °C) at
each time point. Cells were centrifuged, lysed, and digested
with trypsin before phosphopeptide enrichment on TiO2 affinity
media. The eluted phosphopeptides were subsequently frac-
tionated on strong cation exchange (SCX) spin columns and
analyzed by liquid chromatography tandem mass spectrometry
(LC-MS/MS). Phosphopeptide identification and quantification
was performed using MaxQuant (25, 39) and kinetic trends and
clusters identified using R (http://www.r-project.org/). A total of
15,607 unique phosphopeptides were identified corresponding
to an average phosphopeptide enrichment level of 85% for all
experiments. SILAC experiments enabled the identification of
12,137 and 9738 unique phosphopeptides on 2949 and 2550
proteins for LB-100/SH-BC-893 and C2-ceramide/SH-BC-893
experiments, respectively (supplemental Table S2). On average,
70% of phosphosites were localized with high confidence (8559
sites for LB-100/SH-BC-893 and 6704 sites for C2-ceramide/
SH-BC-893). Closer examination of these data revealed that
3,928 phosphosites in LB-100/SH-BC-893 and 2,919 phospho-
sites in C2-ceramide/SH-BC-893 experiments were quantified
in at least 6 time points and were classified as high-quality
kinetic profiles (supplemental Figs. S1 and S2 and supplemental
Table S3). Of the 5,029 high quality profiles, 1,818 were com-
mon to both experiments (supplemental Fig. S3). A list of phos-
phopeptides corresponding to these profiles is presented in
supplemental Table S3 for both triple SILAC experiments. As
described previously, curve fitting with a polynomial model and
a false discovery rate (FDR) of 1% distinguished dynamic from

H2N

HOCl

FIG. 1. SH-BC-893 and C2-ceramide cause PP2A-dependent
disruptions in endolysosomal trafficking. A, Structures of the PP2A
activators FTY720 (Fingolimod), C2-ceramide, SH-BC-893 and the
PP2A inhibitor LB-100. B, Surface CD98 levels in FL5.12 cells pre-
treated with LB-100 (100 �M) for 1.5 h before addition of DMSO,
SH-BC-893 (5 �M), or C2-ceramide (50 �M) for 1 h. Using Student’s t
test (n.s.) not significant; *, p � 0.05; **, p � 0.01; and ***, p � 0.001
C, DIC microscopy of FL5.12 cells pre-treated with LB-100 (100 �M)
for 1.5 h before addition of DMSO, vehicle, SH-BC-893 (5 �M), or
C2-ceramide (50 �M) for 2 h.
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static profiles (17). These analyses identified 629 and 428 dy-
namic profiles corresponding to regulated phosphosites in LB-
100/SH-BC-893 and C2-ceramide/SH-BC-893 experiments,
respectively (supplemental Table S4). A comparison of these
regulated phosphosites revealed that only 54 phosphopeptides
were common to all three conditions suggesting that many of
the changes in cell signaling taking place were not regulated by
all three stimuli (supplemental Fig. S3).

Phosphorylation events that vary in opposite directions in
cells treated with SH-BC-893 and LB-100 are likely to be
PP2A-dependent. The dynamic profiles showed a progressive
broadening of fold change (FC) values with a gradual shift in
the median distribution toward a decrease or an increase in
phosphorylation for cells treated with SH-BC-893 or LB-100,
respectively. The width of this distribution was calculated from
the inter quartile range (IQR) of the Log2 (FC) distribution of
phosphopeptides at each time point and plotted over the entire
cell stimulation period (Fig. 3A). The resulting curve showed a
progressive increase in the IQR, in contrast to the trend ob-
served from non-phosphorylated peptides that remained unaf-
fected with time. Also, the extent of changes in protein phos-
phorylation was more pronounced for cells treated with LB-100
compared with those incubated with SH-BC-893.

