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Abstract

Reactive oxygen species (ROS) generated during inflammation are believed to play critical roles in
various ocular diseases. However, the underlying mechanisms remain poorly understood. We
investigated if pro-inflammatory cytokines, tumor necrosis factor (TNF)-a, interleukin-1p (IL-1B),
and interferon-y (IFN-y), induce ROS in human retinal pigment epithelial (RPE) cells. TNF-a,
IL-1p and IFN-y increased both intracellular and extracellular ROS production in a time- and dose-
dependent manner. Thenoyltrifluoroacetone (TTFA), an inhibitor of mitochondrial respiratory chain,
blocked TNF-a- and IFN-y-, but not IL-1B-induced ROS, whereas other two mitochondrial
respiratory chain inhibitors, rotenone and antimycin A, had no effect. NADPH oxidase inhibitor
(diphenylene iodinium) abolished the ROS production induced by IL-1 or IFN-y, but not by TNF-
a, whereas 6-aminonicotinamide (6AN), an inhibitor of the hexose monophosphate shunt (HMS),
had no significant effects on the ROS induced by all three cytokines. ROS scavengers,
pyrrolidinedithiocarbamate (PDTC) and N-acetyl-cysteine (NAC), reduced the levels of ROS
induced by TNF-a, IL-1f and IFN-y (P < 0.05). Collectively, these results demonstrate that TNF-
a, IL-1pB and IFN-y increase mitochondrial- and NADPH oxidase-generated ROS in human RPE
cells.
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1. Introduction

Reactive oxygen species (ROS) are ubiquitous, highly reactive, diffusible molecules, including
superoxide anions, hydrogen peroxide, hydroxyl radical, and nitric oxide (Fridovich, 1997).
Cells generate ROS intracellularly and may release them extracellularly (Karlsson and
Dahlgren, 2002; Kopprasch et al., 2003). While intracellular ROS serve mainly for host defense
against infectious agents, redox-sensitive signal transduction, and other cellular processes, the
extracellular release of ROS may damage surrounding tissues, potentially promoting
inflammatory processes (Duval et al., 2003; Kopprasch et al., 2003). ROS are involved in aging
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and many diseases such as atherosclerosis, angiogenesis, cancer, diabetes mellitus,
neurological degeneration, and tumor invasion (Harris and Shi, 2003; Wu, 2004). ROS also
promote oxidative damage in eye disorders including age-related macular degeneration
(AMD), cataracts, and uveitis (Rao, 1990; Winkler et al., 1999; Beatty et al., 2000; Cai et al.,
2000; Truscott, 2000).

The retinal pigment epithelium (RPE) separates the neural retina from its blood supply in the
choroid. In this strategic position, the RPE helps maintain an appropriate environment for
photoreceptor function by transporting fluid, ions, and metabolites into and out of the space
surrounding the photoreceptor outer segments. The RPE is an important factor in the
development of AMD; central vision decreases when RPE cells cease to function properly,
causing photoreceptor degeneration or damage in the macula, the portion of the retina used for
central vision (Green et al., 1985; Young et al., 1987; Hageman et al, 2001; Penfold et al,
2001). Several studies have indicated that RPE cells are capable of producing ROS under
certain conditions (Dorey et al., 1989; Miceli et al., 1994; Tate et al., 1995a; Wu and Rao,
1999; Yoshida et al., 2003; Kannan et al., 2004; Kindzelskii et al., 2004). RPE cells may
therefore be an important source of ROS in the eye. Indeed, focused light (Dorey et al.,
1990), high oxygen tension in the macula (Alder and Cringle, 1985), and photoreceptor outer
segment phagocytosis and degradation (Tate et al., 1995b; Higgins et al., 2003) all promote
RPE oxidative stress (Tso, 1987; Gottsch et al, 1990; Cai et al, 1999; Wassell et al., 1999;
Higgins et al., 2003 Kindzelskii et al., 2004). Godley et al. (2005) showed that ROS levels were
strikingly higher in macular RPE compared to peripheral RPE. Usually, RPE oxidative stress
is reduced by endogenous RPE antioxidants and antioxidant enzymes, such as superoxide
dismutase (SOD), catalase and glutathione peroxidase (GPX) (Newsome et al., 1990; Tate et
al., 1993, 1995a; Edge et al, 1997; Fukuzawa et al., 1998; Jarrett et al., 2006). With aging,
however, these RPE defenses decrease (Tate et al., 1993; Liles et al, 1991; Samiec et al,
1998), permitting ROS to ultimately overwhelm RPE cell defenses, leading to apoptotic
damage (Ballinger et al., 1999).

