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Abstract: Cytokine release from non-inflammatory cells is a key step in innate immunity, and agonists
triggering cytokine release are central in coordinating responses. P2X7 receptor (P2X7R) stimulation by
extracellular ATP is best known to active the NLRP3 inflammasome and release IL-1β, but stimulation
also leads to release of other cytokines. As cytokine signaling by retinal pigmented epithelial (RPE)
cells is implicated in retinal neurodegeneration, the role of P2X7R in release of cytokine IL-6 from
RPE cells was investigated. P2X7R stimulation triggered IL-6 release from primary mouse RPE,
human iPS-RPE and human ARPE-19 cells. IL-6 release was polarized, with predominant rise
across apical membranes. IL-6 release was inhibited by P2X7R antagonists A438079, A839977,
and AZ10606120, but not the NRTI lamivudine (3TC), P2X1R antagonist NF279, or P2Y1R antagonist
MRS2179. P2X7R-mediated IL-6 release required extracellular Ca2+ and was blocked by Ca2+ chelator
BAPTA. IL-6 release and Ca2+ elevation occurred rapidly, consistent with vesicular IL-6 staining
in unstimulated cells. P2X7R stimulation did not trigger IL-1β release in these unprimed cells.
P2X7R-mediated IL-6 release was enhanced in RPE cells from the ABCA4−/− mouse model of retinal
degeneration. In summary, P2X7R stimulation triggers rapid Ca2+-dependent IL-6 release across the
apical membrane of RPE cells.

Keywords: P2X7; retina; IL-6; IL-1β; cytokine release; innate immunity; calcium-dependent vesicular
release; inflammation
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1. Introduction

Release of cytokines from non-immune cells is a key step in innate immune responses, and the
receptors that activate this cytokine release represent critical targets in controlling the response [1,2].
Stimulation of the P2X7 receptor for extracellular ATP is associated with the assembly of the NOD-,
LRR- and pyrin domain-containing protein 3 (NLRP3) inflammasome and the resulting release of
cytokines interleukin (IL)-1β and IL-18 [3,4]. As IL-1β is considered a “master cytokine”, capable
of increasing expression and release of other cytokines [5], stimulation of the P2X7 receptor can be
important in coordinating components of the innate immune response. Whether the P2X7 receptor can
also trigger cytokine upregulation and release independent of IL-1β is less well studied. This is relevant
as the NLRP3 inflammasome requires “priming” to increase expression of key components, such as
NLRP3 itself, before the activation stage can occur [6], and priming of inflammasome components
may be rate-limiting in chronic age-dependent diseases [7]. The involvement of the P2X7 receptor
in release of cytokines other than IL-1β may thus have implications for earlier stages in chronic
inflammatory diseases.

Retinal pigmented epithelial (RPE) cells form the blood–retinal barrier in the outer retina and
provide numerous supportive functions for the adjacent photoreceptors [8,9]. The innate immune
responses of RPE cells have been implicated in both protective and detrimental roles in ocular
pathologies [10]. While the release of inflammasome products IL-1β and IL-18 from RPE cells has been
studied in several models of retinal stress [11–13], NLRP3 in human tissue was detected only in RPE
cells adjacent to regions undergoing the terminal geographic atrophy phase of age-dependent macular
degeneration [14]. This suggests that priming of NLRP3 and other components represented a late stage
development, and that the cytokine response from unprimed cells may be of greater relevance in the
early stages of disease.

IL-6 signaling is complex; although traditionally thought of as a pro-inflammatory cytokine,
IL-6 can also have protective effects, depending on levels of the soluble IL-6 receptor [15]. Recently,
IL-6 expression was reported to be elevated in RPE cells and stroma of patients with exudative
age-related macular degeneration (AMD), and downregulation of IL-6 reduced subretinal fibrosis in
mice models [16]. Recent work also implicated the P2X7 receptor in the release and upregulation of
IL-6 in optic nerve head astrocytes and retinal ganglion cells [17].

The current study examines whether stimulation of the P2X7 receptor can trigger release of
cytokine IL-6 from unprimed RPE cells. The findings suggest that the P2X7 receptor can trigger a rapid
release of IL-6 from RPE cells that is dependent on increased intracellular Ca2+ and not reliant on IL-1β.