Fuzzy clustering separated these dynamic profiles into
those that displayed rapid or progressive increases or de-
creases in phosphorylation or showed an adaptation-like re-
sponse (Figs. 3B and 3C). From the 629 dynamic profiles
identified in experiments comparing SH-BC-893 and LB-100

treatments, 384 were regulated by SH-BC-893, and are rep-
resented in Fig. 3B. Most profiles in SH-BC-893-treated cells
showed a progressive dephosphorylation (200 of 384 pro-
files), consistent with the expected agonist activity of this
compound (Fig. 3C). In contrast, profiles from cells treated
with the PP2A inhibitor LB-100 displayed a progressive increase
in phosphorylation with time (349 of 534 profiles). Fifty-two
profiles in cells treated with SH-BC-893 exhibited adaptation
characterized by a rapid dephosphorylation over the first 20 min
post-stimulation followed by a recovery phase that extended
over the remaining time period (Fig. 3C). Interestingly, phospho-
sites that displayed transient dephosphorylation were more
highly conserved than static sites (p 	 0.001) or dynamic sites
that changed unidirectionally (p 	 0.05) suggesting that the
adaptation cluster may define a subset of functionally important
phosphorylation events (supplemental Fig. S4).

To identify putative PP2A substrates, we compared phos-
phorylation profiles that changed in opposite directions when
FL5.12 cells were treated with LB-100 and SH-BC-893. Out of
the 629 dynamic profiles identified in the triple SILAC exper-
iment, 289 profiles were common to both treatments, and 114
of these profiles showed reciprocal (bidirectional) behavior
(Fig. 4A). We also noted that a subset of 175 profiles common
to both LB-100 and SH-BC-893 displayed comparable trends
that were either increasing or decreasing in phosphorylation
with time and were referred to as monodirectional. Linear
motif analysis of monodirectional or bidirectional phospho-
peptides with motif-X revealed that an RxxS motif was mainly

Control LB-100 / C2-cer

Cell Lysis 
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Trypsin

Sample
Collection in 
-80°C EtOH

SILAC Light
SILAC Medium
SILAC Heavy
Phosphosite

Time intervals: 0,5,10,15,......,60 min

TiO2 2D LC-MS/MS

MaxQuant

SH-BC-893

Fuzzy Clustering to separate
 kinetic trends

Time

FC

FIG. 2. Triple SILAC phosphoproteomics workflow. Light cells are treated with vehicle, medium cells were treated with C2-ceramide
(50 �M) or LB-100 (10 �M), and heavy cells were treated with SH-BC-893 (5 �M). Cells were collected every 5 min from 0–60 min of stimulation
by snap freezing in pre-cooled ethanol. Cells were lysed in urea, digested with trypsin and phosphopeptides were enriched using titanium
dioxide. Strong cation fractionation (SCX) was performed before LC-MS/MS analysis. Phosphopeptide identification and quantitation was
performed using MaxQuant, and only kinetic profiles of sites with localization confidence � 0.75 and measured in at least 6 time points were
selected for further analysis. Polynomial fitting was used to define regulated phosphosites, and only phosphopeptide profiles with FDR 	 1%
were selected and used for fuzzy c-means clustering and subsequent analyses.
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represented in bidirectionally regulated sites whereas proline
directed phosphorylation (SP and PxSP) was mainly found
among monodirectional phosphorylated sites (Fig. 4B). To
decipher which phosphorylation events are associated with
changes in PP2A activity, we selected phosphosites that exhib-
ited reciprocal trends with SH-BC-893 and LB-100 together
with those uniquely regulated by SH-BC-893 (209 sites) and

performed Gene Ontology (GO) enrichment using DAVID (Fig.
4C). Proteins associated with guanosine triphosphate hydrolase
(GTPase) regulators and actin filament reorganization were sig-
nificantly enriched; GTPases and actin dynamics both play crit-
ical roles in regulating intracellular trafficking.

A literature analysis was performed to determine whether
dynamic profiles had been previously identified as PP2A in-
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teractors (40–42). This analysis revealed that 30 proteins (37
phosphosites) identified in our screen were common with
PP2A-interactors identified in other reports (40–42) (Fig. 5A,
supplemental Table S5). Closer examination of these data
indicated that 15 of these proteins are interconnected through
a protein-protein interaction network and that 6 of these
members (Vim, Pxn, Pak2, Gsk3�, Cfl1, Arhgef2) are known
regulators of cytoskeleton organization (Fig. 5B). Phosphoryl-
ation profiles of these substrates are shown in Fig. 5C. Pre-