AMD is a degenerative eye disease, common in people over 65 years of age, in which low-
grade inflammation is now recognized to play a role. The inflammatory response in AMD
lesions is characterized by an infiltration of the blood-retina barrier including RPE layer, by
macrophages and lymphocytes (Seregard et al., 1994; Reddy et al., 1995; Penfold et al.,
2001; Grossniklaus et al., 2002). In AMD, reactive, migrating or proliferating RPE cells are
found adjacent to newly formed vessels in the subretinal space of wet AMD lesions (Miller et
al., 1986; Sakamoto et al., 1995). Activation of RPE, inflammatory and endothelial cells may
result in the release of a plethora of inflammatory mediators that individually or in concert may
induce pathological changes in the retina. Pro-inflammatory cytokines such as tumor necrosis
factor (TNF)- a, interleukin-1p (IL-1p), and interferon-y (IFN-y) may be among the primary
components responsible for the inflammatory response observed in the AMD, as TNF-o, and
IL-1p are secreted by macrophages and vescular endothelial cells while IFN-y is secreted by
lymphocytes (Oh et al., 1999). Furthermore, TNF-a, IL-1f, and IFN-y are linked with pro-
inflammatory RPE cell functions (Elner et al., 1990, 1991, 1992, 1997; Hollborn et al.,
2001).

TNF-a, IL-1B, and IFN-yare polypeptides that exert pleiotropic actions on multiple cell
functions regulating gene expression, host defense reactions, and the immune response. TNF-
a increases mitochondrial ROS production in tumor cells, endothelial cells, and hepatocytes
(Schulze-Osthoff, 1993; Corda et al., 2001). IL-1p stimulates ROS production in various cell
types (Mendes et al., 2003; Brigelius-Flohe et al., 2004; Hwang et al., 2004; Kaur et al.,
2004). IFN-y induces an immediate and marked augmentation of intracellular ROS in
transformed lymphoblast cell lines (HSC536/N and PD149L) (Pearl-Yafe et al., 2003, 2004).
IFN-y also induces ROS and endoplasmic reticulum stress during IFN-y-induced apoptosis of

Exp Eye Res. Author manuscript; available in PMC 2008 October 1.



1duasnuey Joyiny vVd-HIN 1duasnue Joyiny vd-HIN

1duasnuey Joyiny vd-HIN

Yang etal.

Page 3

hepatocytes (Watanabe et al., 2003). However, the abilities of TNF-a, IL-1p, or IFN-y to
stimulate ROS production in RPE cells have not yet been reported.

In this study, therefore, we assessed: 1) whether human RPE cells produce ROS when
stimulated by pro-inflammatory cytokines, TNF-a, IL-1pB, or IFN-y ; and 2) if so, the cellular
source of ROS production induced by these cytokines.

2. Materials and Methods
2.1. Materials

Recombinant human TNF-o, IL-1p, and IFN-y were purchased from R&D Systems, Inc.
(Minneapolis, MN) and PeproTech, Inc. (Rocky Hill, NJ). MitoTracker Red CMXRos and 5-
(and 6)-chloromethyl-2',7'-dichlorodihydrofluorescence diacetate, acetyl ester (CM-
H,DCFDA) were purchased from Molecular Probes (Eugene, OR). Poly-D-lysine coated 96-
well plates and Hoechst 33342 were purchased from Sigma-Aldrich (St. Louis, MO). All other
reagents were purchased from Sigma-Aldrich or Gibco BRL Life Technologies (Gaithersburg,
MD).

2.2. Human RPE Cell Culture

Human RPE cells were isolated from donor eyes by enzymatic digestion as previously
described by Elner et al. (1991). In brief, the sensory retina was separated gently from the RPE
monolayer, and the RPE cells were removed from Bruch’s membrane using one hour
incubation with papain (Sigma-Aldrich). Isolated RPE cells were grown into Falcon Primaria
flasks (Becton-Dickinson Inc., Lincoln Park, NJ) in Dulbecco’s modified essential medium
(DMEM)/F12 (Sigma-Aldrich) containing 10% fetal bovine serum (Sigma-Aldrich), penicillin
G (100 U mlI™L; Sigma-Aldrich), streptomycin sulfate (100 pg ml~1; Sigma-Aldrich), and
amphotericin B (0.25 ug ml™1; Gibco BRL Life Technologies) at 37 °C in a humidified
incubator under 5% CO,. In all experiments, simultaneous, parallel assays were performed on
second to sixth passaged RPE cells seeded at the same time and density from the same parent
cultures. All experiments were repeated at least three times on different RPE cell lines.

2.3. Measurement of Reactive Oxygen Species Production by RPE Cells

ROS production was assessed both intracellularly and extracellularly.

