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Abstract

Toll-like receptor 4 (TLR4) is expressed on a number of cells including neurons in the brain.
However, it has yet to be determined if TLR4 is expressed on photoreceptor cells in the retina. In
this report, we examined primary photoreceptor cells and an established photoreceptor cell line
(661W). We found that functional TLR4 is constitutively expressed on photoreceptor cells, and
can be activated by LPS. We conclude that TLR4 on photoreceptor cells could directly contribute
to retinal inflammatory diseases and photoreceptor cell survival.
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Introduction

Activation of Toll-like receptor 4 (TLR4) by either the exogenous ligand LPS (1), a major
cell wall component of gram-negative bacteria, or endogenous ligands such as HSP70 (2)
and high mobility group protein 1 (HMGB1) (3) stimulates the production of chemotactic
and pro-inflammatory cytokines and regulates cell survival (4). TLR4 expression has been
well characterized in macrophages, monocytes, and dendritic cells; however, this receptor is
also expressed on a wide spectrum of cells including epithelial cells and endothelial cells. In
the retina, TLR4 has been detected on retinal pigmented epithelial cells (RPEs) and the
RPE-expressed TLR4 appears to be involved in the management of photoreceptor outer
segments (5). However, expression of TLR4 on photoreceptor cells in the retina has not
been established.
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Materials and Methods

The Photoreceptor cell line and reagents

The photoreceptor cell line 661W was established and maintained in DMEM with
supplements as described before (6). The murine 1L-6 ELISA kit were purchased from
eBioscience (San Diego, CA), and the murine chemokine CXCL1 ELISA kit was ordered
from R&D Systems (Minneapolis, MN). Purified LPS was from Sigma (St. Louis, MO). The
TLR4 antagonist Eritoran tetrasodium or placebo was obtained from Eisai Research Institute
(Andover, MA) (7) and reconstituted in endotoxin-free water (Sigma, MO).

Laser microdissection of murine photoreceptor cells

Eyes were enucleated from 8-10 week old C57BL/6 mice and 10 micron cryosections were
prepared in an RNase-free environment onto PEN (polyethylene-naphthalene) membrane
glass slides. These slides were then loaded onto the Arcturus Veritas Laser Capture
Microdissection System (Molecular Devices, Sunnyvale, CA) to capture the photoreceptor
cell layer. Images of the sections were taken before and after microdissection.

RT-PCR detection of TLR4 transcripts in photoreceptor cells

Total RNA was extracted from laser microdissected photoreceptors or cultured 661W cells
by Trizol (Invitrogen, CA). After reverse transcription with random hexamers using a first
strand cDNA synthesis kit (Invitrogen, CA), the TLR4 transcripts were detected by PCR
with primers specific for different TLR4 exons: 5'-
CAAGAACATAGATCTGAGCTTCAACCC-3' and 5'-
GCTGTCCAATAGGGAAGCTTTCTAGAG-3'. Amplification conditions were as follows:
94°C 30", 58°C 30” and 72°C 60" for 40 cycles on a PTC-200 thermocycler (MJ Research,
MA).

Flow cytometry detection of TLR4 protein on primary photoreceptor cells

Detection of TLR4 protein on primary photoreceptor cells was performed as previously
described (8). In brief, suspensions of primary retinal cells from 2 to 5 mice were pooled and
incubated for 10 min with immunoglobulin constant fragment (Fc)-receptor blocking
antibody anti-CD16/CD32, clone 2.4G2 (BD Biosciences, CA). After blocking, the cells
were stained with APC-conjugated anti-mouse TLR4 or control mAb (eBiosciences, CA).
Thereafter, cells were permeabilized and incubated with anti-rhodopsin mAb (clone 1D4)
followed by FITC-conjugated anti-mouse 1gG Ab (eBiosciences, CA) or appropriate isotype
controls, and analyzed using a LSR Il flow cytometer (Becton Dickinson, CA).

LPS treatments and IL-6, CXCL1 measurements

1x10% 661W cells were cultured in 200 pl of complete DMEM with supplements in each
well of a 48-well plate with different concentrations of LPS (0, 20 and 200 ng/ml). The
culture supernatants were collected after 12, 24 and 48 hrs, and levels of IL-6 and CXCL1
were determined by ELISA. In some experiments, cells were pre-incubated with TLR4
antagonist Eritoran tetrasodium (E5564) (7) or placebos prior to stimulation with LPS.