vious reports have indicated that Vimentin (Vim) phosphoryl-
ation at several residues, including Ser42 and Ser430, is
regulated by PP2A and functionally important (43, 44); inac-
tivation of vimentin leads to increased actin stress fiber as-
sembly (45). The cytoskeletal protein Paxillin (Pxn) that regu-
lates the actin-membrane attachment showed a rapid
dephosphorylation at site Ser83 on the first 5 min of SH-BC-
893 treatment followed by a recovery and a more gradual
decrease in phosphorylation that extended over the entire
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stimulation period. The closely located phosphorylation sites
Pxn Thr31 and Thr118 have previously been reported to reg-
ulate cell migration in a RhoA dependent manner (46, 47). The
cytoskeleton organizing kinase Pak2 showed strong dephos-
phorylation on Ser141. Furthermore, Arhgef2 Ser122 showed
a rapid dephosphorylation on SH-BC-893 treatment. This site
is proximal to Ser143 previously described to impact F-actin

based morphological changes (48). The actin depolymerizing
protein Cofilin1 (Cfl1) showed a progressive increase in phos-
phorylation at Ser3, a site whose phosphorylation inactivates
the actin-depolymerizing activity of cofilin (49). Similarly, SH-
BC-893 induces phosphorylation of the glycogen synthase
kinase 3 b (Gsk3b) on Ser9, a site that has previously been
reported to regulate the reorganization of the microtubule
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cytoskeleton (50). Except for Cfl1 Ser3, all sites described
above showed differential regulation on SH-BC-893 and LB-
100 treatments.

Dynamic Phosphoproteomics Identifies Distinct Cell Signal-
ing Events Associated with C2-ceramide and SH-BC-893—
Although both SH-BC-893 and C2-ceramide down-regulate
nutrient transporters in a PP2A-dependent manner, only SH-
BC-893 promotes cytoplasmic vacuolation (Fig. 1). Quantita-
tive phosphoproteomics experiments performed on FL5.12
cells treated with SH-BC-893 or C2-ceramide enabled the
identification of cell signaling events differentially associated
with these compounds. Dynamic profiles again formed three
distinct clusters according to fuzzy clustering, displaying
rapid or progressive increases or decreases in phosphoryla-
tion or an adaptation-like response (Figs. 6A and 6B). In total,
we identified 428 dynamic profiles, of which 254 profiles were
common to SH-BC-893 and C2-ceramide (Fig. 6C). It is note-
worthy that temporal changes in protein phosphorylation for
cells treated with SH-BC-893 (Figs. 3B and 6C) yield compa-
rable trends with Pearson coefficient of 0.68 on average be-
tween biological replicates (supplemental Fig. S5). Approxi-
mately 80% of common profiles between SH-BC-893 and
C2-ceramide (203 of 254 profiles) showed a mono-directional
trend where progressive changes in protein phosphorylation
were similar both in magnitude and direction for these two
compounds consistent with the fact that these agents pro-
duce largely overlapping phenotypes in cells. Interestingly, 51
of the 254 common profiles showed opposite trends, whereas
126 or 48 profiles were uniquely regulated by C2-ceramide
or SH-BC-893, respectively. These differentially regulates
sites could be responsible for divergent phenotypes such as
vacuolation.

To correlate phosphorylation changes with the distinct vac-
uolation phenotypes associated with C2-ceramide and SH-
BC-893, dynamic profiles were separated into three groups:
(1) Common and mono-directional profiles, (2) Bi-directional
profiles or dynamic profiles unique to SH-BC-893, and (3)
Dynamic profiles unique to C2-ceramide. GO term enrichment
analyses were performed to determine if these groups were
related to specific cellular compartments and molecular func-
tions. Results from the corresponding analyses are displayed
in the radar plots of Fig. 6D. Most profiles identified belong to
group 1 (203 shared monodirectional profiles) and are likely to
account for phenotypes induced by both C2-ceramide and
SH-BC-893 (e.g. nutrient transporter down-regulation). These
profiles correspond to substrates that are largely involved in
the regulation GTPase activity and actin cytoskeleton organi-
zation. Profiles from group 2 that showed opposite trends or
are specific to SH-BC-893 treatment (99 profiles) were asso-
ciated with the GO terms: endosome, intracellular membrane
bound organelle and plasma membrane. Among these we
found 11 phosphorylation sites on 9 proteins involved in ves-
icle trafficking and lysosomal fusion (supplemental Fig. S6).
This result is consistent with finding that SH-BC-893 but not

