UCSF

UC San Francisco Previously Published Works

Title

SPHK1/sphingosine kinase 1-mediated autophagy differs between neurons and SH-SY5Y
neuroblastoma cells

Permalink

https://escholarship.org/uc/item/7dz5m843

Journal
Autophagy, 12(8)

ISSN
1554-8627

Authors

Manchon, Jose Felix Moruno
Uzor, Ndidi-Ese
Finkbeiner, Steven

Publication Date
2016-08-02

DOI
10.1080/15548627.2016.1183082

Peer reviewed

eScholarship.org Powered by the California Diqital Library

University of California


https://escholarship.org/uc/item/7dz5m843
https://escholarship.org/uc/item/7dz5m843#author
https://escholarship.org
http://www.cdlib.org/

AUTOPHAGY
2016, VOL. 12, NO. 8, 1418-1424
http://dx.doi.org/10.1080/15548627.2016.1183082

Taylor & Francis
Taylor & Francis Group

ADDENDUM

SPHK1/sphingosine kinase 1-mediated autophagy differs between neurons

and SH-SY5Y neuroblastoma cells
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Department of Neurobiology and Anatomy, the University of Texas McGovern Medical School, Houston, TX, USA; "University of Texas Graduate School
of Biomedical Sciences, Houston, TX, USA; “Gladstone Institute of Neurological Disease and the Taube/Koret Center for Neurodegenerative Disease
Research, San Francisco, CA, USA; dDepartments of Neurology and Physiology, University of California, San Francisco, CA, USA

ABSTRACT

Although implicated in neurodegeneration, autophagy has been characterized mostly in yeast and
mammalian non-neuronal cells. In a recent study, we sought to determine if SPHK1 (sphingosine kinase 1),
implicated previously in macroautophagy/autophagy in cancer cells, regulates autophagy in neurons.
SPHK1 synthesizes sphingosine-1-phosphate (S1P), a bioactive lipid involved in cell survival. In our study,
we discovered that, when neuronal autophagy is pharmacologically stimulated, SPHK1 relocalizes to the
endocytic and autophagic organelles. Interestingly, in non-neuronal cells stimulated with growth factors,
SPHK1 translocates to the plasma membrane, where it phosphorylates sphingosine to produce S1P.
Whether SPHK1 also binds to the endocytic and autophagic organelles in non-neuronal cells upon
induction of autophagy has not been demonstrated. Here, we determined if the effect in neurons is
operant in the SH-SY5Y neuroblastoma cell line. In both non-differentiated and differentiated SH-SY5Y
cells, a short incubation of cells in amino acid-free medium stimulated the formation of SPHK1-positive
puncta, as in neurons. We also found that, unlike neurons in which these puncta represent endosomes,
autophagosomes, and amphisomes, in SH-SY5Y cells SPHK1 is bound only to the endosomes. In addition,
a dominant negative form of SPHK1 was very toxic to SH-SY5Y cells, but cultured primary cortical neurons
tolerated it significantly better. These results suggest that autophagy in neurons is regulated by
mechanisms that differ, at least in part, from those in SH-SY5Y cells.
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Autophagy involves an intricate machinery of organelle biogen-
esis, trafficking and fusion. Biogenesis of autophagosomes
begins with an autophagosome precursor,' the phagophore,
which originates from multiple sources, including the endo-
plasmic reticulum (ER).> The autophagosome then fuses with a
lysosome for degradation of the sequestered contents. The
autophagosome can also fuse with early or late endosomes,
forming a hybrid organelle, an amphisome. The amphisome
also fuses with the lysosome for turning over its contents.®
Mechanisms that regulate these fusion events are complex and
not fully understood.

Although autophagy is implicated in neurodegenerative dis-
eases, this process has been mainly studied in yeast, non-neuro-
nal cells, and cell lines. Whether the mechanisms that govern
the induction and regulation of autophagy in neurons are the
same as in other cell types is not understood. Some proteins in
post-mitotic neurons may be missing in dividing immortalized
cells and vice versa. Differences between highly polarized neu-
rons and non-polar cells may be also very important. For exam-
ple, autophagosomes are continuously generated in the distal
axon from the ER in neurons under basal conditions.”® When
autophagy is stimulated, autophagosomes form frequently in
the soma and proximal processes.” Remarkably, autophagy-

deficient fibroblasts, a commonly used model in the autophagy
field, are viable."® Yet, mice deficient in autophagy exhibit mas-
sive neuronal loss in the brain, suggesting that autophagy is
important in neural survival.'' In addition, neurons appear to
be less responsive to classical non-neuronal autophagy
enhancers, such as amino acid starvation.'”> However, with-
drawal of insulin from culture media strongly induces auto-
phagy in neurons.'>'* These observations underscore the
significance of using primary neurons to study autophagy in
neurodegeneration and the importance of the differences in
autophagy between neurons and non-neuronal cells in taking
efforts to target autophagy in neurons therapeutically.