Effect of TLR4 activation on oxidative stress - induced photoreceptor cell death

5x104 661W cells were cultured in 200 pl of complete DMEM with supplements in each
well of 96-well plates with and without 50 ng/ml LPS. After 24 hr, different concentrations
(0-0.09 mM) of SNP were added to induce apoptosis. The number of surviving cells after 48
hr was assessed by adding 10% v/v of AlarmaBlue, incubating for 3 hr at 37°C, and
measuring the fluorescence with excitation at 530 nm and emission at 590 nm.
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Statistics

All experiments were repeated at least twice. Results were compared using the Student’s t
test. A p value <0.05 was considered significant.

Results

Primary photoreceptor cells constitutively express TLR4

To examine whether TLR4 is constitutively expressed on photoreceptor cells, we dissected
out the region of the outer nuclear layer by laser microdissection, and isolated RNA. We
only collected the outer nuclear layers of the photoreceptor cells (Fig. 1A,B) to minimize
possible contamination of other cells. After the isolation of total RNA from the collected
primary photoreceptors, we amplified TLR4 transcripts by PCR. These assays showed that
TLR4 transcripts are detectable by RT-PCR in primary photoreceptor cells (Fig. 1C).

To examine if TLR4 protein is expressed on primary photoreceptors, we prepared single
retinal cell suspension by collagenase and DNase | digestion using a protocol that we
recently described (8), stained cells with anti-TLR4 and anti-rhodopsin mAbs, and analyzed
TLR4 expression by flow cytometry. As shown in Fig. 1D, rhodopsin positive cells express
TLR4, indicating that TLR4 protein is present on primary photoreceptor cells.

Photoreceptor cell line 661W constitutively express TLR4

We next employed a well-established photoreceptor cell line 661W (6) to study the function
of TLR4 on photoreceptor cells. To determine whether 661W cells express TLR4 as the
primary photoreceptor cells, we analyzed the cells by RT-PCR and flow cytometry to detect
TLRA4 transcripts and proteins. Fig. 2 shows that 661W cells constitutively express TLR4
mRNA and protein.

LPS treatment stimulates IL-6 and CXCL1 production from photoreceptor cells

After verifying that 661W cells express TLR4 like primary photoreceptor cells, we next
stimulated 661W cells with different concentrations of LPS, and collected culture
supernatants at different time points to measure IL-6 and CXCL1 levels by ELISA. As
shown in Fig. 3A&B, LPS stimulated IL-6 and CXCL1 production from 661W cells in a
time (200 ng/ml LPS) and dose-dependent manner. As a second approach to examining
whether LPS-induced IL-6 production from photoreceptors cells is mediated through TLR4,
661W cells were stimulated with LPS in the presence of TLR4 antagonist eritoran
tetrasodium (7). Figure 3B shows that the TLR4 antagonist (E5564), but not vehicle control
(placebo) inhibited LPS induced IL-6 production. Together, these findings demonstrate
functional activity of TLR4 on this photoreceptor cell line.

LPS- stimulated photoreceptor cells are protected from oxidative-stress induced cell death

In light of previous reports that IL-6 inhibits apoptosis of brain neurons (9,10) and
photoreceptor cells (11,12), we next examined the role of LPS stimulated I1L-6 in
photoreceptor cell viability. We induced cell death by adding the nitrous oxide (NO) donor
sodium nitroprusside (SNP) in the presence or absence of LPS, and evaluated cell viability
in 48 hrs by Alamar Blue. Consistent with previous reports, SNP induces photoreceptor cell
death in a dose-dependent manner (13) (Fig. 4A); however, in the presence of LPS, viability
of 661W cells was increased from 58% (at 0.05 mM SNP) to 140% (at 0.09 mM SNP) (Fig.
4A, p<0.05). Repeated experiments in the presence of 0.05 mM SNP, with and without 50
ng/ml LPS found that IL-6 levels were significantly augmented with LPS stimulation (Fig.
4B) in the presence of SNP. Moreover, neutralizing I1L-6 abolished the protective effects of
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LPS on SNP-induced cell death (Fig. 4C). These data indicate that TLR4 has a protective
effect in SNP induced oxidative damage of photoreceptor cells, which is mediated by IL-6.
Discussion

In this study, we found that primary photoreceptor cells, as well as the photoreceptor cell
line 661W, express TLR4 at both the MRNA and the protein levels. TLR4 appears to be
functional, as stimulating the photoreceptor cells line with LPS induced IL-6 and CXCL1
production in a dose- and time-dependent manner. Furthermore, although we did not directly
measure expression of the TLR4 co-receptor MD-2, we demonstrated that blocking TLR4
function using the TLR4/MD-2 antagonist eritoran tetrasodium significantly inhibited LPS-
induced IL-6 production. In addition, LPS stimulation partially protected the photoreceptor
cells from oxidative-stress induced cell death.