2.3.1. Intracellular ROS Production—Intracellular ROS production by human RPE cells
in response to TNF-o, IL-1p, or IFN-y treatment was measured by a cell-based fluorometric
assay based on deacetylation and oxidation of non-fluorescent reduced CM-H,DCFDA
(Molecular Probes) into fluorescent CM-DCF. The reliability and specificity of the probe have
been established in various cells including cultured human RPE cells (Deshpande et al, 2000;
Nishikawa et al., 2000; Touyz et al., 2001; Yamagishi et al., 2001; Higgins et al., 2003; Li et
al., 2003; Fukami et al., 2004; Hermann et al., 2004; Hwang et al., 2004; Kannan et al.,
2004; Shanker et al., 2004; Kim et al., 2005).

RPE cells were seeded into 96-well plates pre-coated with poly-D-lysine (Sigma-Aldrich) and
cultured for 1 day or 7days. RPE cells in 96-well plates were washed with Hanks’ balanced
salt solution (HBSS), containing Ca?* and Mg2*, without phenol red. Subsequently, the
medium was replaced with HBSS containing 5 uM CM-H,DCFDA and incubated for 1 hr at
37 °C in the dark. Plates were then washed, and pre-incubated for 30 min with or without
different inhibitors [mitochondrial respiratory chain inhibitors: rotenone (2.5 uM),
thenoyltrifluoroacetone (TTFA; 10 uM), and antimycin A (100 ng/ml); NADPH oxidase
inhibitor: diphenylene iodinium (DPI; 5 uM), hexose monophosphate shunt (HMS) inhibitor:
6-aminonicotinamide (6AN; 2 uM); or ROS scavengers: pyrrolidinedithiocarbamate (PDTC;
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50 uM) or N-acetyl-cysteine (NAC; 1 mM)], followed by stimulation with TNF-a (20 ng/ml),
IL-1B (0.02 ng/ml), or IFN-y (2 units/ml) in the presence and absence of the same inhibitor
used during pre-incubation. Fluorescence was measured over a period of 60 min with a
FlexStation fluorescence plate reader (Molecular Devices, Sunnyvale, CA). Excitation and
emission wavelengths were set to 495 nm and 528 nm, respectively, with a cutoff of 515 nm.

2.3.2. Extracellular Release of Hydrogen Peroxide—Human RPE cells were cultured
to near confluence in 35 mm diameter tissue culture wells and stimulated with TNF-a. (0-50
ng/ml), IL-1B (0-40 ng/ml), IFN-y (0—20 units/ml) or left unstimulated. Following incubation
at 37°C for 0-60 min, hydrogen peroxide (H»05) levels in the RPE media were measured using
a fluorometric assay based on the H,0,-dependent oxidation of homovanillic acid (Till et al.,
1987, 1991).

2.4. Fluorescence Microscopy

The RPE cells were grown on coverslips, stimulated with TNFa, IFN-y or left unstimulated.
After treatment, RPE cells were simultaneously incubated with 5 pM CM-H,DCFDA which
detects ROS production (green) and 300 nM mitochondria-specific dye, MitoTracker Red
CMXRos for 1 hr at 37 °C in the dark, washed, and then stained Hoechst 33342 for 10 min at
room temperature. The coverslips were then placed on glass slides and cells were observed
using fluorescent microscope and images were collected as described previously (Yang et al.,
2003). Non-fluorescent reduced CM-H,DCFDA was deacetylated and then oxidized by ROS
into green fluorescent CM-DCF within the cells. MitoTracker Red CMXRos stains
mitochondria red and Hoechst 33342 stains the cell nuclei of healthy cells faintly blue and
those of the apoptotic cells bluish-white. A yellow color of merged images indicates that
accumulated ROS (green) are colocalized in the mitochondria (red).

2.5. Viability Assay

RPE cells were stimulated with TNF-a. (20 ng/ml), IL-1p (0.02 ng/ml), or IFN-y (2 units/ml)
in the presence or in the absence of different inhibitors, as described above, for 60 min. Cells
were washed with PBS and dissociated with 0.05% trypsin/0.5 mM EDTA. Cell viability was
determined with a trypan blue exclusion assay. Live cells that excluded 0.2% trypan blue dye
were counted with an improved Neubauer hemocytometer (American Optical Corp., Buffalo,
NY).

2.6. Statistical Analysis

3. Results

Data are expressed as means * standard error (SEM) and evaluated by Student’s unpaired t test
or one-way analysis of variance (ANOVA) followed by a Student—-Newman-Keul’s post hoc
test. P < 0.05 is considered statistically significant.

3.1. RPE ROS Production Is Induced by TNF-a, IL-1p or IFN-y

ROS play an important role in the pathogenesis of various forms of inflammatory ocular injury.
Cells generate ROS intracellularly and may release them extracellularly (Karlsson and
Dahlgren, 2002; Kopprasch et al., 2003). Therefore, we examined both intracellular and
extracellular ROS production in response to cytokines (TNF-a, IL-18 and IFN-y) in cultured
human RPE cells.