C2-ceramide inhibit lysosomal trafficking events (5). Group 3
comprises 126 profiles that are unique to C2-ceramide treat-
ment. Phosphorylated substrates associated with this group
are mostly localized in the nucleus with functional GO terms
enriched for DNA binding, Chromatin binding and “DNA-di-
rected DNA polymerase activity”. A protein-protein interaction
network of the corresponding phosphoproteins highlights
several of the corresponding members and regroups proteins
involved in DNA replication, DNA repair, nucleotide synthesis,
and ribosome assembly (supplemental Fig. S7).

Next, we analyzed dynamic profiles from each group with
Motif-X to determine if a specific phosphorylation consensus
sequence was over-represented in these data sets (supple-
mental Fig. S8A). These analyses indicated that a large pro-
portion of dynamic profiles were represented by proline-
directed and basophilic phosphorylation motifs. Further
analyses performed with the kinase prediction software avail-
able from the Group-based Prediction System (GPS) (51)
identified Akt as a putative kinase targeting dynamic baso-
philic motifs. Interestingly, bidirectional sites from group 2
comprised the largest proportion of putative Akt substrates
from all groups (Fig. 6E and supplemental Fig. S8B). Among
the 21 putative Akt substrates from group 2, we identified 6
proteins (Vim, Slc33a1, Gsk3b, Pikfyve, Acly, Pi4kb) that are
known to interact with each other, including 3 proteins
(Gsk3b, Pikfyve, Acly) previously reported as Akt substrates
(52–54) (Fig. 6F). For convenience, supplemental Fig. S9 pres-
ents the kinetic phosphorylation profiles of several Akt sub-
strates. Together, these results suggest that a subset of bidi-
rectional sites are putative Akt substrates associated with
vesicle trafficking and could account for the vacuolation phe-
notype observed only with SH-BC-893.

SH-BC-893 and C2-ceramide Stimulate Actin Polymeriza-
tion That Is Necessary for Cytoplasmic Vacuolation But Not
Surface Nutrient Transporter Loss—To gain a systems-level
view of changes in protein phosphorylation observed for C2-
ceramide and SH-BC-893, we used GO terms enriched in our
data sets (Fig. 6D, supplemental Table S4) combined with
manual curation of gene lists to generate a pictogram of
regulated phosphosites (supplemental Fig. S10). Protein
groups of interest included membrane transport, endocytosis/
cell adhesion, actin reorganization, nutrient transport and
GTPase regulation (GTPase activators, GAPs and guanidine
nucleotide exchange factors, GEFs).

Because dynamic phosphorylation sites similarly affected
by SH-BC-893 and C2-ceramide were clustered in proteins
that modulate actin dynamics (Fig. 6D), actin polymerization
was monitored in SH-BC-893- or C2-ceramide-treated
FL5.12 cells using fluorescently-conjugated phalloidin. Both
SH-BC-893 and C2-ceramide robustly increased F-actin for-
mation in the cell cortex and in a cytosolic, likely endosomal,
compartment (Fig. 7A). Similar effects were observed in mu-
rine embryonic fibroblasts (MEFs) and in HeLa cells (data not
shown). Consistent with a role for PP2A activation in this

Phosphoproteomics of Anti-neoplastic Sphingolipid Analogs

416 Molecular & Cellular Proteomics 18.3

http://www.mcponline.org/cgi/content/full/RA118.001053/DC1
http://www.mcponline.org/cgi/content/full/RA118.001053/DC1
http://www.mcponline.org/cgi/content/full/RA118.001053/DC1
http://www.mcponline.org/cgi/content/full/RA118.001053/DC1
http://www.mcponline.org/cgi/content/full/RA118.001053/DC1
http://www.mcponline.org/cgi/content/full/RA118.001053/DC1
http://www.mcponline.org/cgi/content/full/RA118.001053/DC1
http://www.mcponline.org/cgi/content/full/RA118.001053/DC1
http://www.mcponline.org/cgi/content/full/RA118.001053/DC1


