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Abstract

PURPOSE—Homocysteine is implicated in ganglion cell death associated with glaucoma. To
understand mechanisms of homocysteine-induced cell death, we analyzed the sensitivity of the
RGC-5 cell line, differentiated using staurosporine, to physiologically-relevant levels of the
excitotoxic amino acid homocysteine.

METHODS—RGC-5 cells were differentiated 24 h using 316 nM staurosporine and tested for
expression of Thy 1.2 via immunodetection, RT-PCR and immunaoblotting. The sensitivity of
staurosporine-differentiated RGC-5 cells to physiological levels of homocysteine (50, 100, 250
KUM) and to high levels of homocysteine (1 mM), glutamate (1 mM) and oxidative stress (25 uM:
10 mU/ml xanthine:xanthine oxidase) was assessed by TUNEL assay and by immunodetection of
cleaved caspase-3. The sensitivity of undifferentiated RGC-5 cells to high (1, 5, and 10 mM)
homocysteine was also examined.

RESULTS—Undifferentiated RGC-5 cells express Thy 1.2 mRNA and protein. Staurosporine-
differentiated RGC-5 cells extend neurite processes and express Thy 1.2 after 24 h differentiation;
they express NF-L after 1 and 3 days differentiation. Treatment of staurosporine-differentiated
RGC-5 cells with 50, 100 or 250uM homocysteine did not alter neurite processes nor induce cell
death (detected by TUNEL and active caspase-3) to a level greater than that observed in non-
homocysteine-treated, staurosporine-differentiated cells. The 1 mM dosage of homocysteine in
staurosporine-differentiated RGC-5 cells also did not induce cell death above control levels,
although 18 h treatment of non-differentiated RGC-5 cells with 5 mM homocysteine decreased
survival by 50%.

CONCLUSIONS—RGC-5 cells differentiated for 24 h with 316 nM staurosporine project robust
neurite processes and are positive for ganglion cell markers consistent with a more neuronal
phenotype than non- staurosporine-differentiated RGC-5 cells. However, concentrations of
homocysteine known to induce ganglion cell death in vivo and in primary ganglion cells are not
sufficient to induce death of RGC-5 cells, even when they are differentiated with staurosporine.
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Introduction

Homocysteine is a non-proteinogenic amino acid that is a homolog of cysteine; it is
produced by demethylation of methionine. When elevated, homocysteine is an independent
risk factor for certain cardiovascular [1,2] and neurodegenerative diseases [3-5].
Hyperhomocysteinemia is implicated in diseases affecting the visual system including
maculopathy, optic atrophy and glaucoma [6—14]. In glaucoma retinal ganglion cells die
[15,16], however the mechanisms by which homocysteine induces this death are not known.
Our laboratory has been investigating homocysteine-induced ganglion cell death using a
variety of experimental tools. Most recently, we examined retinas of a mouse model of
hyperhomocysteinemia in which the gene encoding the enzyme cystathionine-B-synthase is
deficient (cbs mutant mouse) and found that ganglion cell viability is decreased by ~20% in
mice with moderate elevation of homocysteine; even greater neuronal death is observed in
mice with extremely high levels of this amino acid [17].

While extremely informative, analysis of the effects of hyperhomocysteinemia on retina in
an animal model does not permit testing of certain mechanistic questions. Our understanding
of mechanisms of ganglion cell death has been facilitated by the availability of culture
systems including mixed cultures of retinal cells, immortalized ganglion cell lines, and
purified ganglion cells isolated from retinas and maintained as a primary culture [18]. Mixed
cultures allow assessment of the interactions of several retinal cell types, but do not allow
assessment of the function/viability of a single type of cell, whereas primary cell culture has
enhanced our understanding of function and susceptibility to insult of a specific cell (such as
ganglion cells alone). Our laboratory has exploited primary retinal ganglion cell culture in
several studies. Among these, primary ganglion cells have been used to understand the role
of the transporter protein system X~ in response to oxidative stress [19]; to assess the
usefulness of sigma receptor ligands in preventing apoptotic cell death induced by exposure
to excitatory amino acids [20] and to determine the expression of various proteins in this
neuronal cell type [21-23]. Primary cells are robust and live up to 22 days in culture; they
are well-differentiated and develop extensive neuronal processes, demonstrate no
proliferative activity, are positive for known neuronal markers and are sensitive to
excitotoxins. In particular, freshly isolated ganglion cells from postnatal day 2 mice are
sensitive to 50 UM homocysteine resulting in ~50% cell death within 18-24 h exposure [20].