2. Materials and Methods

2.1. Isolation and Culture of Mouse RPE Cells

All mice were treated in accordance with University of Pennsylvania Institutional Animal Care
and Use Committee (IACUC #804588). Mice were reared at 5–15 lux and sacrificed with a CO2 overdose.
Mouse eyes were isolated and processed as described previously [18]. In brief, after enucleation, intact
eyes were incubated in 2% dispase and 0.4 mg/mL collagenase IV for 45 min. Eyes were then incubated
for 20 min in growth medium containing Dulbecco’s Modified Eagle Medium (DMEM) and Ham’s F12
medium with 3 mM L-Glutamine, 100 µg/mL streptomycin, and 2.5 mg/mL Fungizone and/or 50 µg/mL
gentamicin and 10% fetal bovine serum (FBS, all Thermo Fisher, Inc., Waltham, MA, USA). Globes were
separated at the ora serata, the retina removed and sheets of RPE cells were dissected away from the
choroid with fine forceps. These RPE sheets were collected in growth media and triturated to form
single cell suspensions. Mouse RPE cells were seeded onto surfaces coated with 0.05% poly-L-lysine
and 10 µg/mL laminin. ABCA4−/− mice were a kind gift from Dr. Gabriel Travis of the Jules Stein
Eye Institute, UCLA. All materials were purchased from Sigma Chemical Corp (St. Louis, MO, USA)
unless otherwise indicated.
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2.2. Human Induced Pluripotent Stem (iPS) Cell Culture and Differentiation into Induced RPE Cells

Undifferentiated iPS cells (Control 1 (CHOPWT10). Control 2 (PENN123i-SV20)), and Control 3
(PENN067i-312-1) were derived and characterized as previously published [19,20]. The University
of Pennsylvania human subjects research Institutional Review Board (IRB #814132) approved the
collection of samples and all subjects gave written informed consent. Induced pluripotent stem
cells were maintained in pluripotent stem cell (PSC) medium (DMEM/F12 (50:50), 1× Glutamax,
1× penicillin/streptomycin, 15% knockout serum replacement, 1x non-essential amino acids, 0.1 mM
β-mercaptoethanol, and 10 ng/mL of basic fibroblast growth factor on 0.1% gelatin coated dishes
(all Thermo Fisher, Inc.). Following the protocol Duong et al. [21], feeder-free differentiation conditions,
small molecules, and growth factors were used to induce the generation of RPE cells. At day 35 of
differentiation, cells were harvested using accutase and passaged twice in 1% growth factor reduced
Matrigel coated dishes in X-Vivo 10 media plus 2 µM of thiazovivin for one day, followed by X-Vivo
10 media alone. Cells were also grown on 12-well Transwell inserts with 0.4 µm pore size (Corning Inc,
Corning, NY, USA). An EVOM2 system (World Precision Instruments, Sarasota, FL, USA) with a STX2
probe was used to measure total transepithelial electrical resistance (TEER) once a week. All TEER
values were normalized to the area of the membrane (1.44 cm2) and corrected for the resistance
without cells.

2.3. ARPE-19 Cells

ARPE-19 cells (ATCC, Manassas, VA, USA) were grown to confluence in 25 cm2 primary culture
flasks in a 1:1 mixture of DMEM/F12 with 3 mM L-Glutamine, 100 µg/mL streptomycin, 100 U/mL
penicillin, and 10% FBS (all Thermo Fisher, Inc.) as described [22]. The concentration of FBS was
reduced to 1% upon confluence to encourage differentiation. Cells were grown on standard tissue
culture plates or Transwell inserts using the methods described above.

2.4. Cytokine Measurement

After washing, cells were incubated with P2X7 receptor agonist 2′(3′)-O-(4-Benzoylbenzoyl)
adenosine-5′-triphosphate (BzATP) and supernatant was collected at the indicated times. IL-6 levels
were determined using the QuantiGlo IL-6 Immunoassay or Quantikine enzyme-linked immunosorbent
assay (ELISA) kits (both R&D Systems, Minneapolis, MN, USA) with signal detected using a
luminometer (Thermo Fisher, Inc.) or SpectraMax Absorbance reader (Molecular Devices, San Jose,
CA, USA), respectively. Parallel approaches were used to detect IL-1β levels using the QuantiGlo
Human IL-1B/IL-1F2 Immunoassay (R&D Systems). Mg2+-free isotonic solution [(in mM) 105 NaCl,
5 KCl, 6 HEPES acid, 4 Na HEPES, 5 NaHCO3, 60 mannitol, 5 glucose, and 1.3 CaCl2] was used in
some experiments as Mg2+ is reported to block the P2X7 receptor [23]. The absolute levels of IL-6
varied across experiments, perhaps due to small differences in extracellular volume or the freshness of
the IL-6 solution used for standard curves.

2.5. P2X7, P2X1 and P2Y1 Antagonists

Cells were washed with Mg2+-free isotonic solution then preincubated with antagonists for 15 min
at 37 ◦C. Solution was replaced with one containing isotonic control solution or BzATP ± antagonist.
Cells were incubated for 30 min at 37 ◦C, after which supernatant was collected. IL-6 levels were
determined with using a Quantikine ELISA kit as described above. Antagonists used were P2X7
antagonists A438079, AZ10606120, A839977, P2X1 antagonist NF 279, P2Y1 antagonist MRS2176,
and lamivudine (3TC). All antagonists were purchased from Tocris/Biochine Corp. (Minneapolis, MN,
USA) except for lamivudine (Toronto Research Chemicals, Toronto, ON, Canada).