AsshowninFig. 1A, TNF-a-induced RPE intracellular ROS levels in a dose-dependent manner
with maximal stimulation was achieved at 20 ng/ml (P < 0.05). RPE intracellular ROS
production induced by TNF-a was also time-dependent, being significantly higher than that of
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control by 30 min, with continued increases to 60 min (P < 0.05; Fig. 1B). Maximal TNF-a-
induced extracellular ROS production was also observed at 20 ng/ml (P < 0.01; Fig. 1C). RPE
ROS release induced by TNF-a was also time-dependent, peaking after 40 min of stimulation
(P <0.001; Fig. 1D). As the intracellular accumulation of ROS in endothelial cells peaked at
2-3 hrs after TNF-a treatment (Corda et al., 2001), we tested whether longer treatment would
be associated with more ROS accumulation in the RPE cells. By comparing ROS accumulation
in the RPE cells stimulated by TNF-a. at 0, 1, 2, 4, and 24 hr, we found that, unlike endothelial
cells, there were no further increases in the intracellular ROS accumulation in RPE cells in
response to TNF-a at 2, 4, or 24 hr, compared to the ROS accumulation at 1 hr. Compared to
unstimulated RPE cells, TNF-a again significantly increased the intracellular ROS
accumulation in the RPE cells at 1hr. We also compared TNF-a induced ROS accumulation
in the RPE cells 1 day and 7 days after plating, and found that there was no significant difference
between the two groups. Please note that there were no significant changes in the control values
(without cytokine) between 0 and 60 min. The released H,O, in unstimulated control cells
from three experiments were 2.25 + 0.07 nanomoles H,O5 per million cells at 0 min, and 2.29
* 0.14 nanomoles H,O, per million cells at 60 min. The baseline intracellular ROS (H,05,)
concentrations in the RPE cells were estimated to be around 75 nanomoles mI~1, comparable
to the baseline intracellular ROS concentration (52 nanomoles ml~1) in bovine aortic
endothelial cells (Nishikawa et al., 2000). Like TNF-a, IL-1p increased both intracellular and
extracellular ROS production in time- and dose-dependent manners with significant
differences compared to unstimulated cells. IL-1B-induced intracellular ROS production
peaked at lower concentration (0.02 ng/ml) and sooner (5 min) (Fig. 2A, 2B). RPE H,05 release
also continued to increase with IL-1p higher concentrations (20-50 ng/ml) and maximal
extracellular H,O, levels were attained by 30 min (Fig. 2C, 2D). In a similar manner, IFN-y
induced both intracellular and extracellular ROS production in time- and dose-dependent
manners (Fig. 3A, 3B). The maximal induction of intracellular ROS was achieved by a
relatively low concentration of 2 units/ml (Fig. 3A). At this concentration of IFN-y, the
maximal induction of intracellular and extracellular RPE ROS occurs by 5 min (Fig. 3B, 3D).

Compared to unstimulated cells, TNF-a, IL-1p, or IFN-y, resulted in higher extracellular ROS
accumulation than intracellular ROS production (Figs 1-3; also see Figs 4-6). TNF-o increased
intracellular and extracellular ROS by 11.2% — 48.4% (Fig. 1A, 1B) and 142% — 680% (Fig.
1C, 1D), respectively. IL-1p induced ROS by 18.7% — 37.7% intracellularly (Fig. 2A, 2B) and
285% — 422% extracellularly (Fig. 2C, 2D). IFN-y stimulation resulted in 13.0% — 39.6%
increases in intracellular ROS (Fig. 3A, 3B) and 69.0% — 70.5% increases in extracellular ROS
(Fig. 3C, 3D). Thus, our results suggest that the RPE cells have the ability to prevent the
accumulation of high concentrations of ROS in the cells by converting ROS to H,0, and
releasing it into the extracellular environment.

Of note, the concentration of IL-1p (0.02 ng/ml) capable of inducing maximal intracellular
RPE ROS levels is below the concentration (20 ng/ml) that maximally induces extracellular
ROS; it is also lower than the concentrations found to maximally induced intracellular ROS
in other cell types (Hwang et al, 2004), suggesting the potential importance of ROS in IL-1p-
mediated signal transduction in the RPE.

3.2. TNF-a- or IFN-y-, but not IL-1B-Induced ROS Is Produced within the Mitochondrial
Electron Transport Chain

As all three cytokines induced ROS production, we next examined the source of ROS
accumulation within RPE cells. Mitochondria have been identified as a major source of TNF-
a-induced ROS production in other cell types (Schulze-Osthoff et al, 1993; Corda S et al.,
2001). To determine whether mitochondria are the source of TNF-a-induced ROS generation
in RPE cells, we used the mitochondrial complex inhibitors, rotenone, thenoyltrifluoroacetone
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(TTFA), and antimycin A, that block mitochondrial electron transport at various sites that may
be associated with ROS production, while monitoring the formation of ROS in human RPE
cells. In the presence of ROS, especially H,O,, nonfluorescent reduced DCF is oxidized to
fluorescent DCF (Cai et al, 2000; Higgins et al, 2003).