A caveat to the use of primary ganglion cells for research is that they do not proliferate in
culture, which though a clear indicator of their neuronal origin and phenotype can limit large
scale mechanistic studies or analyses of neuroprotective compounds. The field of ganglion
cell research clearly needed a cell line with at least some of the characteristic features of
ganglion cells. In 2001, Krishnamoorthy and colleagues reported the development of the
RGC-5 cell line [24]. The cell line was reportedly derived by transforming postnatal day 1
rat retinal cells with yo E1A virus [24]. Recent re-characterization of the RGC-5 cell line
suggests that it was derived from mouse [25]. When originally described, the RGC-5 cells
expressed Thy-1.2, Brn-3C, neuritin, NMDA-R1 and GABA receptors, which are neuronal
markers characteristic of intact ganglion cells. RGC-5 cells do not express glial fibrillary
acidic protein (GFAP) a marker of glial cells. In early passage, the cells were sensitive to
glutamate (5 mM) and that sensitivity could be increased if the cells were treated with
succinyl concanavalin A (S Con A) [24]. Our laboratory used the S Con A differentiation
protocol and found that the cells were sensitive to 1 mM glutamate resulting in ~50% death
after 18 h incubation [26]. As the RGC-5 cells have undergone numerous passages over the
last several years, the sensitivity to glutamate has diminished markedly, even when cells
were differentiated with S Con A. The survival of the cells in the presence of glutamate has
increased from 35% to 95% over a period of about 6 years. [25, 27-29, our unpublished
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observations]. Van Bergen and co-workers reported that RGC-5 cells no longer express the
ganglion cell marker protein Thy 1.2, whether differentiated using S Con A or not [25].

While the S Con A method for inducing differentiation of RGC-5 cells did not sustain the
desired neuronal phenotype in these cells, interesting experimental manipulations have been
reported by other labs that yield a more ganglion cell-like phenotype. The protein kinase
inhibitor staurosporine (produced by the microorganism Streptomyces staurosporeus) has
been used to induce a more neuronal phenotype in RGC-5 cells [30,31]. When RGC-5 cells
were treated with 316 nM staurosporine, they express neurites; they were reported to
become postmitotic and nonapoptotic, and they altered their kinase phosphorylation
patterns. In addition, they are positive for a number of neuronal markers including Thy 1.2
[30]. Staurosporine-differentiated RGC-5 cells are sensitive to oxidative stress induced by
hydrogen peroxide, ischemia, glucose deprivation and plasminogen activators [32-34].

Our interest in the staurosporine-differentiated RGC-5 cell model, which provided the
impetus for the present study, was to determine whether the staurosporine manipulation
would render the RGC-5 cells sensitive to physiologically relevant levels of homocysteine.
Our earlier studies show that homocysteine can induce death of ganglion cells in vivo at low
(micromolar) concentrations [17, 26,35]. Similar sensitivity to homocysteine has been
reported in primary cell cultures. Indeed, 18 h exposure of primary mouse ganglion cells to
50 uM homocysteine led to 50% cellular apoptosis [20]. The cells are positive for assays of
apoptotic cell death (positive TUNEL reaction, expression of active caspase-3) and they
manifest disrupted neurite outgrowths. In the S Con A-differentiated RGC-5 cells, the level
of homocysteine required to induce significant cell death in RGC-5 cells is in the millimolar
range (1-5 mM) [26]. In the present study, we asked whether the staurosporine-
differentiated RGC-5 cells demonstrated sensitivity similar to the in vivo model and primary
cell culture and hence would be a useful model for mechanistic analysis of homocysteine-
induced death of ganglion cells.

Materials and Methods

Cell culture

The ganglion cell line (RGC-5) [24] was the kind gift of Dr. Neeraj Agarwal (Univ. of North
Texas Health Sciences Center, Ft. Worth, Texas). It was transferred to our laboratory in
2001 at which time the cells were grown to allow many early passage preparations. RGC-5
cells were maintained at 37°C in a humidified chamber of 5% CO». They were cultured in
75 cm? flasks in DMEM:F12, supplemented with 10% FBS, 100 U/ml penicillin, and 100
pg/ml streptomycin. Culture medium was replaced with fresh medium every other day. To
promote differentiation of these cells, they were cultured until 70% confluent and then
incubated with the aforementioned-medium containing 316 nM staurosporine (= 98%
purity; catalog number 380-014, derived from Streptomyces staurosporeus ) from Alexis
Biochemicals (San Diego, CA) for 1 or 3 days. RGC-5 cells were grown to approximately
70% confluence on coverslips in 24 well plates for immunohistochemistry and TUNEL
assay and on 75 cm? flasks for protein isolation for immunoblotting analysis.