Cells 2020, 9, 2537 4 of 16

2.6. Calcium Measurements

Intracellular Ca2+ was measured based on methods previously described in detail [24]. In brief,
ARPE-19 cells were grown and loaded with 5 µM Ca2+ indicator dye Fura-2 AM and 2% pluronic F127
(Thermo Fisher, Inc.). Coverslips were mounted in a perfusion chamber and cells visualized using a
×40 objective on a Nikon Diaphot microscope (Nikon USA, Melville, NY, USA). The fura-2 dye in cells
was alternatively excited at 340 and 380 nm, and the fluorescence emitted >520 nm was imaged with a
charge-coupled device camera and analyzed (all Photon Technologies International, Lawrenceville,
NJ, USA). Calibration was performed using ionomycin in the presence of high Ca2+ and Ca2+ free
solutions at pH 8.0.

2.7. Immunocytochemistry

ARPE-19 cells were fixed with 4% paraformaldehyde in 100 mM phosphate buffered saline (PBS)
for 15 min. After washing, cells were permeabilized and autofluorescence quenched in PBS containing
20 mM glycine, 75 mM ammonium chloride and 0.1% Triton X-100 for 8 min, followed by a 2 min
incubation with this solution plus 0.5% sodium dodecyl sulfate. Cells were blocked in 0.25% fish
skin gelatin, 0.025% saponin and 10% donkey serum in PBS for 1 h at 25 ◦C, followed by 5 min in
high salt PBS. Cells were incubated overnight in a rabbit primary polyclonal antibody against IL-6
(Abcam, Cambridge, MA, USA; #ab6672, 1:500 in blocking solution) at 4 ◦C. After washing, cells were
incubated for 1 h donkey anti-rabbit Alexa 488 (Abcam, 1:1000, in blocking solution) and F-actin
counterstain (Alexa-594 phalloidin, 1:1000, Thermo Fisher Inc.) at 25 ◦C. Nuclei were counterstained
with 4′,6-diamidino-2-phenylindole (DAPI; 1:10,000, 1 min). Antibody-antigen binding was fixed for
15 min in 4% paraformaldehyde. Staining was visualized using a Nikon Eclipse E600 epifluorescence
microscope, and separate channels combined using Adobe Photoshop (San Jose, CA, USA) according
to accepted protocols.

2.8. Data Analysis

All data are expressed as mean ± standard error of the mean. Significance was defined as p < 0.05
and was determined using a student’s t-test or one-way Analysis of Variance (ANOVA) with the F value
(degrees of freedom for numerator/denominator), followed by appropriate Post-hoc test. Data were
analyzed using SigmaStat software (Systat Software, Inc., San Jose, CA, USA) or GraphPad Prism
version 8.0.0 for Windows (GraphPad Software, San Diego, CA, USA, www.graphpad.com).

3. Results

3.1. IL-6 Release Triggered by P2X7 Receptor Activation in Mouse, iPS-RPE and ARPE-19 Cells

Initial experiments asked whether stimulation of the P2X7 receptor with agonist BzATP triggered
release of cytokine IL-6 from primary cultures of mouse RPE cells. Mouse RPE cells were grown until
confluent (Figure 1A). Exposure of cells to 50 µM BzATP for 1 h increased the concentration of IL-6 in
the bath over three-fold, from 31 pg/mL in control to 99 pg/mL in cells exposed to BzATP (Figure 1B).
While these absolute levels are low, the minimum volume of solution needed to keep the cells moist
had a height of ~3 mm, while the extracellular distance in vivo is submicron [25], suggesting cytokine
concentration could be several orders of magnitude higher in vivo. BzATP also triggered a release of
IL-6 from RPE cells derived from human iPS cells. Cells were grown for at least 2 weeks and had a
cobblestone appearance (Figure 1C). BzATP exposure increased levels of IL-6 outside of iPS-RPE cells
three-fold, from 66 pg/mL in control media to 201 pg/mL with BzATP exposure (Figure 1D).