E F

Pi4kb Ser277

Acly Ser455Pikfyve Ser307

Gsk3b Ser9Akt

Vim Ser39

Slc33a1 Ser42

SH-BC-893:
Activates

C2-ceramide:
Deactivates

0%

100%

59% A
kt

 s
ite

no
-A

kt
 s

ite

GPS prediction:
Bidirectional C2-ceramide vs. SH-BC-893

B
id

ire
ct

io
na

l 
C

2-
ce

ra
m

id
e 

vs
. S

H
-B

C
-8

93

H
ig

h 
FC

U
p 

/ D
ow

n

−1
0

1
Fo

ld
 C

ha
ng

e,
 lo

g2

(Down - Up)

0 5 10 15 20 25 30 35 40 45 50 55 60

Tgm1_S91S94
Dock2_S1733
Tbc1d10b_S673
Sh3gl1_S288
Slc16a1_S210
Incenp_S284
Arhgef2_S646
Synrg_S1067
Ppfibp1_S500
Pdlim5_S137
Pstpip1_S318
Arhgef40_S929
Plekha2_S184
Epb41_S86
Usp6nl_S394
Pi4kb_S277
Aak1_S635
Ncoa5_S377

−1.0

−0.5

0.0

0.5

1.0

0 20 40 60
Time [min]Time [min]

−0.8

−0.4

0.0

0.4

0.8

0 20 40 60

C2-ceramide SH-BC-893

48126 254

51

203
51

pv
al

ue
 (-

lo
g1

0)

C2-ceramide unique

Bidirectional and
SH-BC-893 unique

C2-ceramide and
SH-BC-893 monodirectional

D

BA

C

GO Molecular Function:

0
0.5

1
1.5

2
2.5

3
3.5

ac n binding

GTPase binding

ac n filament binding

Rho guanyl-nucleo de 
exchange  factor ac vity

DNA binding

chroma n binding

DNA-directed DNA 
polymerase ac vity

protein complex scaffold

receptor signaling
protein ac vity

protein serine/threonine
kinase ac vity

adaptation down up

SH-BC-893C2ceramide

Time [min]

U
p

D
ow

n
C2-ceramide

221

32

160

42
100127

lo
g2

(F
C

)
20351 or

Monodirectional 
pSites:Bidirectional pSites:

0
0.5

1
1.5

2
2.5

3
plasma membrane

intracellular membrane-
bounded organelle

late endosome

endosome

nucleus

chromosomeheterochroma n

cell junc on

postsynap c density

cytoskeleton

ac n cytoskeleton

GO Cellular Compartment:

Micall1
Micall2
Wdr48
Zc3hav1
Map2k2
Cdc93
Sh3gl1
Washc2
Optn
Lamtor1

Motif-x score: 12.93
20 matches (out of 51 input sequences)

Phosphoproteomics of Anti-neoplastic Sphingolipid Analogs

Molecular & Cellular Proteomics 18.3 417



phenotype, the PP2A inhibitors LB-100 and calyculinA (CalyA)
blocked actin polymerization at both locations (Fig. 7B). The
actin polymerization inhibitor Latrunculin A (LatA) also pre-
vented actin polymerization with SH-BC-893 and C2-cera-
mide (Fig. 7C). However, although LB-100 blocked CD98
down-regulation induced by SH-BC-893 or ceramide (Fig.

1B), LatA did not, suggesting that the loss of surface trans-
porters depends on PP2A activation but not actin polymeri-
zation (Fig. 7D). This result was unexpected, as actin polym-
erization is essential for nutrient permease down-regulation
by sphingolipids in yeast (55). Interestingly, LatA reversed
vacuolation by SH-BC-893 (Fig. 7E). The actin polymerization

FIG. 6. Dynamic phosphoproteomics identifies signaling events differently regulated by C2-ceramide and SH-BC-893 treatments. A,
Heatmap corresponding to 380 phosphorylation sites that were dynamically phosphorylated on C2-ceramide treatment. Kinetic trends are
indicated. B, Dynamic profiles extracted from C2-ceramide and SH-BC-893 treatments using fuzzy means clustering. Numbers correspond to
profiles observed for a given cluster. C, Venn diagram of dynamic phosphosites showing that 254 phosphosites are common, 126 and 48
phosphosites are uniquely regulated by C2-ceramide and SH-BC-893, respectively. Of the 254 commonly regulated sites, 51 show opposite
change in phosphorylation (bidirectional) and 203 are regulated in the same direction (monodirectional). D, Radar plot showing the enrichment
of GO terms associated with specific groups highlighted in different colors. E, Motif-X analyses of bidirectional sites showing an over-
representation of basophilic motifs. F, Network of putative Akt substrates and known interacting members.