Immunodetection of neuronal and non-neuronal markers in differentiated RGC-5 cells

To compare expression of retinal cell markers in staurosporine-differentiated versus non-
differentiated RGC-5 cells, the cells were processed for immunodetection with antibodies
for neuronal markers including Thy 1.2 (BD Biosciences (Catalog Number 553000, San
Jose, CA) and NF-L (Santa Cruz, Santa Cruz, CA). In addition to these known markers for
neurons, the cells were also processed for immunodetection of vimentin (Chemicon,
Temecula, CA), a known marker for Mdiller glial cells. The cells were cultured on
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coverslips, air-dried for 5 min, fixed in 4% paraformaldehyde in PBS for 5 min, washed
thrice for 5 min with PBS, and incubated for 5 min in 0.1% triton X-100. Cells were blocked
with 4% donkey serum plus PowerBlock (BioGenex, San Ramon, CA). Antibody
concentrations used were as follows: Thy1.2 (1:100), NF-L (1:50), and vimentin (1:25)
followed by appropriate secondary antibodies: Alexa Fluor 488 donkey anti-rat (1:1000),
Alexa Fluor 488 donkey anti-goat (1:1000), and Oregon Green 488 goat anti-mouse
(1:1000). Cells were analyzed by epifluorescence using a Zeiss Axioplan—-2 microscope,
equipped with the axiovision program, and an HRM camera.

Immunoblotting of Thy 1.2 and cleaved caspase-3

Western blotting of cleaved caspase-3 (Cell Signaling, Beverly, MA) in treated RGC-5 cells
was performed following our published method [19]. Protein samples isolated from cultured
RGC-5 cells exposed to various treatments were subjected to SDS-PAGE and transferred to
nitrocellulose membranes. Afterwards, these membranes were incubated with a monoclonal
rat anti-Thy 1.2 antibody (1:500) at 37°C for 1 h or a polyclonal rabbit anti-cleaved
caspase-3 antibody (1:500) at 4°C for 72 h, followed by an HRP-conjugated goat anti-mouse
(1:2000) or goat anti-rabbit 1gG antibody (1:3000). Proteins were visualized with the ECL
Western blot detection system. Membranes were reprobed with mouse monoclonal anti-p-
actin antibody (1:5000) as a loading control.

Thy 1.2 gene expression in RGC-5cells

The TRIzol (Invitrogen, Carlsbad, CA) method of RNA extraction was used to collect RNA
from RGC-5 cells. Total RNA was converted to cDNA using the GeneAmp RNA PCR Kit
(Applied Biosystems, Foster City, CA). PCR was performed using the Takara Tag DNA
polymerase kit (Takara Bio USA, Madison, WI). The Thy 1.2 upstream primer 5’-
AATGATGGGGAAAGGGGTAG-3’ (sense) and 5’- GAAGAGGCAGGTTGCAAGAC-3’
(antisense) form a 290-base pair product corresponding to nucleotide positions 1252 and
1522 respectively, in mouse (accession number NM 009382). PCR was performed for 30
cycles with a denaturing phase of 1 min at 94°C, an annealing phase of 1 min at 60°C, and
an extension phase of 1 min at 72°C. The PCR products were electrophoresed on a 2%
agarose gel containing 1:8000 SYBRsafe DNA gel stain, visualized under UV light and
photographed.

Sensitivity of RGC-5 cells to insult (TUNEL Assay and DIC imaging)

To determine the sensitivity of staurosporine-differentiated RGC-5 cells to homocysteine
toxicity, RGC-5 cells (differentiated 24 h with staurosporine and non-differentiated) were
cultured on coverslips in 24-well plates and subsequently exposed to varying concentrations
of homocysteine (50, 100, and 250 puM) (D,L-homocysteine thiolactone, Sigma, St. Louis,
MO) for 18 h (in the presence of staurosporine). Cells were subjected to detection of DNA
strand breaks via terminal dUTP nick end labeling (TUNEL) analysis using the ApopTag kit
from Calbiochem (Temecula, CA) following the manufacturer’s instructions. Cell nuclei
were counterstained with Hoescht 33258 dye (Molecular Probes, Eugene, OR). The
sensitivity of staurosporine-differentiated RGC-5 cells to increased concentrations of
excitotoxic amino acids (1 mM glutamate and 1 mM homocysteine) and to an inducer of
oxidative stress (xanthine sodium salt/xanthine oxidase at 25 pM and 10 mU/ml,
respectively; Sigma, St. Louis, MO) as well as undifferentiated RGC-5 cell sensitivity to
homocysteine (1, 5, and 10 mM) was measured using the TUNEL assay. All treatment
solutions were prepared fresh just before treatment.