In a recent paper, we investigated if SPHK1/SK1 (sphingosine
kinase 1), which regulates autophagy in a breast cancer cell line,"
does so in primary neurons. SPHK1 generates sphingosine-1-phos-
phate (S1P), which regulates a wide variety of cellular processes,
including cell survival and autophagy.'>"” We discovered that, in
primary neurons, pharmacological stimulation of neuronal
autophagy caused the formation of SPHKI-positive puncta
(Fig. 1), which are positive for endosomal or autophagosomal
markers or both."> The 3 pools of organelles suggest that endo-
somes and autophagosomes fuse in neurons in which autophagy is
induced. A dominant-negative form of SPHKI inhibits
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Figure 1. In primary rat cortical neurons, transfected SPHK1-GFP often exhibits a
punctate appearance (top panel), whereas the distribution of a co-transfected
marker of morphology mCherry (middle panel) is diffuse. Bar: 25 pm.

autophagosome synthesis in neurons, suggesting that SPHK1 plays
arole in the biogenesis of autophagosomes.'”

Upon stimulation of non-neuronal cells with growth factors,
SPHKI1 translocates to the plasma membrane, where it phos-
phorylates sphingosine to produce S1P.'* SPHK1 also associ-
ates with endosomes,*’ phagosomes in macrophages,zo’21 and
endocytic tubules,”” induced by cholesterol extraction. Where
SPHKI1 localizes to in cell lines undergoing autophagy is not
known. First, to investigate that the effect we observe in neu-
rons is operant in non-neuronal cells, we expressed SPHKI-
GFP in non-differentiated and differentiated SH-SY5Y cells,
which have been commonly used in the field of neurodegenera-
tion. Differentiation of SH-SY5Y cells with retinoic acid
decreases proliferation rate and drives the phenotype toward
cholinergic neuron-like cells.”” In most cells, SPHK1-GFP had
a diffuse cytoplasmic distribution (Fig. 2A), consistent with
observations in various cell lines.”* In rare cells, however, we
observed SPHKI1-GFP puncta in the soma or cell processes
(Fig. 2A, B). Cells co-expressing mCherry revealed compara-
tively diffuse distribution of the red signal, thereby excluding
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the possibility that the GFP-positive puncta were the result of
membrane blebbing in dying cells (Fig. 2B).

To determine if autophagy stimulation would affect SPHK1
distribution, we expressed SPHK1-GFP in non-differentiated
and differentiated SH-SY5Y cells and subjected the cells to star-
vation by amino acid withdrawal (Fig. 2C, D, E), which in
many cell types leads to autophagy enhancement and the syn-
thesis of new autophagosomes.25 In live SH-SY5Y cells, a short
incubation of cells in amino acid-free medium stimulated the
formation of SPHK1-GFP-positive puncta (Fig. 2C, D, E).