As seen in Fig. 4A, TTFA (10 uM), an inhibitor of complex 11, resulted in 43.0 £ 5.2% (n=4)
decrease in TNF-a-induced-DCF fluorescence, compared to RPE cells exposed to TNF-a.alone
(P < 0.05), while rotenone (an inhibitor of complex I; 2.5 puM) and antimycin A (an inhibitor
of complex I11;100 ng/ml) had no significant effect (P > 0.05). Since TTFA inhibited less than
half of the RPE intracellular ROS induced by TNF-a, we conclude that only a portion of the

TNF-a-induced intracellular ROS occurs in mitochondria.

To evaluate whether mitochondria were also involved in the production of ROS induced by
two other inflammatory mediators, IL-1p and IFN-y, we used the same mitochondrial
respiration chain inhibitors. The level of stimulated ROS production in presence of rotenone,
TTFA, or antimycin A was not significantly different from IL-1p alone (Fig. 4A). This would
suggest that the intracellular signaling pathway of IL-1p is different from that of TNF-a and
not mediated through mitochondrial transport. IFN-y-induced RPE intracellular ROS
production, however, was almost completely blocked TTFA (10 uM) (Fig. 4A; P < 0.00001),
while rotenone and antimycin A had no significant effect on IFN-y-induced intracellular ROS,
indicating that selective mitochondrial secretion of ROS via the action of succinate
dehydrogenase is required for its action.

To confirm the mitochondrial source of ROS production after TNFa or IFN-y stimulation, we
performed triple-labeling experiments using CM-H,DCFDA to detect ROS, MitoTracker Red
CMXRos to stain mitochondria and Hoechst 33342 to stain cell nuclei. Figure 4B shows
fluorescence images of human RPE cells triple labeled with the three dyes. Unstimulated
control cells showed baseline levels of ROS. Treatment with TNF-o or IFN-y increased the
intracellular accumulation of ROS that were found to localize in part in mitochondria as
demonstrated by a yellow color of the merged images. These results further confirmed that the
portion of ROS was produced within the mitochondria of TNF-a- or IFN-y-stimulated RPE
cells.

3.3. IL-1B- or IFN-y-, but not TNF-a-Induced ROS Production Is Abolished by NADPH Oxidase

Inhibitor

To evaluate whether DPI, which inhibits NADPH oxidase, the enzyme directly responsible for
ROS generation, would inhibit TNF-a, IL-1B or IFN-y induction of ROS, we pre-treated RPE
cells with 5 uM DPI or vehicle for 30 min, followed by stimulation with each cytokine in the
presence and absence of DPI. As shown in Fig. 5, the data indicate that DPI abolished IL-1p-
or IFN-y-, but not TNF-a-induced RPE ROS that was measured after 1 hr of cytokine
stimulation.

Previous studies have associated ROS production by leukocytes is associated with activation
of the hexose monophosphate shunt (HMS) (Chanock et al., 1994). To test whether cytokine-
induced ROS production involves HMS activation, human RPE cells were stimulated with
TNF-a, IL-1f or IFN-vy in the presence of 2 uM 6-aminonicotinamide, an inhibitor of the HMS.
However, 6-aminonicotinamide had no effect on TNF-a, IL-1B or IFN-y-induced ROS
production (data not shown).

3.4. TNF-a-, IL-1B- or IFN-y-Induced ROS Production Is Abolished by ROS Scavenger

ROS levels in other cell types have been shown to be decreased by ROS scavengers,
pyrrolidinedithiocarbamate (PDTC) and N-acetyl-cysteine (NAC) (Hwang et al., 2004). We
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evaluated whether ROS scavengers can modulate TNF-a-, IL-1p- or IFN-y-induced ROS. As
expected, PDTC (50 uM) and NAC (1 mM) each reduced levels of ROS stimulation by TNF-
a-, IL-1B- or IFN-y-ROS to baseline levels in RPE cells (Fig. 6) without affecting cell viability
at the concentrations used (data not shown).

4. Discussion

This study demonstrates that TNF-a, IL-1p and IFN-y induce ROS production by human RPE
cells in comparison to unstimulated RPE cells. TNF-a increases mitochondrial ROS production
in RPE cells; IL-1p induces ROS production via NADPH oxidase; and IFN-y induces ROS
through both mitochondrial ROS and ROS via NADPH oxidase. Furthermore, ROS induced
by each cytokine are readily abolished by two ROS scavengers, NAC and PDTC.