Cells were examined by epifluorescence using standard fluorescein excitation and emission
filters and data were captured for image analysis. Each field was examined systematically
using an FITC filter for the presence of green fluorescence, indicative of apoptosis, and data
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were expressed as TUNEL-positive cells per total number of cells in the field. In these
experiments, at least three coverslips were prepared. Per coverslip, images were captured
from at least 5 fields using the Axiovision software system. Data were analyzed by one-way
Analysis of Variance using the NCSS 2007 statistical package. The Tukey-Kramer method
was the post-hoc test of significance. A p value of <0.05 was considered significant.

In additional experiments, cells were subjected to differential interference contrast (DIC)
microscopy using a Nikon eclipse TE300 inverted microscope. The cell bodies and fibers
radiating from them were photographed using a CoolSnap camera.

Differentiated RGC-5 cells are positive for neuronal markers

Immunocytochemistry performed in RGC-5 cells to detect Thy 1.2 revealed a low level
immunopositive reaction for this ganglion cell marker (Fig. 1A) consistent with
immunopositive staining reported by the investigators who developed the cell line [24]. It
appears that the early passage RGC-5 cells that were given to our laboratory in 2001 have
retained a low level expression of this protein. Treatment of the cells for 24 h with
staurosporine led to an apparent increase in Thy 1.2 expression compared with control cells,
which were not treated with staurosporine. The peak level of Thy1.2 was at 24 h (at least by
immunocytochemical methods); levels decreased by 72 h. We examined RGC-5 cells for the
presence of the neuronal marker neurofilament-light (NF-L). The immunostaining was low
in undifferentiated RGC-5 cells, but increased after 1 day of treatment with staurosporine
(Fig. 1A). The data suggest that RGC-5 cells develop a more neuronal phenotype upon
staurosporine treatment that is sustained for at least 3 days. When cells were analyzed for
expression of the glial marker vimentin, neither undifferentiated or differentiated RGC-5
cells stained positively. Taken collectively the data are consistent with a neuronal origin for
the RGC-5 cells.

To confirm the immunocytochemical detection of Thy 1.2 observed in RGC-5 cells, RT-
PCR and western blotting were performed. RGC-5 cells were grown to confluence and RNA
extracted; RT-PCR amplified the expected product size of 290 bp confirming the expression
of Thy 1.2 in undifferentiated RGC-5 cells as well as cells exposed to staurosporine for 24
and 72 h (Fig. 1B). (We also attempted to grow cells for 96 h in staurosporine-treated media,
but the cells did not survive (data not shown)). In companion experiments, RGC-5 cells
were grown to confluence in the presence or absence of staurosporine for 24 or 72 h and
were subjected to immunoblotting using an antibody against Thy 1.2. Immunoblotting
confirmed the immunocytochemistry results showing that Thy 1.2 was expressed in RGC-5
cells (Fig. 1C). Interestingly, while the immunocytochemical studies suggested a transient
increase in Thy1.2 in some cells after 24 h of staurosporine treatment, the immunoblotting
suggested that protein levels were similar at 24 and 72 h of staurosporine, which may reflect
a difference in the sensitivity of the methods and the ability to visualize individual cells in
the immunocytochemical experiments.

Differentiated RGC-5 cells are not susceptible to physiologically relevant doses of
homocysteine

To determine whether staurosporine-differentiation of RGC-5 cells would provide a useful
model for studies of homocysteine-induced toxicity to retinal ganglion cells, RGC-5 cells
were differentiated with 316 nM staurosporine for 24 h and were then exposed to 50, 100,
and 250 uM homocysteine for 18 h. These dosages were selected based on previous work
showing that ~50% of primary cells die upon 18 h exposure to 50 uM D,L-homocysteine
thiolactone [20] and that intravitreal injection of 75-250 uM D,L-homocysteine thiolactone
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in mice induced profound death of cells in the ganglion cell layer within 3 days of the
injection [35]. (Levels of hyperhomocysteinemia determined in plasma are classified as
moderate (1630 pmol/l), intermediate (31-100 pumol/l), and severe (>100 pmol/l) [36]).
When staurosporine-differentiated RGC-5 cells were treated with physiologically relevant
doses of homocysteine there were very few TUNEL-positive cells detected at either 50, 100
or 250 pM dosages (Fig. 2B-D). Indeed the paucity of TUNEL-positive cells in
homocysteine-treated cells was similar to the few TUNEL-positive cells observed in the
untreated staurosporine-differentiated cells (Fig. 2A). These data suggest that staurosporine-
differentiation of RGC-5 cells does not render them more susceptible to physiological doses
of homocysteine.