Additional experiments were performed on the cultured human ARPE-19 cell line; cells were
grown for 14 days with the last 10 days in 1% FBS to encourage a more mature phenotype [26]
(Figure 1E). IL-6 levels were 28 pg/mL two h after addition of control medium, but rose to 106 pg/mL
when BzATP (500 µM) was added to the medium (Figure 1F). The similarity in the responses from

www.graphpad.com
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mouse RPE cells, iPS-RPE cells and ARPE-19 cells strongly suggests that release of IL-6 from RPE cells
is a common response to stimulation of the P2X7 receptor.Cells 2020, 9, x FOR PEER REVIEW 5 of 16 

 

 
Figure 1. BzATP triggers IL-6 release from mouse, iPS-derived RPE cells and ARPE-19 cells.  
(A) Representative image of cultured mouse RPE cells, 11 days after plating. (B) Levels of IL-6 in the 
bath from primary cultures of mouse RPE cells increases when exposed to 50 µM BzATP for 1 h  
(**** p < 0.001, n = 4). (C) Image of iPS-derived RPE cells 8 days after plating. (D) iPS-RPE released  
IL-6 in response to BzATP (500 µM, 2 h; **** p < 0.001, n = 3). (E) ARPE-19 cells 10 days after plating. 
(F) ARPE-19 cells released IL-6 in response to BzATP (500 µM, 2 h; **** p < 0.001, n = 6). 
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as compared to the basal chamber (Figure 2B). Addition of BzATP to the apical chamber increased 
levels of IL-6 in both chambers, but concentrations in the apical chamber were >5-fold greater than 
the basal chamber. 

Polarity experiments were repeated in ARPE-19 cells grown on permeable cell culture inserts. 
TEER rose to 59 Ω·cm2 after 8 weeks and remained stable at this level (Figure 2C), consistent with 
levels previously reported [29], and significantly lower than TEER in iPS-RPE cells (p < 0.0001). In 
spite of the reduced TEER levels, however, the pattern of polarized IL-6 release from ARPE-19 cells 
was similar to that from iPS-RPE cells (Figure 2D). Addition of BzATP to the apical chamber led to a 
large IL-6 release, with levels in the apical chamber four-fold greater than the basal chamber. The 
main difference between the responses in the iPS-RPE and ARPE-19 cells was a general reduction in 
IL-6 concentration, and a greater response to basal application of BzATP; whether this reflects P2X7 
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Figure 1. BzATP triggers IL-6 release from mouse, iPS-derived RPE cells and ARPE-19 cells.
(A) Representative image of cultured mouse RPE cells, 11 days after plating. (B) Levels of IL-6
in the bath from primary cultures of mouse RPE cells increases when exposed to 50 µM BzATP for 1 h
(**** p < 0.001, n = 4). (C) Image of iPS-derived RPE cells 8 days after plating. (D) iPS-RPE released
IL-6 in response to BzATP (500 µM, 2 h; **** p < 0.001, n = 3). (E) ARPE-19 cells 10 days after plating.
(F) ARPE-19 cells released IL-6 in response to BzATP (500 µM, 2 h; **** p < 0.001, n = 6).

3.2. Polarity of P2X7 Receptor Stimulation and IL-6 Release

RPE cells form part of the blood retinal barrier, with their apical membrane facing the outer
segments of retinal photoreceptors and their basolateral membrane adjacent to the choroidal blood
supply [27]. While previous immunohistochemical staining of mouse retina suggested the P2X7
receptor was present on both apical and basolateral membranes [28], the polarity of IL-6 release to
stimulation from either side was examined to focus on functional polarity. iPS-RPE cells were grown
on permeable cell culture inserts for several months; the transepithelial electrical resistance (TEER)
rose to 290 Ω·cm2 after 8 weeks (Figure 2A), consistent with the establishment of tight junctions and
polarity [29]. Baseline levels of IL-6 in control solutions were low in chambers facing both apical and
basolateralmembranes, although levels were >5-fold higher in samples taken from the apical chamber
as compared to the basal chamber (Figure 2B). Addition of BzATP to the apical chamber increased
levels of IL-6 in both chambers, but concentrations in the apical chamber were >5-fold greater than the
basal chamber.

Polarity experiments were repeated in ARPE-19 cells grown on permeable cell culture inserts.
TEER rose to 59 Ω·cm2 after 8 weeks and remained stable at this level (Figure 2C), consistent with levels
previously reported [29], and significantly lower than TEER in iPS-RPE cells (p < 0.0001). In spite of
the reduced TEER levels, however, the pattern of polarized IL-6 release from ARPE-19 cells was similar
to that from iPS-RPE cells (Figure 2D). Addition of BzATP to the apical chamber led to a large IL-6
release, with levels in the apical chamber four-fold greater than the basal chamber. The main difference
between the responses in the iPS-RPE and ARPE-19 cells was a general reduction in IL-6 concentration,
and a greater response to basal application of BzATP; whether this reflects P2X7 receptors on the
basolateral membrane of ARPE-19 cells or seepage of BzATP due to the lower TEER is unknown.
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Regardless, results from both iPS-RPE and ARPE-19 cells indicate that the primary release of IL-6
occurred across the apical membrane, with the greatest response found when BzATP was applied to
the apical membrane.Cells 2020, 9, x FOR PEER REVIEW 6 of 16 

 