Since neurons and SH-SY5Y cells formed SPHKI1-GFP
puncta when autophagy was stimulated, we hypothesized that
the puncta might represent endosomes, autophagosomes and
amphisomes, similar to the situation in neurons.'” To test this,
we co-expressed MAP1LC3/LC3 fused to TagRFP (RFP-LC3),
along with SPHK1-GFP in SH-SY5Y cells. Live cells transfected
with RFP-LC3 and SPHK1-GFP were subjected to amino acid
withdrawal (Fig. 3A). As expected, both RFP-LC3 and SPHK1-
GFP formed puncta (Fig. 3A, B, C). We looked at cells by con-
focal microscopy; starved cells were fixed, and the colocaliza-
tion of RFP-LC3 and SPHKI1-GFP was assessed (Fig. 3D). We
found that, unlike neurons in which many SPHK1-GFP and
RFP-LC3 structures colocalize,”” in SH-SY5Y cells SPHKI-
GFP- and RFP-LC3-positive organelles were distinct structures
(Fig. 3E, left panel). However, in some rare cases, we also
observed a docking event between SPHK1-GFP- and RFP-LC3-
positive organelles (Fig. 3E, right panel). To make sure that we
did not detect organelles positive for both SPHK1-GFP and
RFP-LC3 due to the quenching of the GFP signal when
SPHK1-GFP- and RFP-LC3-positive organelles fuse, we used a
SPHK1-TagRFP (TagRFP is pH-insensitive) construct
(SPHK1-RFP). SH-SY5Y cells were transfected with SPHKI1-
RFP and GFP-LC3, starved, and the colocalization of SPHKI1-
RFP and GFP-LC3 was assessed. As expected, SPHK1-RFP did
not localize to autophagic GFP-LC3-positive organelles
(Fig. 3F). We, therefore, conclude that SPHK1 in neurons and
in SH-SY5Y cells undergoing autophagy differentially colocal-
ize with autophagosomal organelles.

Next, we tested whether the SPHK1-positive organelles in
SH-SY5Y cells are LC3-negative endosomes or possibly lyso-
somes. First, we transfected SH-SY5Y cells with SPHK1-GFP
and mCherry-RAB5, a marker of early endosomes, incubated
them in amino acid-free medium to stimulate the formation of
puncta, and then fixed and analyzed with confocal imaging
(Fig. 3G, I). Colocalization analysis revealed that starvation
stimulated the association of SPHKI1-GFP with endosomes
(Fig. 3I). Interestingly, SH-SY5Y cells developed enlarged
SPHKI1- and RABS5-positive endosomes, which were also
observed in SH-SY5Y cells expressing SPHK1-GFP and RFP-
LC3 (Fig. 3A, D). Indeed, RAB5 and lipid-modifying enzymes,
such as phosphatidylinositol 3-kinase, promote homotypic
endosomal fusion events, resulting in enlargement of endoso-
mal vesicles.’**® To confirm that SPHK1 does not associate
with lysosomes, cells were transfected with SPHKI-RFP,
starved, and stained with a green LysoTracker dye. As expected,
SPHK1-RFP-positive puncta and LysoTracker Green-positive
puncta were 2 distinct types of organelles (Fig. 3H, I).

We recently demonstrated that overexpressed SPHKI1
increases autophagic flux in primary cortical neurons.””> We
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Figure 2. Stimulation of autophagy caused the formation of SPHK1-positive puncta in SH-SY5Y cells. (A) Ectopically expressed SPHK1-GFP exhibited a punctate appear-
ance (left panel) in rare SH-SY5Y cells, whereas the distribution of a co-transfected marker of morphology, mCherry (right panel) was diffuse. Bar: 50 um. (B) Percentage
of SH-SY5Y cells with SPHK1-GFP- and mCherry-positive puncta under control conditions. *, P < 0.01 (t-test). (C) Stimulation of autophagy with amino acid withdrawal
promoted the formation of SPHK1-GFP-positive puncta. Live cells transfected with SPHK1-GFP were observed with epifluorescence before (left panel) and after (right
panel) amino acid withdrawal (2 h; HBSS solution). Bar: 50 um. (D) Percentage of differentiated and nondifferentiated SH-SY5Y cells with SPHK1-GFP-positive puncta
before and after amino acid withdrawal (2 h; HBSS solution). *, P < 0.01; ***, P < 0.0001 (t-test). (E) The puncta index was estimated by measuring the standard deviation
of SPHK1-GFP fluorescence intensity in a region corresponding to the cell soma and major processes before and after amino acid withdrawal (2 h; HBSS solution). *, P <

0.01; ***, P < 0.0001 (t-test). a.u., arbitrary units.