One of the key features of the staurosporine treatment is that cells develop a more neuronal
phenotype characterized by extension of neurite-like processes [30]. Following treatment
with physiologically relevant dosages of homocysteine in staurosporine-differentiated
RGC-5 cells, we examined cells by differential interference contrast (DIC) microscopy to
determine whether homocysteine affected the neuronal processes. There appeared to be no
difference in the processes at these homocysteine concentrations (Fig. 2E—H). The cell
bodies were also similar in size to the non-homocysteine-treated staurosporine-differentiated
cells.

Staurosporine-differentiation of RGC-5 cells induces cell death independent of excitotoxic
or oxidative insult

To determine whether staurosporine-differentiated RGC-5 cells were sensitive to higher
doses of homocysteine (1 mM) and other toxic insults, RGC-5 cells were differentiated for
24 h in staurosporine and then were exposed for 18 h to excitotoxins (1 mM homocysteine, 1
mM glutamate) or to an inducer of oxidative stress xanthine:xanthine oxidase (25 uM:10
mU/ml). They were subjected to the TUNEL assay to detect fragmented DNA characteristic
of dying cells. There were many more cells in the non-staurosporine-differentiated group
(Fig. 3a—f) compared to cells that were differentiated with staurosporine (Fig. 3g-I). The
number of TUNEL-positive cells was similar regardless whether the cells were
differentiated or not or whether they were insulted with homocysteine, glutamate or X:XO
(or not). This finding suggested that the staurosporine-differentiated cells do not
demonstrate increased sensitivity to elevated levels of homocysteine that would mimic
observations in primary cells [26] or in in vivo studies [17].

Since there were significantly fewer RGC-5 cells in the staurosporine-treated group, we
applied a second measure of cell death, i.e. detection of the pro- versus cleaved forms of
caspase-3. Cells undergoing apoptosis typically have a higher expression of the cleaved
form (M, ~ 17 kDa) while cells that are not undergoing apoptosis express predominantly the
pro-form of caspase 3 (M, ~ 32 kDa). Undifferentiated and staurosporine-differentiated
RGC-5 cells were treated with homocysteine (1 mM), glutamate (1 mM) or
xanthine:xanthine oxidase (25 pM:10 mU/ml) and protein was isolated for detection of the
pro- and cleaved forms of caspase-3. Undifferentiated RGC-5 cells (Fig. 4, lane 1), receiving
no toxic insult, expressed pro-caspase-3 but not the cleaved form of this protein. Treatment
of these non-differentiated cells with homocysteine, glutamate or xanthine:xanthine oxidase
did not increase detection of cleaved caspase-3 (Fig. 4, lanes 3-5). We anticipated that
differentiating the RGC-5 cells with staurosporine in the presence of excitotoxic insult
would increase detection of cleaved caspase-3. We found that the level of cleaved caspase-3
detected in staurosporine-differentiated RGC-5 cells, which received no treatment (Fig. 4,
lane 2), was virtually identical to levels detected in treated cells (Fig. 4, lanes 6-8). Thus, the
staurosporine-differentiation was associated with induction of cell death independent of
toxic insult. Owing to the finding that cleaved caspase-3 is as high in untreated
staurosporine-differentiated RGC-5 cells as in homocysteine-treated staurosporine-
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differentiated cells, the staurosporine-differentiated RGC-5 model does not appear a suitable
model for studies of homocysteine-induced ganglion cell death.

Taken together the data from TUNEL analysis and immunodetection of cleaved caspase-3
suggest that 316 nM staurosporine is sufficient to induce apoptosis and activation of
caspase-3 in RGC-5 cells, but does not render the cells sensitive to homocysteine treatment.