 
Figure 2. Polarity of IL-6 release. (A) Time-dependent changes in TEER of iPS-RPE cells grown on 
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iPS-RPE cells sampled from the apical (AP) or basolateral (BL) sides of the Transwell insert 2 h after 
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0.0001, ns = not significant. 
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Figure 2. Polarity of IL-6 release. (A) Time-dependent changes in TEER of iPS-RPE cells grown on
Transwell chambers. Symbols represent the mean ± SEM (n = 11). (B) Polarized release of IL-6 from
iPS-RPE cells sampled from the apical (AP) or basolateral (BL) sides of the Transwell insert 2 h after
500 µM BzATP was added to the apical (AP), basolateral (BL) or neither (None) compartment. One way
ANOVA F(5,15) = 308.0, p < 0.0001 with Tukey post hoc test (** p < 0.01, *** p < 0.001, **** p < 0.0001,
ns = not significant; n = 3–4). (C) Time-dependent increases in TEER of ARPE-19 cells grown in
Transwell inserts. Symbols represent the mean ± SEM (n = 20–30). (D) Polarized release of IL-6 from
ARPE-19 cells sampled from the apical (AP) or basolateral (BL) sides of the Transwell chamber 2 h after
500 µM BzATP was added to the apical (AP), basolateral (BL) or neither (None) compartment. One way
ANOVA F(5,11) = 30.56, p < 0.0001 with Tukey’s post-hoc test, * p < 0.05, ** p < 0.01, **** p < 0.0001,
ns = not significant.

3.3. Pharmacological Validation of the P2X7 Receptor

The P2X7 receptor has been previously identified in RPE cells by multiple groups using
immunohistochemistry, PCR, and functional analysis [28,30–32]. Although BzATP is widely used as an
agonist for the P2X7 receptor, it can also interact with P2X1 and P2Y1 receptors [33–36]. To confirm that
the actions of BzATP were mediated by the P2X7 receptor, multiple antagonists were tested for their
ability to block the release of IL-6 from RPE cells in the presence of BzATP (Figure 3). Competitive P2X7
antagonist A438079 significantly blocked the release of IL-6 triggered by BzATP; A438079 had little
or no activity at other P2X receptors [35]. The actions of BzATP were also blocked by AZ10606120,
a negative allosteric modulator of the human P2X7 receptor [37], and by antagonist A839977 [38];
all three antagonists produced a near complete block of IL-6 release. Lamivudine (3TC) is used
clinically as a nucleoside reverse transcriptase inhibitor but has also been shown to inhibit the actions
of the P2X7 receptor in mice [39]. However, the reduction in BzATP-mediated IL-6 release by 3TC was
not significant. Likewise, neither P2Y1 antagonist MRS2176 nor P2X1 antagonist NF 279 produced a



Cells 2020, 9, 2537 7 of 16

significant reduction in IL-6 levels in the presence of BzATP. Taken together, these results suggest that
the P2X7 receptor is primarily responsible for the BzATP-mediated release of IL-6 from RPE cells.Cells 2020, 9, x FOR PEER REVIEW 7 of 16 
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Figure 3. Pharmaceutical validation of P2X7 receptor. Exposure of ARPE-19 cells to 100 µM BzATP
in isotonic solution for 30 min triggered a release of IL-6 (*** vs. Control, p = 0.0005, n = 13). In the
presence of BzATP, IL-6 release was reduced by P2X7 antagonists A438079 (50 µM, **** p < 0.0001,
n = 3), AZ10606120 (50 µM AZ10606, * p = 0.0113, n = 6) and A839977 (50 µM, ** p = 0.0071, n = 9).
No significant reduction (ns) in IL-6 levels was found when lamivudine (3TC, 100 µM, n = 12), MRS2176
(300 nM, n = 3) or NF 279 (50 nM, n = 3) were added in the presence of BzATP. One way ANOVA
(F97,60) = 5.42, p < 0.0001; Dunnett’s multiple comparisons test vs. BzATP alone.

3.4. IL-6 Release through Rapid Rise in Ca2+

The P2X7 receptor is an ionotropic channel permeable to cations including Ca2+ [40], and the
electrochemical gradients imply a substantial entry of Ca2+ into the RPE cells after receptor stimulation
under physiological conditions. As Ca2+ is implicated in the release of numerous cytokines,
the requirement for extracellular Ca2+ in the BzATP-mediated release of IL-6 was examined. While
application of BzATP released IL-6 in the presence of control solution containing a physiologically
relevant 1.3 mM extracellular Ca2+, the response was abolished when extracellular Ca2+ was removed
(Figure 4A). To confirm a role for intracellular Ca2+ in the release of IL-6, cells were exposed to
20 µM cell permeable calcium chelator bis(2-aminophenoxy)ethane tetraacetic acid acetoxymethyl
(BAPTA-AM); cells were preincubated for 1 h in BAPTA-AM, then exposed to BzATP in the presence
of BAPTA-AM. BAPTA-AM prevented the rise of IL-6 in cells exposed to BzATP (Figure 4B).