FIG. 7. C2-ceramide and SH-BC-893
promote actin polymerization. A,
FL5.12 cells treated with SH-BC-893 (10
�M) or C2-ceramide (50 �M) for 1 h and
then stained for F-actin with Alexa Fluor
488-conjugated phalloidin. B, Same as
in A, except cells pre-treated with vehi-
cle or PP2A inhibitors calyculinA (calyA,
5 nM) or LB-100 (100 �M) for 1.5 h before
SH-BC-893 addition. C, Same as in A,
except cells pre-treated with vehicle or
actin polymerization inhibitor latruncu-
linA (LatA, 1 �M) for 30 min before SH-
BC-893 (2.5 �M) or C2-ceramide (30 �M)
addition. D, FL5.12 cells pre-treated (30
min) with LatA (1 �M) were treated with
SH-BC-893 (2.5 or 5 �M) or C2-ceramide
(30 or 50 �M) for 1 h and surface CD98
quantified by flow cytometry. E, FL5.12
cells pre-treated with LatA (30 min, 1 �M)
were treated with SH-BC-893 (5 �M) for
2 h and imaged by DIC microscopy to
visualize vacuoles. n � 3 in D and n � 30
cells per condition in E. A two-tailed t
test was used to compare SH-BC-893
-treated cells to combination of LatA and
SH-BC-893, *** � p � 0.001.
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stimulator Jasplakinolide did not promote vacuolation on its
own (data not shown). Together, these data suggest that both
C2-ceramide and SH-BC-893 stimulate actin polymeriza-
tion in a PP2A-dependent manner and that actin polymeri-
zation is necessary but not enough to produce cytoplasmic
vacuolation.

Ceramide Inhibits SH-BC-893-induced Vacuolation By In-
activating Akt—The finding that ceramide results in the de-
phosphorylation of more proteins than SH-BC-893 suggested
that, rather than failing to induce vacuolation, ceramide may
dephosphorylate and inactivate proteins necessary for vac-
uolation. In support of this model, co-addition of C2-cera-
mide inhibited cytoplasmic vacuolation by SH-BC-893 in
FL5.12 cells (Fig. 8A). Similar results were obtained in HeLa
cells and murine prostate cancer epithelial cells (supple-
mental Fig. S11A–S11B). As highlighted in supplemental
Fig. S9, multiple Akt substrates were dephosphorylated in
cells treated with C2-ceramide but not SH-BC-893. That the
effect of C2-ceramide was dominant was confirmed in Fig.

8B and supplemental Figs. S11C, S11D by monitoring the
Akt-dependent phosphorylation of PRAS40 at threonine 246
(56). These observations suggested that C2-ceramide may
block vacuolation by inactivating Akt. Consistent with this
model, the allosteric Akt inhibitor MK2206 reduced both Akt
activity and vacuolation in FL5.12 cells treated with SH-BC-
893 (Figs. 8B, 8C); similar results were obtained in HeLa and
mPCE prostate cancer cells (supplemental Figs. S11B,
S11E). The deletion of Rictor, an mTORC2 component nec-
essary for Akt activation (57), also blocked vacuolation in
the presence of SH-BC-893 again suggesting that Akt ac-
tivity is essential for this phenotype (Fig. 8D). Together,
these data suggest that C2-ceramide does not vacuolate
cells because Akt inactivation prevents the manifestation of
this phenotype.