Undifferentiated RGC-5 cells are susceptible to high levels of homocysteine

Since the staurosporine-differentiation of RGC-5 cells did not seem promising as a model
for testing mechanisms of homocysteine-induced ganglion cell death, we examined the
susceptibility of the undifferentiated RGC-5 cells to very high concentrations of
homocysteine. Roybal and colleagues examined the role of homocysteine in increasing
vascular endothelial growth factor (VEGF) in immortalized (undifferentiated) ARPE-19
cells and showed that homocysteine-induced VEGF increase was mediated by ER-stress
[37]. They used concentrations of 10 mM homocysteine for their mechanistic experiments.
To determine whether undifferentiated RGC-5 cells were susceptible to such high
concentrations of homocysteine, cells were treated with 5 and 10 mM homocysteine for 18 h
and subjected to TUNEL analysis and detection of pro- and cleaved-caspase-3. There were
significantly more TUNEL-positive cells in RGC-5 cells treated with 5 mM homocysteine
(49.54% + 6.37) compared to untreated (control) and 1 mM homocysteine-treated cells
(1.89% + 0.88 and 1.84% + 0.96, respectively) and an even higher percentage of TUNEL
positive cells when treated with 10 mM homocysteine (75.09% =+ 4.10, p<0.0001). After 18
h exposure of RGC-5 cells to 5 mM homocysteine there were ~50% fewer cells (20.5 £ 2.24
cells/field) compared to non-treated cells and to cells treated with only 1 mM homocysteine
(42.87 £ 3.41 and 34.27 + 3.70 cells/field, respectively). In the 10 mM homocysteine-treated
cells the number of cells that survived 18 h treatment was only ~25% that of control cells
(9.67 + 0.73 cells/field). The differences in cell numbers in 5 and 10 mM homocysteine-
treated cells was highly significant (p<0.0001). When cells were viewed by differential
interference contrast microscopy (Fig. 5B), there was little difference in cells treated with 1
mM homocysteine compared to control cells. Cells treated with 5 mM homocysteine showed
rounded nuclei consistent with increased cell death. The 10 mM treatment was extremely
toxic to cells and very few remained. In additional experiments, cells were treated with 1, 5
or 10 mM homocysteine and levels of pro- and cleaved caspase-3 determined by
immunoblotting (Fig. 5C). Treatment with 1 mM homocysteine for 18 h caused no change
in the pro- or cleaved forms of caspase-3 when compared to control RGC-5 cells (Fig. 5C,
lane 2). Treatment with 5 mM homocysteine resulted in a detectable increase in levels of
cleaved-caspase-3 compared to untreated control cells (Fig. 5C, lane 3). Treatment with 10
mM homocysteine, which was highly toxic to cells, resulted in a marked decrease in the pro-
form of caspase-3 and pronounced increase in the cleaved form of caspase-3 (Fig 5C, lane
4). The data suggest that undifferentiated RGC-5 cells were sensitive to 5 mM homocysteine
as indicated by two measures of apoptosis.

Discussion

There is considerable interest in understanding mechanisms of ganglion cell death associated
with sight-threatening diseases and in developing strategies to intervene in this cell death.
To that end, the availability of the RGC-5 ganglion cell line [24] was a breakthrough in the
field of retinal ganglion cell research. A drawback of the cell line was its highly proliferative
activity and morphological features that were non-neuronal. These observations led to
experimentation of the cell line that could trigger a more neuronal phenotype. Recent
observations that RGC-5 cell susceptibility to glutamate-induced death has diminished over
the past several years [25, 27-29] raised questions about the usefulness of these cells in
studies of toxicity and neuroprotection. The encouraging reports that staurosporine-
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differentiation induced development of neuronal processes and decreased cell proliferation
in RGC-5 cells [30,31] prompted our study to determine whether staurosporine-
differentiated RGC-5 cells would be useful for the analysis of mechanisms of homocysteine-
induced ganglion cell toxicity. It is critical that cellular models demonstrate features of the
cell type of interest and mimic toxic susceptibility similar to that known to occur in vivo.
Hence, we were particularly interested in determining whether the staurosporine-
differentiated RGC-5 cells were susceptible to physiologically relevant dosages of
homocysteine. We found that staurosporine-differentiation of RGC-5 cells led to transient
increased expression of neuronal and ganglion cell markers and to robust formation of
processes. However, staurosporine-differentiated RGC-5 cells did not exhibit increased
sensitivity to physiologically relevant levels of homocysteine nor to homocysteine in the 1
mM range. Indeed, staurosporine itself induced apoptosis as indicated by marked increase of
cleaved caspase-3, but homocysteine did not increase the cell death.