The magnitude and time course of changes to cytoplasmic Ca2+ in response to BzATP application
were determined. Cytoplasmic Ca2+ rose rapidly after application of BzATP, with robust, reversible,
and repeatable spikes of Ca2+ found after application of BzATP for only 15 s (Figure 4C). To determine
whether IL-6 release also showed a rapid response, cells were exposed to BzATP for only 1 min;
this brief exposure led to a significant, albeit small, release of IL-6 (Figure 4D). Together, these rapid rises
in cytoplasmic Ca2+ and extracellular IL-6 release suggested the influx of Ca2+ acted upon pre-formed
stores of IL-6. Immunocytochemistry of baseline, unstimulated cells detected IL-6 in round clusters,
consistent with vesicular staining of IL-6 (Figure 4E). Together, these observations are consistent with
a mechanism in which the rapid elevation of cytoplasmic Ca2+ following stimulation of the P2X7
receptor leads to fusion of pre-formed vesicles containing IL-6 with the plasma membrane and release
of IL-6 across this membrane.
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3.5. P2X7 Receptor and IL-1β Release 

The master cytokine IL-1β has been reported to lead to a secondary upregulation and release of 
IL-6 [41]. In RPE cells, release of IL-6 was previously shown to be stimulated by exposure to IL-1β for 
4 h [42]. Given that the P2X7 receptor is associated with assembly and activation of the NLRP3 

Figure 4. Calcium and IL-6 release from ARPE-19 cells. (A) The release of IL-6 triggered by BzATP
(50 µM) was dependent upon extracellular Ca2+. (One-way ANOVA F(3,20) = 23.89 p < 0.0001;
Tukey’s post hoc test; ** p = 0.0018, ns = not significant, n = 6). IL-6 levels were significantly increased
after 15 min in Ca2+ containing isotonic solution with 1.3 mM Ca2+, but the rise in Ca2+ associated by
BzATP was abolished in Ca2+-free solution. (B) Chelation of Ca2+ with 20 µM BAPTA-AM prevented
the release of IL-6 after 30 min with BzATP (200 µM) One-way ANOVA F(2,15) = 19.17 p < 0.0001;
Dunnet’s post hoc test **** p < 0.0001; ** p = 0.0018, n = 6). (C) BzATP (50 µM) led to a rapid rise
in intracellular calcium when applied for 15 s that was reversible and repeatable. (D) Exposure to
50 µM BzATP for 1 min led to a small but significant IL-6 release (unpaired t-test ** p = 0.005, n = 4).
Experiments in (A–D) were performed in the absence of Mg2+ to prevent its block of the P2X7 receptor.
(E) Particulate staining for IL-6 in unstimulated cells; Actin (phaloidin red), DAPI (blue).

3.5. P2X7 Receptor and IL-1β Release

The master cytokine IL-1β has been reported to lead to a secondary upregulation and release of
IL-6 [41]. In RPE cells, release of IL-6 was previously shown to be stimulated by exposure to IL-1β
for 4 h [42]. Given that the P2X7 receptor is associated with assembly and activation of the NLRP3
inflammasome, which in turn leads to the maturation and release of IL-1β [6], we asked whether the
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release of IL-6 evoked by P2X7 receptor stimulation was due to IL-1β release. BzATP did not lead
to the release of IL-1β under the unprimed conditions associated with IL-6 release. There was no
difference in the levels of IL-1β in the bath 15 and 30 min after addition of BzATP when compared
to levels in control isotonic solution (Figure 5A,B). To ensure the lack of response did not reflect the
absence of a key substance in the environment, experiments were repeated in cell media. Cells were
incubated in BzATP for 15 min, and 30 min in growth media, and to examine the effect of prolonged
stimulation, cells were exposed to BzATP for 24 h, but again, BzATP had no effect on levels of IL-1β
(Figure 5C). Of note, neither these cells, nor the ones showing IL-6 release in Figures 1–4, were primed
with lipopolysaccharide to prime the NLRP3 inflammasome. Together, these findings imply that the
release of IL-6 triggered by P2X7 activation did not require IL-1β.
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Figure 5. Stimulation of P2X7 receptor did not trigger release of IL-1β from unprimed ARPE-19 cells.
The levels of IL-1β in the bath surrounding cells in control isotonic (white) and 50µM BzATP (red)
solutions after 15 min (A; n = 9, p = 0.79) or 30 min (B; n = 6, p = 0.37). (C) Cells in growth media were
incubated in BzATP for 15 min (n = 6), 30 min (n = 3) and 24 h (n = 3), but there was no rise in bath
levels of IL-1β. One –way ANOVA F(5,18) = 0.033, p = 0.9993.