Although cytokine-induced intracellular ROS levels are low in RPE, trace levels of ROS, such
as superoxide or H,0,, may act to mediate signaling in various signal transduction cascades
(Duranteau etal., 1998; Duval et al., 2003; Kopprasch et al., 2003). Indeed, ROS are implicated
as participants in many intracellular signaling pathways, including activation of stress- and
mitogen-activated protein kinases and the nuclear transcription factors c-Jun and NF-xB in
other cell types (Guyton et al, 1996; Laderoute et al, 1997; Flohe et al, 1997; Lander, 1997,
Hwang et al., 2004; Pearl-Yafe et al., 2004). RPE cells were less susceptible to death induced
by H,0, or paraquat, and had greater CuZnSOD, catalase and GPX enzymatic activity,
compared to other cell types (Jarrett et al., 2006; Lu et al., 2006). Therefore, low levels of
intracellular ROS induced by the three cytokines may be due to the good endogenous
antioxidant defense system in the RPE.

Our results show that TNF-a-induced ROS are generated by mitochondria and are not abolished
by the NADPH oxidase inhibitor DPI. These results for TNF-a were consistent with previous
studies in endothelial cells (Corda et al. 2001). At the concentration of TNF-a (20 ng/ml) used
for present study, there was no evidence of RPE cytotoxicity, as evaluated by trypan blue
exclusion assays. This is consistent with observations by us and others who reported that human
RPE cells are resistant to TNF-a-induced cell death at 6, 12, 24, 48 and 72 hr (Elner et al.,
1990, 1991; Yang et al., 2004). Although the increase in fluorescence induced by TNF-a
required more than 30 min to reach maximal stimulation (Fig. 1), the time required to induce
ROS in RPE cells was shorter than that reported for endothelial cells (Corda et al., 2001) and
tumor cells (Goosens et al., 1995) where ROS production required at least 1 hr of exposure to
TNF-a. The time required for IL-1p- and IFN-y-induced intracellular and extracellular RPE
ROS production was less than for TNF-a. The involvement of the mitochondrial electron
transport in TNF-a-induced ROS production has been demonstrated in several other cell types
(Schulze-Osthoff et al., 1992, 1993; Goosens et al., 1995; Corda et al., 2001). In hepatocytes
and endothelial cells, two sites of the respiratory chain, complex | and complex I11, were
responsible for TNF-a-induced ROS (Corda et al., 2001). However, our study indicates that
mitochondrial complex Il is responsible for TNF-a-induced ROS production in the RPE cells.
The reason for this could be cell type-specific differences. Interestingly, mitochondrial
complex Il is involved in hyperglycaemia-induced and leptin-induced intracellular ROS in
cultured bovine aortic endothelial cells (Nishikawa et al., 2000; Yamagishi et al., 2001). In the
present study, as TTFA only partially blocked TNF-a-induced intracellular ROS production,
it is likely that additional sources contribute to intracellular ROS production induced by TNF-
Q.

ROS are formed by several different mechanisms like unavoidable byproducts of cellular
respiration. ROS are also synthesized by NADPH oxidase in phagocytic cells such as
neutrophils and macrophages. RPE cells possess NADPH oxidase (Miceli et al., 1994) and
phagocytic function.
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Cells normally have a variety of defenses against the harmful effects of ROS and activate a
diverse array of protective mechanisms in response to various stimuli-induced ROS. The
defense system in the RPE includes enzymatic antioxidants, nonenzymatic antioxidants and
oxidative repair mechanisms. Protection against superoxide anion is provided by SOD which
catalyzes the dismutation of superoxide anion to H,O,. SOD has three isoforms: SOD1
(CuznSOD) is localized in the cytoplasm; SOD2 (MnSOD) is localized in mitochondria
(Newsome et al., 1990; Lu et al, 2006); and SOD3 (extracellular SOD) is secreted into the
extracellular space (Lu et al, 2006). Catalase and GPX remove H,0, formed after the SOD-
catalyzed dismutation reaction (Miceli et al., 1994; Lu et al, 2006; Tate et al., 2006).

One of the important functions of the RPE cell is the phagocytosis and degradation of
photoreceptor outer segments. Phagocytosis of latex beads stimulates extracellular superoxide
anion production in porcine RPE cells in the first 15 min and declined thereafter (Dorey et al.,
1989). Phagocytosis of latex beads also stimulates extracellular HoO, production twofold in
human RPE cells (Tate et al., 1995b). Phagocytosis of photoreceptor outer segments increased
extracellular H,O, production ninefold (Tate et al., 1995b). The cytokine-induced
accumulation of both intracellular and extracellular HoO5 in our system suggests that H,O5 is
generated within cells and released extracellularly. However, it is also possible that cytokines
induce superoxide anion production through mitochondria or activate NADPH oxidase
producing superoxide anions. The induced superoxide anions would be quickly dismutated to
H,0, by SOD1 and SOD?2 inside the RPE cells or released into extracellular environment. The
released superoxide anions might be quickly dismutated to H,O, by SOD3.