also observed more RFP-LC3 puncta in SPHK1-GFP-express-
ing SH-SY5Y cells before starvation, suggesting that SPHK1
upregulated autophagy (Fig. 3A). To confirm that SPHK1
enhances, not inhibits, autophagic flux in SH-SY5Y cells, we
used a photoswitchable automated platform that we recently
developed to monitor the degradation of LC3.'>**** This sys-
tem is based on the fluorescent properties of the Dendra2
protein derived from an octocoral.’® Upon brief irradiation
with short-wave visible light, this fluorescent protein under-
goes an irreversible conformational change (“photoswitch”).
Photoswitching changes the spectral properties of Dendra2
from a protein that absorbs blue light and emits green fluo-
rescence to one that absorbs green light and emits red fluo-
rescence. Photoswitched Dendra-2 maintains these spectral
properties until the cell degrades the protein, destroying its
fluorescence. Three cohorts of SH-SY5Y cells were nucleo-
fected with Dendra2-LC3. The first cohort was co-nucleo-
fected with an empty plasmid. The second cohort was co-
nucleofected with an empty plasmid and starved before the
experiment. The third cohort was co-transfected with non-
tagged SPHKI1. SH-SY5Y cells were then photoswitched, and
the decay of red fluorescence measured (Fig. 4A, B). The

half-life of Dendra2-LC3 in SH-SY5Y cells was significantly
shorter than in neurons.”*** Withdrawal of amino acids,
which we used as a positive control, increased the flux, as
expected (Fig. 4B)."> We discovered that cells that overex-
pressed SPHK1 had enhanced degradation of photoswitched
fluorescence (Fig. 4B). We also attempted to measure the flux
in cells transfected with a dominant negative form of SPHK1
(dnSPHK1); however, dnSPHK1 was toxic, making analyses
toilsome to do.

We recently found that SPHK1 has a direct role at the very
early stages of the autophagic pathway."” In primary neurons,
SPHK1 is necessary for the biogenesis of autophagosomes.
SPHK1 promotes the formation of pre-autophagosomal BECN1/
Beclin 1-positive structures, and dnSPHK1 inhibits synthesis of
autophagosomes. We, therefore, sought to confirm these findings
in non-differentiated and differentiated SH-SY5Y cells. However,
unlike neurons, dnSPHK1-GFP was very toxic to both non-dif-
ferentiated and differentiated SH-SY5Y cells. We attempted sev-
eral times to starve dnSPHKI1-GFP- and RFP-LC3-transfected
SH-SY5Y cells, but even brief starvation (>5 min) led to the
detachment of SH-SY5Y cells from the substrate, making analy-
sis impossible. These observations (e.g., dnSPHK1-GFP is toxic
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Figure 3. SPHK1 colocalizes with endosomes in SH-SY5Y cells. (A) Live SH-SY5Y cells transfected with SPHK1-GFP and RFP-LC3 were observed before (left panel) and after
(right panel) 2 h-incubation in HBSS. Note that even before starvation, some RFP-LC3 autophagosomes were observed, suggesting SPHK1-GFP expression stimulates
autophagy. Bar: 50 um. (B) The puncta index was measured by calculating the standard deviation of SPHK1-GFP fluorescence in a region corresponding to the cell soma
before and after starvation. *, P < 0.01 (t-test). (C) The puncta index was measured by calculating the standard deviation of RFP-LC3 fluorescence in a region correspond-
ing to the cell soma before and after starvation. *, P < 0.01 (t-test). (D) Starved SH-SY5Y cells transfected with SPHK1-GFP and RFP-LC3 were fixed and observed with con-
focal microscopy. Bar: 10 um. (E) The image D is zoomed in to show that no colocalization was observed between SPHK1-GFP- and RFP-LC3-positive organelles (left
panel). A rare example of SPHK1-GFP and RFP-LC3 puncta docking (right panel). Bar: 0.2 ;«m. (F) Differentiated SH-SY5Y cells were transfected with SPHK1-RFP and GFP-
L3, starved (2 h; HBSS solution) and fixed. A neurite observed with confocal microscopy represents no colocalization between SPHK1-RFP and GFP-LC3. Bar: 5 um. (G)
Starved SH-SY5Y cells transfected with SPHK1-GFP and mCherry-RAB5 were fixed and observed by confocal microscopy. Bar: 10 x«m. (H) Live and starved SH-SY5Y cells
transfected with SPHK1-RFP were stained with 400 nM LysoTracker Green and imaged. Bar: 10 um. (I) Colocalization of SPHK1-GFP and RFP-LC3 puncta, SPHK1-RFP and
GFP-LC3, SPHK1-GFP and mCherry-RABS5, or SPHK1-RFP and LysoTracker Green was measured with the Coloc_2 plugin (ImagelJ/Fiji).