Two Akt substrates that are dephosphorylated in the
presence of C2-ceramide but not SH-BC-893, Pikfyve and
Pik4b, regulate late endocytic trafficking (58, 59). Gsk3b
also localizes to MVBs and lysosomes and may regulate

FIG. 8. Ceramide inhibits vacuola-
tion by reducing Akt activity. A, FL5.12
cells were treated for 3 h with SH-BC-
893 (2.5 �M) and/or C2-ceramide (50 �M)
as indicated and imaged by DIC micros-
copy. B, Western blotting measuring the
phosphorylation of the AKT substrate
PRAS40 (total and phospho-Thr246) in
FL5.12 cells treated for 30 min with SH-
BC-893 (5 �M), C2-ceramide (50 �M),
and/or MK2206 (1 �M) as indicated. C,
FL5.12 cells treated for 3 h with SH-
BC-893 (2.5 �M) and/or AKT inhibitor
MK2206 (1 �M) as indicated and visual-
ized as in (A). D, Rictor WT and KO
murine embryonic fibroblasts (MEFs)
treated for 6 h with vehicle or SH-BC-
893 (5 �M) then visualized by phase con-
trast microscopy. E, FL5.12 cells treated
for 3 h with SH-BC-893 (2.5 �M) or C2-
ceramide (50 �M) and the Gsk3b inhibi-
tor CHIR99021 (10 �M) as indicated; vi-
sualized as in (A). In (A, C, E), � 400 cells
per condition were analyzed from a total
of three independent experiments; using
a two-tailed t test to compare either SH-
BC-893 or C2-ceramide to the vehicle
control (in E) or SH-BC-893 alone to the
combination of SH-BC-893 with C2-cer-
amide (A), MK2206 (C), or CHIR99021
(E), n.s. � not significant, ** � p � 0.01,
or *** � p � 0.001.
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their function (60). Consistent with its phosphorylation by
Akt, GSK3b Ser9 phosphorylation increases with SH-BC-
893 but decreases with C2-ceramide (supplemental Fig.
S9). Because Ser9 phosphorylation inhibits Gsk3b activity
(61), Gsk3b inhibition may contribute to vacuolation. To test
this, SH-BC-893 or C2-ceramide was combined with the
Gsk3b inhibitor CHIR99021 and vacuolation monitored. Al-
though CHIR99021 did not vacuolate on its own or induce
vacuolation in C2-ceramide-treated cells, CHIR99021 en-
hanced vacuolation of FL5.12 cells by SH-BC-893 (Fig. 8E).
This effect was much more dramatic in HeLa cells where
CHIR99021 also sensitized cells to SH-BC-893 induced
death despite its complete lack of toxicity as a single agent
(Supplemental Figs. S11F, S11G). These data suggest that
SH-BC-893, but not C2-ceramide, vacuolates cells because
Akt continues to inhibit Gsk3b.

DISCUSSION

In this study, quantitative phosphoproteomics was used to
identify phosphoproteins that responded differentially to phar-
macological compounds that modulate PP2A activity and to
correlate the PP2A-dependent phenotypes that affect intracel-
lular trafficking and nutrient transporter loss. Time-resolved
phosphoproteome analyses of FL5.12 cells treated with the
PP2A agonist SH-BC-893 or the PP2A inhibitor LB-100 enabled
the identification of putative PP2A substrates and phosphoryl-
ation events specific to each compound. These analyses con-
firmed that SH-BC-893 affected PP2A activity as 
75% of
phosphorylation sites (289 out of 384 sites) were also targeted
by LB-100. A more detailed analysis of the dynamic changes in
protein phosphorylation common to LB-100 and SH-BC-893
revealed that 40% of these profiles displayed the expected
reciprocal response and could represent putative PP2A sub-
strates. A significant proportion of these targets are involved in
the regulation of cell migration and actin cytoskeleton organi-
zation, including previously known PP2A substrates such as
Vim, Pxn, Pak2, and Arhgef2.

Gene ontology analysis of phosphoproteins that were regu-
lated similarily by SH-BC-893 and C2-ceramide suggested that
changes in actin dynamics contribute to the intracellular traf-
ficking defects observed in sphingolipid-treated cells (Fig. 6D)
and led to the discovery that both SH-BC-893 and C2-ceramide
promote PP2A-dependent actin polymerization at the cell cor-
tex and in the cytoplasm (Figs. 7A, 7B). Given that actin poly-
merization plays an important role in sphingolipid-induced nu-
trient transporter internalization in yeast (55), it was surprising
that actin polymerization was not necessary for down-regulation
of nutrient transporter proteins by SH-BC-893 and C2-ceramide
(Figs. 7C, 7D). Moreover, rather than contributing to the shared
phenotype, loss of surface nutrient transporters, actin polymer-
ization was necessary for a phenotype observed uniquely in
SH-BC-893-treated cells, vacuolation (Fig. 7E). As vacuolation
contributes to the anti-neoplastic activity of SH-BC-893 in vitro

and in vivo (5), the molecular mechanism underlying this phe-
notype is of significant interest.