The conventional role of TLR4 on immune cells is to serve as the first defense against
invading pathogens. Stimulation of TLR4 by pathogens not only activates the innate
immunity to eliminate infection, but also facilitates later adoptive immunity against
pathogens at least in part by promoting the maturation of dendritic cells (14). Recent studies
indicated that TLR4 is also present on some brain neurons and may be involved in brain
diseases and development [reviewed in (15)]. Our results that photoreceptor cells express
functional TLR4 suggest that TLR4 expression is not restricted to neurons in the brain. The
results that photoreceptor cells produce 1L-6 and CXCL1 after LPS stimulation suggest that
photoreceptor cells could be another local source of inflammatory cytokines/chemokines
during retinal infections, which could directly contribute to the pathogenesis of many retinal
infectious diseases such as infectious posterior uveitis.

Recent studies have demonstrated that IL-6 plays a critical role in protecting neurons from
oxidative damage (9,10). Our results that LPS stimulation significantly upregulated 1L-6
production from photoreceptor cells and protected them from oxidative stress induced
damage are consistent with these reports. To the best of our knowledge, this is the first
report that shows the presence of functional TLR4 on photoreceptors. These new findings
may be able to provide insight into developing novel reagents in promoting photoreceptor
survival in age-related macular degeneration (AMD), in which oxidative stress induced
photoreceptor degeneration has been implicated in the pathogenesis(16).
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Figure 1.

Primary photoreceptor cells express TLR4. A: A representative picture of mouse retinal
cryosection before laser microdissection. B: The same retinal cryosection after laser
microdissection, showing the outer nuclear layers (ONL) were dissected (arrows). C:
Amplification of TLR4 transcript by RT-PCR in RNA isolated from dissected ONL (280
bp). M: 100 bp DNA ladder; Cd, control using non-reverse-transcripted dissected tissue
RNA as PCR template; TLR4d, TLR4 amplification using reverse-transcribed dissected
tissue RNA as PCR template; Cr, control using non-reverse-transcribed RAW 264.7 cell
RNA as PCR template, TLR4r, positive control using reverse-transcribed RAW 264.7 cell
RNA as PCR template. D: Detection of TLR4 protein on primary photoreceptors. Mouse
retinal cells were prepared and stained for both rhodopsin and TLR4. Cells were analyzed by
flow cytometry. Rhodopsin® events represent outer segments while Rhodopsin'®" events
likely represent photoreceptor cells with outer segments sheared off in which only inner
segments remain (8). Horizontal and vertical lines represent gates obtained with isotype
control antibodies.
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Figure 2.

The photoreceptor cell line 661W expresses TLR4 as primary photoreceptor cells. A.
Amplification of TLR4 transcript (280 bp) by RT-PCR from RNA RAW 624.7 and 661W
RNAs. Non-reverse transcripted RNAs were used as negative control (RAW C and 661W
C). B: Detection of TLR4 protein on 661W cells by flow cytometry. Thin line, isotype
control, thick line, anti-TLR4 mADb staining.
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Figure 3.

LPS induces IL-6 (A) and CXCL1(B) production from photoreceptor cells. Supernatants
collected from 661W cells incubated with 0, 20 and 200 ng/ml LPS at 12, 24 and 48 hr, and
IL-6 or CXCL1 levels were assessed by ELISA, respectively. C. TLR4 antagonist inhibited
LPS-stimulated IL-6 production from 661W cells. 661W cells were incubated with 50 ng/ml
LPS together with 0, 20 and 200 ng/ml TLR4 antagonist E5564 or placebo. Supernatants
were collected at 12, 24 and 48 hr, and IL-6 levels were assessed by ELISA. (mean £ SD,
representative results of three independent experiments. * p<0.05 compared to non-LPS
treated group)
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Figure 4.

LPS stimulation protects photoreceptor cells from oxidative stress-induced damage by
inducing IL-6 secretion. A. 661W cells were incubated with 0, 0.03, 0.05, 0.07 and 0.09 mM
SNP with or without 50 ng/ml LPS. In 48 hr, cell survival was assessed by AlarmarBlue
assays. (* p<0.05 compared to groups without LPS treatment). B. IL-6 concentration was
assessed in the presence of 0.05 mM SNP with and without 50 ng/ml LPS. C. LPS
protection effects were diminished after IL-6 was neutralized using 200 ng/ml of anti mouse
IL-6 mAb (mean £ SD, representative results of three independent experiments. * p<0.05)
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