3.6. Enhanced IL-6 Release from ABCA4−/− RPE Cells

The ABCA4−/− mouse is a model of recessive Stargardt’s retinopathy with known defects in both
RPE and photoreceptor cells [43]. We have previously shown that expression of the P2X7 receptor is
elevated in RPE cells from the ABCA4−/− mouse [28]. As sampling in the subretinal space is difficult,
we cultured RPE cells from ABCA4−/− mice and control C57Bl6 mice to determine if IL-6 levels were
indeed higher after stimulation of the P2X7 receptor. Exposure to BzATP was associated with increased
levels of IL-6 bathing RPE cells from ABCA4-/- mice as compared to wildtype controls (Figure 6).
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Figure 6. P2X7 preceptor-mediated IL-6 release increased in ABCA4−/− RPE cells. Primary cultures of
RPE cells from C57Bl6 and ABCA4−/− mice were exposed to IL-6 for 1 h, after which the supernatant
was collected and IL-6 levels determined. **** p < 0.0001, n = 5.
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4. Discussion

The primary conclusions from this study are that stimulation of the P2X7 receptor leads to the
release of cytokine IL-6 from RPE cells. The release can be rapid, requires influx of Ca2+ from outside,
and is independent of IL-1β. The detection of the IL-6 release in response to BzATP from primary
cultures of mouse RPE cells, RPE cells derived from human iPS cells, and from the ARPE-19 cell line
demonstrates the wide-spread nature of the response.

It is difficult to accurately sample IL-6 levels in vivo, given that the sub-retinal space separating
RPE cells and photoreceptors is only 10–20 nm across [44], and the complex extracellular layers of
Bruch’s membrane on the basolateral membrane preclude non-invasive sampling [45]. This difficulty
is compounded by the nature of extracellular ATP signaling; intracellular levels of ATP are several
orders of magnitude greater that extracellular concentrations, and ATP is widely released in response
to mechanical stimulation. Probes that push against and rupture cells can themselves lead to release of
ATP during attempts to obtain samples of extracellular ATP [46,47]. While measurements from cultured
cells cannot completely recapitulate the in vivo situation, the identification of the P2X7 receptor on
RPE cells in vivo using molecular, protein, and functional assays [28,32,48], combined with the use
of three different cell models in the current study in Figure 1 helps overcome these limitations and
supports the response across species and cell types. The detection of polarized IL-6 release in response
to BzATP from iPS-RPE and ARPE-19 cells grown on permeable supports shown in Figure 2 adds to
the relevance of this release.

4.1. Identification of P2X7 Receptors

ATP is the endogenous agonist for the P2X7 receptor [49], but its low sensitivity (pEC50 of
2.6 in mouse and 4.1 in human P2X7 receptors), combined with its ability to stimulate other P2X and
P2Y receptors at lower concentrations, makes BzATP preferable as an experimental agonist [35,50].
BzATP activates the P2X7 receptor at lower concentrations than ATP (pEC50 of 4 and 5.3 at mouse
and human P2X7 receptors, respectively). The demonstration that three different antagonists inhibit
the ability of BzATP to trigger IL-6 release increased confidence for involvement of the P2X7 receptor
in the current study. The specificity of antagonist A438079 for the P2X7 receptor makes involvement
of other receptors unlikely [35]. A839977 is a tetrazole derivative with a high degree of specificity
and selectivity for the P2X7 receptor [38,51]. The reduction of IL-6 release in the presence of negative
allosteric modulator AZ10606120 further supports receptor identity [37]. Although BzATP can also act
at P2X1 and P2Y1 receptors [33,34,36], neither P2X1 antagonist NF 279 nor P2Y1 antagonist MRS2176
significantly reduced the BzATP-mediated release of IL-6. Together, the data in Figure 3 strongly
implicate the P2X7 receptor in the release of IL-6 triggered by BzATP.

4.2. Mechanism of Release P2X7 Receptor-Mediated IL-6 Release

The results presented in Figure 4 are consistent with IL-6 release following the influx of Ca2+