to a cancer cell line, and starvation greatly enhances dnSPHK1- We were struck by the fact that dnSPHK1-GFP was so toxic to
GFP’s toxicity) underscore the importance of SPHK1 for the sur-  SH-SY5Y cells. We did not observe such toxicity of the dominant
vival of cancer cells during starvation."” negative form in neurons. We decided to quantitatively analyze
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Figure 4. SPHK1 enhances autophagic flux in SH-SY5Y cells. (A) Photoswitchable marker Dendra2-LC3 for measuring autophagic flux in live cells. Brief irradiation with
short-wavelength visible light caused Dendra2 to undergo an irreversible conformational change and emit red fluorescence that can be tracked until altered molecules
are cleared. Optical pulse-chase of SH-SY5Y cells nucleofected with Dendra2-LC3 allowed measuring the half-life of the autophagy marker in live cells. Note the decay of
red fluorescence. (10x; scale bar: 200 wm). (B) The half-life of Dendra2-LC3 calculated from individual cell Dendra2-LC3 under different conditions. The half-life was
reduced by starvation or by SPHK1 expression. “*, P < 0.01 (ANOVA).
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Figure 5. Survival analysis of neurons expressing a dominant negative form of
SPHK1 in cultured cortical neurons. Primary cortical neurons transfected with mAp-
ple (@ morphology and viability marker) and GFP or with mApple and dnSPHK1-
GFP were tracked with an automated microscope. Some dnSPHK1-GFP-expressing
neurons were stimulated with 10-NCP to induce autophagy. Cumulative risk for
death was calculated with JMP software. 10-NCP increased the risk for death (i.e.,
reduced survival) of neurons expressing dnSPHK1. *, P = 0.01; ***, P < 0.001 (log-
rank test).

the toxicity of dnSPHKI in neurons. We transfected 3 cohorts of
primary cortical neurons: i) with mApple + GFP, ii) mApple +
dnSPHK1-GFP, or iii) with mApple + dnSPHK1-GFP. The first 2
cohorts were treated with a vehicle, and the third was treated with
an autophagy inducer, 10-NCP.>>** Neurons were then imaged
every 24 h with an automated microscope.'>****** Cumulative
hazard plots revealed that neurons expressing dnSPHK1-GFP that
were treated with 10-NCP displayed decreased survival relative to
control neurons (Fig. 5). Although the toxicity indeed increased, a
significant portion of neurons still survived, indicating that
SPHK1-dependent autophagy was less important for neuronal
survival than for cancerous SH-SY5Y cells (Fig. 5).

Our findings demonstrate that SPHK1-mediated autophagy
in cultured cortical neurons differs from that in cancerous SH-
SY5Y neuroblastoma cells. In SH-SY5Y cells, upon induction
of autophagy, SPHK1 preferably interacts with the endocytic
pathway; in neurons, SPHKI1 is associated with endosomes,
autophagosomes, and amphisomes. In cancer cells, SPHKI is
critical for autophagy-dependent survival during starvation; in
neurons, SPHK1 appears to be less significant for cell survival
than in cancer cells, but still, the SPHK1 pathway is important
for the degradation of misfolded proteins.'’> Remarkably, sphk1I
knockout mice are viable, although they exhibit several
immune system abnormalities, and memory problems.”>*® Our
findings are in an agreement with the data that the deletion of
Sphkl significantly attenuates the formation of cancers in
mouse models.””*®* Whether SPHK1-deficient mice are prone
to develop neurodegeneration still remains to be answered.

Materials and methods
Plasmids and chemicals

pGW1-mCherry, pPGW1-SPHK1-GFP, pGW1-dnSPHK1-GEFP,
pGW1-TagRFP-LC3 (RFP-LC3), and pGW1-SPHK1-TagRFP
(SPHK1-RFP) were previously described."> pmCherry-RAB5>
was from Addgene (27679; deposited by Dr. Christien Merri-
field, Medical Research Council Laboratory of Molecular Biol-
ogy, Cambridge, United Kingdom). Phosphate-buffered saline
(PBS; D-1408), retinoic acid (R-2625), glycine (G-8898), and

dimethyl sulfoxide (D-8779) were from Sigma. 10-(4'-(N-dieth-
ylamino)butyl)-2-chlorophenoxazine hydrochloride (10-NCP)
was from EMD Millipore (124020). Triton X-100 was from
Santa Cruz Biotechnology (sc-29112).