It is well known that IL-1p upregulates IL-8 expression in various cells including RPE cells
(Elner et al., 1990; Baggiolini et al., 1994; Bian et al., 2001, 2004; Jung et al., 2002; Hwang
et al., 2004). In this study we provide the first evidence that IL-1p induces RPE production of
ROS intracellularly and extracellularly. It is likely that intracellular generation of H,O5 is
important to signaling mediating the induction of IL-8 expression in RPE cells (Elner et al.,
1990; Bian et al., 2001, 2004) as NAC has been shown to prevent the IL-1p-induced ROS
production and IL-8 expression in other cell types.

To our knowledge, the mechanisms that mediate ROS generation after membrane receptor
binding of TNF-a, IL-1f or IFN-y are not yet characterized in RPE cells. In hepatocytes
(Garcia-Ruiz et al., 1997; Fernandez-Checa et al., 1997) and RPE cells (Kannan et al., 2004),
ceramide has been shown to cause an increase in ROS generation in mitochondria. In Jurkat
T lymphocytes, binding of TNF-a to its receptor causes rapid activation of an acidic
sphingomyelinase (ASMase), followed by sphingomyelin hydrolysis and ceramide production
within 3 min (Schutze etal., 1991). Furthermore, Corda et al. (2001) showed that mitochondrial
ROS generation induced by TNF-a may be inhibited by the ASMase inhibitor, desipramine
and by the ceramide-activated protein kinase (CAPK) inhibitor, dimethylaminopurine
(DMAP). Protein secretion of TNF-a, IL-B, or IFN-y has not been demonstrated in RPE cells
in vitro (Jaffe et al, 1992; Yoshida et al., 2001). However, descriptive studies of AMD lesions
confirm the presence of macrophages expressing TNF-a and IL-1p (Oh et al, 1999), both of
which we have shown to be potent inducers of RPE IL-8 and MCP-I (Elner et al, 1991, 1997;
Bian et al., 2004). We have also found that TNF-a and IL-1p cause phosphorylation of Akt
and its downstream targets, glycogen synthase kinase (GSK) and forkhead transcription factor
(FKHR) (Bian et al., 2004). Recently, others have shown that exogenous H,O, results in Akt
phosphorylation in human RPE cells (Yang et al., 2006). Taken together, these results lead to
the speculation that binding of TNF-a or IL-1p (even IFN-y) in RPE cells activates ROS
generation, participating in the phosphorylation of Akt and its downstream targets (GSK and
FKHR), which lead to IL-8 and MCP-I gene transcription.
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Since RPE cells in vivo likely encounter a complex and varying mix of cytokines, we will
investigate whether the three cytokines and other cytokines have additive and/or synergistic
effects on ROS production in the RPE. Further in vivo studies using animal model or freshly
isolated human RPE cells are required to characterize the mechanisms by which ROS are
generated, released and regulated.

In conclusion, the results of this study provide the first evidence that TNF-a, IL-1p and IFN-
v induce ROS production in RPE cells. The TNF-a-induced ROS are produced in mitochondria,
IL-1B-induced ROS are produced via NADPH oxidase, and IFN-y-induced ROS are generated
by both mechanisms. These findings may help to elucidate the possible roles of ROS in the
RPE responses to cytokines in AMD.
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Figure 1. Dose and time course of ROS production induced by TNF-a in human RPE cells

(A) Dose dependent induction of RPE intracellular ROS production by TNF-a. Cells were
incubated with the indicated concentrations of TNF-a for 60 min, and intracellular ROS levels
were determined by oxidative conversion of nonfluorescent reduced DCF to fluorescent DCF.
(B) Time course of TNF-a-induced intracellular ROS production. RPE cells were incubated
with 20 ng/ml TNF-a for 0-60 min, and intracellular ROS levels were determined by DCF
fluorescence. (C) Dose response of TNF-a-induced extracellular ROS production. RPE cells
were incubated with the indicated concentrations of TNF-a for 60 min, and H,O, released by
RPE cells was detected by oxidation of homovanillic acid into its fluorescent dimer. (D) Time
course of TNF-a-induced extracellular ROS production. RPE cells were incubated with 20 ng/
ml TNF-a for 0-60 min, and H,O, released by RPE was detected by monitoring formation of
the fluorescent homovanillic acid dimer. The released H,O, in unstimulated control cells from
three experiments were 2.25 + 0.07 nanomoles H,O, per million cells at 0 min, and 2.29 +
0.14 nanomoles H,0, per million cells at 60 min. The baseline intracellular ROS (H»05)
concentrations in the RPE cells were estimated to be around 75 nanomoles mI™L. *P < 0.05;
**P < 0.01; ***P < 0.001; ****P < 0.0001, compared to unstimulated cells.
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Figure 2. Dose and time course of ROS production induced by IL-1p in human RPE cells