The differential ability of SH-BC-893 and C2-ceramide to
produce vacuolation (Fig. 1C) led us to hypothesize that cell
signaling events responsible for vacuolation would be en-
compassed in phosphosites that varied in opposite manner
in SH-BC-893- and C2-ceramide-treated cells. A basophilic
phosphorylation motif typical of Akt substrates was en-
riched among these differentially regulated dynamic sites;
multiple Akt substrates were dephosphorylated in C2-cera-
mide-, but not SH-BC-893-treated, cells (Fig. 6F and sup-
plemental Fig. S8). It has been widely reported that cera-
mide reduces the phosphorylation and activity of Akt (62). In
contrast, Akt Ser473 phosphorylation was maintained in
SH-BC-893-treated cells not just in this study (Supplemen-
tal Fig. S10A, S10B), but also in vivo in autochthonous
prostate tumors (5). Differential regulation of Akt activity by
SH-BC-893 and C2-ceramide might result if these sphingo-
lipids activate PP2A through distinct mechanisms. Alterna-
tively, as SH-BC-893 is water soluble to �60 mM whereas
C2-ceramide is poorly soluble in aqueous solutions, these
compounds may activate PP2A in different subcellular com-
partments. Membrane-localized C2-ceramide may activate
plasma-membrane localized PP2A more effectively than
SH-BC-893; Akt is activated by kinases found at the plasma
membrane (63). It is also possible that SH-BC-893 and
C2-ceramide differentially regulate the phosphorylation of
the PP2A regulatory subunit B56� (Ppp2r5b) by Clk2
thereby affecting the interaction between Akt and PP2A (64,
65). Regardless of the mechanism underlying differential Akt
activation by these sphingolipids, the reduction in vacuola-
tion when Akt was inhibited by MK2206, Rictor deletion, or
C2-ceramide demonstrate that Akt activity is necessary for
SH-BC-893-induced vacuolation (Figs. 8A–8D and supplemen-
tal Figs. S10A–S10D). In summary, these phosphoproteomics
studies led to the unexpected discovery that C2-ceramide was
dominant over SH-BC-893 in vacuolation assays (Fig. 8A and
supplemental Fig. S10A) and the conclusion that, rather lacking
an activity possessed by SH-BC-893, ceramide fails to vacuo-
late cells because it inactivates Akt.

A detailed mechanistic understanding of how Akt activity
supports vacuolation will require additional studies. How-
ever, the almost 2-fold increase or decrease in the phos-
phorylation of the Akt substrate Gsk3b phosphorylation at
its inhibitory site Ser9 with SH-BC-893 or C2-ceramide,
respectively (supplemental Fig. S8), and the accentuation of
vacuolation by the Gsk3b inhibitor CHIR99021 (Fig. 8E and
supplemental Fig. S10E) suggest that Gsk3b may suppress
vacuolation by positively regulating MVB function. Because
CHIR99021 was not sufficient to induce vacuolation in C2-
ceramide treated cells (Fig. 8E), it is likely that additional Akt
substrates besides Gsk3b contribute to the vacuolation
phenotype. Consistent with published studies showing that
vacuolation contributes to the anti-neoplastic effects of SH-
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BC-893 (5), inhibition of Gsk3b also sensitized cells to SH-
BC-893-induced death (supplemental Fig. S10F). Gsk3b
inhibitors are currently being developed for treatment of
acute myeloid leukemia and breast cancer. Considering
these findings, there may be a strong rationale for combin-
ing Gsk3b inhibitors and SH-BC-893 in cancer treatment. In
conclusion, global, kinetic phosphoproteomic screens us-
ing PP2A-activating sphingolipids helped to elucidate sig-
naling pathways necessary for cellular starvation by sphin-
golipids and highlighted a key role for Akt and Gsk3b
signaling in regulating lysosomal trafficking events.
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