after stimulation of the P2X7 receptor. The P2X7 receptor is an ionotropic cation channel with
substantial permeability to Ca2+; careful calculation of the relative permeability of the channel from
the fractional contribution of Ca2+ to the total ATP-gated membrane current suggest the channel
has PCa/PNa ≤ 1 [52]. The absence of IL-6 release in Ca2+-free solutions, combined with the lack of
release in the presence of Ca2+ chelator BAPTA, the detection of IL-6 release within minutes, the rapid
elevation of intracellular Ca2+ following application of BzATP, and the presence of IL-6 staining
with vesicular patterning in unstimulated cells all support the hypothesis that Ca2+ entry rapidly
triggers IL-6 release from preformed vesicles. The detailed mechanisms underlying the release of
IL-6 triggered by the P2X7 receptor from RPE cells are unknown, however. Ca2+-dependent vesicular
release is usually due to binding of Ca2+ to synaptotagmins and activation of SNARE machinery [53,54],
and synaptotagmin 1 is constitutively expressed in RPE cells [55]. It was recently reported that,
in astrocytes, stimulation of the P2X7 receptor led to IL-6 release after 5–6 h through involvement
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of NADPH oxidase and ROS production downstream of Ca2+ entry [56]. In microglial cells, 24 h
exposure to BzATP increased expression of IL-6 mRNA and release of IL-6, while 4 h exposure
to BzATP increased immunocytochemical staining for IL-6 [57]. The rapid release of preformed
cytokines is usually associated with classic innate immune cells types such as eosinophils, mast cells,
and neutrophils [53], so the presence of rapid Ca2+-dependent IL-6 release in RPE cells may be
of interest.

While evidence for a rapid Ca2+-dependent release of IL-6 after P2X7 receptor stimulation is
strong, elevation of IL-6 expression cannot be ruled out on a longer time scale. In isolated optic
nerve head astrocytes, IL-6 expression was increased 4 h after exposure to BzATP, while intravitreal
injection of BzATP increased retinal IL-6 expression after 24 h [17]. Expression of IL-6 can also be
increased by IL-1β, with increased release detected after 4 h [42]. However, the rapid time course of
IL-6 release in RPE cells, combined with data in Figure 5 showing the inability of BzATP to trigger
IL-1β release under the same conditions capable of causing IL-6 release, imply that the IL-6 response
is independent of IL-1β. This study does not negate the possibility that, under conditions where
the NLRP3 inflammasome is “primed”, P2X7 receptor stimulation could release IL-1β and lead to a
secondary upregulation and/or release of IL-6. Of relevance here is the recent report that P2X7 receptors
can increase the priming of inflammasome genes in astrocytes in addition to its role in activation [58].
However, the present study indicates that IL-1β release is not necessary for IL-6 release by the P2X7
receptor in RPE cells.

4.3. Physiological Relevance

The physiological relevance of P2X7 receptor-mediated IL-6 release from RPE cells depends on the
conditions leading to stimulation of the receptor in addition to the effects of IL-6. High concentrations of
ATP are necessary for endogenous receptor activation [59]. Localized release of ATP from conduits such
as pannexin channels can provide sufficient ATP for autocrine stimulation of adjacent P2X7 receptors [60].
Within the retina and RPE, pathways for regulating levels of ATP are tightly controlled [46,61,62].
ATP release from RPE cells occurs following stimulation of the NMDA receptor for glutamate [63],
activation of the CFTR channel [64], and from the ATP store within lysosomes following stimulation
of the TLR3 receptor [65]. Whether these pathways will generate sufficient ATP to stimulate the
P2X7 receptor in the tight subretinal space in vivo is unknown. However, NTPDase1, a marker of
extracellular ATP levels [66], was elevated in the RPE/choroid of the ABCA4-/- mouse model of retinal
degeneration [28], consistent with increased extracellular ATP levels under chronic diseased conditions.
RPE cells from ABCA4−/− mice also express increased levels of the P2X7 receptor [28], and data in
Figure 6 indicate these cells release more IL-6 than control. Whether this contributes to the pathogenesis
involved in Stargardt’s Disease remains to be determined.

The consequences of IL-6 release are expected to be complex; while IL-6 is frequently considered a
“pro-inflammatory” cytokine, it can be both protective and pathological [15], with the presence of both
membrane bound and soluble receptors for IL-6 influencing the outcome [67]. Classical signaling of IL-6
involves binding to the IL-6 receptor, leading to interaction of gp130 activation of Jak/Stat pathways and
proinflammatory consequences. The trans-signaling pathway involves IL-6 first binding to a soluble
IL-6 receptor, which in turn binds to membrane bound gp130, with trans-signaling associated with
regenerative or anti-inflammatory signaling [68]. IL-6 was associated with photoreceptor protection
in a model of retinal detachment, [69], and IL-6 can protect retinal ganglion cells [70,71]. However,
IL-6 has recently been associated with epithelial to mesenchymal transition (EMT) [72,73], and type
2 EMT is recognized in the RPE pathology associated with AMD [74–76]. Whether increased IL-6
release following P2X7 receptor stimulation actually contributes to EMT in RPE cells is a subject of
future investigation.
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5. Conclusions

These data indicate that stimulation of the P2X7 receptor leads to the release of cytokine IL-6 from
RPE cells through a process involving Ca2+ influx. This release of IL-6 may increase inflammatory or
protective signaling in RPE cells under conditions where extracellular ATP levels rise.
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