Regarding the finding that staurosporine-differentiated RGC-5 cells express the ganglion
cell marker Thy 1.2, Frassetto et al [30] were the first to report that the RGC-5 cell line
could be differentiated by treatment with the nonspecific protein kinase inhibitor
staurosporine at a dose of 316 nM for 24 h to induce a more ganglion cell-like phenotype.
They reported increased NMDA receptor and Thy 1.2 expression after treatment with
staurosporine and an induction of neurite extensions [29]. Our studies confirmed this report
and we were able to demonstrate Thy 1.2 expression by immunocytochemistry as well as by
gene and protein expression analysis in staurosporine-differentiated cells. Regarding
undifferentiated RGC-5 cells, Van Bergen et al found that their RGC-5 cell line did not
express Thy 1.2, even after treatment with the differentiating agent S ConA [25].
Interestingly, we were able to detect Thy 1.2, albeit at low levels, in our undifferentiated
RGC-5 cells consistent with the original report by Krishnamoorthy et al [24]. The findings
are intriguing and suggest that progressive sub-culturing of cell lines alters gene expression,
a finding reported by others [38—-39]. For example, continued passage of the LNCaP
prostatic adenocarcinoma cell line has been shown to mimic the transformation of prostatic
cancer from an androgen-dependent to an androgen-independent phenotype [40]. Thus, it is
possible that the varying reports of Thy 1.2 expression in the RGC-5 cells reflect alterations
due to continued sub-culturing of the cell line.

After confirming the neuronal and ganglion cell-like phenotype of staurosporine-
differentiated RGC-5 cells, their susceptibility to homocysteine treatment was determined.
We anticipated that upon staurosporine-differentiation of RGC-5 cells, neuronal processes
would extend and that there would be fewer cells due to decreased proliferation. We further
expected that when cells were treated with homocysteine, neuronal processes would be
altered and more cells would be TUNEL-positive. We observed considerably fewer cells
when RGC-5 cells were differentiated with staurosporine, but the numbers of cells present
under conditions of homocysteine were comparable to non-homocysteine treated cells.
There did not appear to be an alteration or disruption of neuronal processes due to
homocysteine as we had observed with primary ganglion cells treated with homocysteine
[20]. Thus, we concluded that concentrations of homocysteine known to induce ganglion
cell death in vivo and in primary cells did not induce death of the staurosporine-
differentiated cells. Using higher (1 mM) dosages of homocysteine yielded similar results,
i.e. no significant increase in cell death compared to non-treated staurosporine-differentiated
cells. Importantly, the staurosporine treatment induced expression of cleaved caspase-3,
which has been reported in other cellular systems [41,42]. When characterizing the ability of
staurosporine to differentiate RGC-5 cells, Frassetto et al indicated that a low dose of
staurosporine (1 pM) failed to induce apoptosis after 24 h as determined by assessment of
nuclear condensation using Hoescht 33258 staining [29]. Our data demonstrate that 316 nM
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staurosporine induces cell death after 36 h exposure (24 h differentiation plus 18 h
treatment).

Very recently, investigators have manipulated the experimental conditions for culturing
differentiated RGC-5 cells by shortening the treatment with staurosporine to only an hour
and have shown sensitivity to serum deprivation and exogenous glutamate [43]. Others have
imposed experimental conditions rendering the RGC-5 cells useful for studies testing
neuroprotective agents. Chen et al reported that taurine prevented hypoxia-induced apoptosis
in RGC-5 cells by preventing mitochondrial dysfunction [44]. Harper et al differentiated
RGC-5 cells using 1 UM staurosporine for one hour to promote neurite outgrowth, returned
the cells to non-staurosporine media and found that glutamate as well as hydrogen peroxide
could induce cell death, which was attenuated by brain-derived neurotrophic factor [43].
Kanamori and coworkers found that tafluprost protected RGC-5 cell death induced by serum
deprivation and exogenous glutamate [45]. Thus, it is possible that the experimental
paradigm for staurosporine-differentiation of RGC-5 cells reported in the present study and
that of Frassetto [30], may not be optimal for testing homocysteine-induced neuronal cell
death as we had hoped, however alternative experimental manipulations may prove very
useful for this purpose. Taken collectively, the data underscore a critical point in using
model cellular systems to simulate in vivo conditions: manipulations, which induce
phenotypic changes and even gene changes, do not necessarily reflect functional changes
within cells. Future studies will investigate this in detail particularly analyzing susceptibility
various ganglion cell model systems to physiologically relevant concentrations of
homocysteine.
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Figure 1. Detection of Thy1.2 and other neuronal markers in undifferentiated RGC-5 cells,
RGC-5 cells differentiated with staurosporine for 24 and 96 h