(A) Dose response of IL-1p-induced intracellular ROS production. RPE cells were incubated
with the indicated concentrations of IL-1f3 for 60 min, and intracellular ROS levels were
determined by DCF fluorescence. (B) Time course of IL-1p-induced intracellular ROS
production. RPE cells were incubated with 0.02 ng/ml IL-1p for 0-60 min, and intracellular
ROS levels were determined by detecting DCF fluorescence. (C) Dose response of IL-1p-
induced extracellular ROS production. RPE cells were incubated with the indicated
concentrations of IL-1p for 60 min, and H,0, released by RPE was detected by measuring
oxidized homovanillic dimer. (D) Time course of IL-1B-induced extracellular ROS production.
RPE cells were incubated with 20 ng/ml IL-1f for 0-60 min, and H,O, released by RPE was
detected by monitoring of fluorescent homovanillic acid dimer. *P < 0.05; **P < 0.01; ***P
< 0.001; ****P < 0.0001, compared with unstimulated cells.
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Figure 3. Dose and time course of ROS production induced by IFN-y in human RPE cells

(A) Dose response of RPE intracellular ROS production due to IFN-y stimulation. Cells were
incubated with the indicated concentrations of IFN-y for 60 min, and intracellular ROS levels
were determined by measuring oxidized fluorescent DCF. (B) Time course of IFN-y-induced
intracellular ROS production. RPE cells were incubated with 2 units/ml IFN-y for 0-60 min,
and intracellular ROS levels were determined by monitoring fluorescent DCF. (C) Dose
response of IFN-y-induced extracellular ROS production. RPE cells were incubated with the
indicated concentrations of IFN-y for 60 min, and H,O, released by RPE was detected by
oxidation of homovanillic acid into its fluorescent dimer. (D) Time course of IFN-y-induced
extracellular ROS production. RPE cells were incubated with 2 units/ml IFN-y for 0-60 min,
and H,05, released by RPE was detected monitoring oxidized homovanillic acid dimes. *P <
0.05; **P < 0.01; ***P < 0.001, compared with unstimulated cells.
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Figure 4. Effects of mitochondrial electron transport inhibitors on intracellular ROS production
by RPE cells

(A) Effects of the mitochondrial electron transport inhibitors (2.5 uM rotenone; 10 uM TTFA,;
100 ng/ml antimycin A) on TNF-a-, IL-1p-or IFN-y-induced intracellular ROS by RPE cells.
RPE cells were preincubated with or without either rotenone, TTFA or antimycin A for 30 min
and then treated with or without cytokine. After 60 min, ROS were quantitated. Data are
presented as mean = SEM. *P < 0.001; **P < 0.00001, compared to unstimulated cells. #P <
0.05, compared to TNF-o-stimulated cells; #P < 0.00001, compared to IFN-y-stimulated cells.
(B) Localization of TNF-a- or IFN-y-induced ROS in the mitochondria of human RPE cells.
Human RPE cells were triple labeled with CM-H,DCFDA to detect ROS (green), MitoTracker
Red CMXRos to stain mitochondria (red), and Hoechst 33342 to stain cell nuclei (blue). A
yellow color of merged images of ROS (green), mitochondrial (red), and cell nuclear (blue)
fluorescence indicates that accumulated ROS (green) are colocalized in the mitochondria (red).
Scale bar, 10 pm.
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Figure 5. Effects of NADPH oxidase inhibitor on intracellular ROS production by RPE cells
RPE cells were preincubated with or without 5 M DPI for 30 min, and then treated with or
without 20 ng/ml TNF-a, 0.02 ng/ml IL-18 or 2 units/ml IFN-y. After 60 min, ROS were
quantitated. Data are presented as mean £ SEM. *P < 0.05; **P < 0.01; ***P < 0.0001,
compared with unstimulated cells. #P < 0.01, compared to IFN-y-stimulated cells; #P <
0.00001, compared to IL-1pB-stimulated cells.
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Figure 6. Effects of ROS scavengers on intracellular ROS production by RPE cells

Effect of ROS scavengers, N-acetyl-cysteine (NAC; 1mM) and pyrrolidinedithiocarbamate
(PDTC; 50 uM) on TNF-a-, IL-1p- or IFN-y-induced intracellular ROS production. RPE cells
were preincubated with or without either NAC or PDTC for 30 min and then treated with or
without TNF-a, IL-1p or IFN-y. After 60 min, ROS were quantitated. Data are presented as
mean = SEM.

*P < 0.05, compared with unstimulated cells. #P < 0.05, compared with IFN-y-stimulated
cells; #P < 0.01, ##P < 0.001, compared with TNF-a- or IL-1p-stimulated cells.
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