Cell line cultures and transfection

SH-SY5Y neuroblastoma cells were maintained in a 1:1 mixture
of Dulbecco’s modified Eagle’s medium (HyClone,
SH30022.01) and Ham’s F12 medium (HyClone, SH30026.01)
supplemented with 10% fetal bovine serum (Sigma, B-9433)
and penicillin-streptomycin (Gibco, 15240-062). Before an
experiment, SH-SY5Y cells were replated into 24-well tissue-
culture plates (10°/well). After 24 h, cells were transfected with
Lipofectamine 2000 (Thermo Fisher Scientific, 12566014),
according to the manufacturer’s protocol, or were nucleofected
with the Neon Transfection System (Thermo Fisher Scientific,
Waltham, MA), according to the manufacturer’s protocol.

Treatments

SH-SY5Y cells were starved in Hank’s balanced salt solution
(HBSS) for 2 h. In some experiments, SH-SY5Y cells were dif-
ferentiated with 10 uM retinoic acid for 5 d in low-serum
medium.

Fluorescence microscopy

Live-cell imaging was performed with a Nikon TE2000E-PFS
microscope (a long-working-distance Nikon CFI S Plan Fluor
20x [NA 0.45] objective, a 300 W Xenon Lambda LS illumina-
tor [Sutter Instruments, Novato, CA]) and the EVOS micros-
copy system (Thermo Fisher Scientific). Fixed cells were
analyzed with a Zeiss LSM510 confocal microscope.

Image analysis

Puncta formation and puncta indexes were analyzed as
described.”"? Briefly, the redistribution of SPHK1-GFP into
punctate structures was reflected by the puncta index, which is
the standard deviation of the intensities measured among pixels
within the cellular region of interest before and after treatment.
Diffuse localization corresponds to a low puncta index, and
punctate localization corresponds to a high puncta index.

The decays of photoswitched and non-photoswitched Den-
dra2 fluorescence were calculated by measuring “red” fluores-
cence intensity over a region of interest (fluorescence of non-
photoswitched “green” molecules served as a guide for drawing
the region of interest). The background-subtracted red intensi-
ties were plotted against time and transformed into log
values.'>**°

Colocalization with lysosomes

Since there is a possibility that SPHK1-GFP does not appar-
ently colocalize with lysosomes due to quenching of the GFP
signal, SPHK1-RFP"? was used to test if SPHK1-TagRFP coloc-
alizes with LysoTracker Green DND-26 (Thermo Fisher Scien-
tific, L-7526). Cells were transfected with pGW1-SPHKI1-



TagRFP and starved in HBSS for 2 h. Neurons were then
treated with 400 nM Lysotracker Green DND-26 for 10 min
and imaged.

Survival analysis

Cortical neurons were transfected with mApple (a morphology
and viability marker; a gift from Dr. Kurt Thorn, University of
California, San Francisco) + GFP or with mApple +
dnSPHKI1-GFP. Some neurons were treated with vehicle
(dimethyl sulfoxide) or with 0.5 uM 10-NCP*" and imaged
every 24 h for 1 wk. An image of the fiducial field with neurons
on the plate was collected at the first time-point and used as a
reference image for tracking the same neurons over time. Each
time the same plate was imaged thereafter, the fiducial image
was aligned with the reference image. Neurons that died during
the imaging interval were assigned a survival time. These event
times were used to obtain the exponential cumulative survival
graphs and analyzed for statistical significance by log-rank test.
Statistical analysis was performed with JMP (SAS Institute,
Cary, NC), 133034

Ethics statement

Rats were maintained in accordance with guidelines and regu-
lations of the University of Texas, Houston (protocol number
#AWC-13-122). All experimental protocols were approved by
the University of Texas, Houston.

Abbreviations

10-NCP 10-(4'-(N-diethylamino)butyl)-2-chlorophenoxa-

zine hydrochloride

dnSPHK1 dominant negative sphingosine kinase 1

ER endoplasmic reticulum

GFP green fluorescent protein

HBSS Hank’s balanced salt solution

LC3 microtubule associated protein 1 light chain 3
PBS phosphate-buffered saline

RFP red fluorescent protein

SPHK1 sphingosine kinase 1
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