(A) Three retinal cell markers were examined by immunostaining: Thy 1.2, a ganglion cell
marker; neurofilament-light (NF-L), a neuronal cell marker; and vimentin, a retinal glial cell
marker. Bright whitish fluorescence indicates positive immunodetection of the primary
antibody; light gray fluorescence indicates Hoescht 33258 staining of cell nuclei. Scale bar
denotes 25 um. (B) cDNA was isolated from RGC-5 cells cultured in the absence or
presence of staurosporine for 24 or 72 h and subjected to RT-PCR using primers specific for
mouse Thy 1.2 (290 bp), GAPDH was the internal control (130 bp). “Mkr” = DNA marker.
(C) RGC-5 cells were grown to confluence, cultured in the absence or presence of
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staurosporine for 24 or 72 h, protein isolated, and subjected to immunoblotting using an
antibody against Thy 1.2 (30 kD).
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Figure 2. TUNEL and differential interference contrast (DIC) microscopic analyses of
staurosporine-differentiated RGC-5 cells treated with physiological doses of homocysteine

Cells were differentiated for 24 h with staurosporine and subjected to no treatment (A,E) or
treated with 50 uM homocysteine (B,F), 100 uM homocysteine (C,G), or 250 uM
homocysteine (D,H) for 18 h. TUNEL positive cells in panels A-D (arrows) are indicated by
bright white (green when in color) fluorescence; Hoescht 33258 staining (blue fluorescence)
allows visualization of all cell nuclei. In DIC imaging (E-H), the staurosporine-treated cells
demonstrate neurite-like processes, which were not altered by the 50, 100 and 250 pm
dosages of homocysteine. Scale bar A-D = 50 um, E-H =25 pm).
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Figure 3. TUNEL analysis of undifferentiated RGC-5 cells and staurosporine-differentiated
RGC-5 cells treated with high doses of homocysteine, and excitotoxic and oxidative stress

Cells remained undifferentiated or were differentiated with staurosporine for 24 h and
subsequently treated with 1 mM homocysteine, 1 mM glutamate, or 25 uM xanthine:10 muU/
ml xanthine oxidase for 18 h. TUNEL positive cells (arrows) are indicated by green
fluorescence; Hoescht 33258 staining (blue fluorescence) allows visualization of all cell
nuclei. Scale bar denotes 50 um. The labels at the top of the figure: “+ or — staurosporine”
indicates whether the cells were (or were not) differentiated with staurosporine; and the “+
or — stress” refers to whether or not the cells were exposed to the excitotoxic insult
(homocysteine, glutamate) or oxidative insult (X:XO).
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Figure 4. Immunodetection of cleaved caspase-3 in undifferentiated and staurosporine-
differentiated RGC-5 cells treated with homocysteine, glutamate or X:XO for 18 h

Protein was isolated from cells and subjected to SDS-PAGE, transferred to a nitrocellulose
membrane, and probed with an antibody against cleaved caspase-3. B-actin served as the
loading control. B-actin: M, ~ 45 kDa, pro-form caspase-3: M, ~ 32 kDa, cleaved form
caspase-3: M, ~ 17 kDa. Lanes: (1) RGC-5 cells, no staurosporine differentiation; (2)
RGC-5 cells + staurosporine, (3) RGC-5 cells + 1 mM homocysteine, (4) RGC-5 cells + 1
mM glutamate, (5) RGC-5 cells + 25 pM xanthine:10 mU/ml xanthine oxidase (6) RGC-5
cells + staurosporine + 1 mM homocysteine, (7) RGC-5 cells + staurosporine + 1 mM
glutamate, (8) RGC-5 cells + staurosporine + 25 pM xanthine:10 mU/ml xanthine oxidase.
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Figure 5. TUNEL analysis and immunodetection of cleaved caspase-3 in undifferentiated RGC-5
cells treated with various doses of homocysteine for 18 h

(A) RGC-5 cells were seeded onto coverslips and processed for TUNEL analysis with either
no treatment, or treatment with 1 mM homocysteine, 5 mM homocysteine, and 10 mM
homocysteine. TUNEL positive cells (arrows) are indicated by bright white (green when in
color) fluorescence; Hoescht 33258 staining (light gray (blue when in color) fluorescence)
allows visualization of all cell nuclei. Scale bar denotes 25 um. (B) DIC images of cells
treated as described in panel A. (C) Protein isolated from cells were subjected to SDS-
PAGE, transferred to a nitrocellulose membrane, and probed with an antibody against
cleaved caspase-3. B-actin served as the loading control. Lanes: (1) RGC-5 cells, no
treatment; (2) RGC-5 cells + 1 mM homocysteine; (3) RGC-5 cells + 5 mM homocysteine;
(4) RGC-5 cells + 10 mM homocysteine. -actin: M, ~ 45 kDa, pro-form caspase-3: M, ~ 32
kDa, cleaved form caspase-3: M, ~ 17 kDa.
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