

  cells-10-01193




cells-10-01193







Cells 2021, 10(5), 1193; doi:10.3390/cells10051193




Article



Extracellular Soluble Membranes from Retinal Pigment Epithelial Cells Mediate Apoptosis in Macrophages



Nayan Sanjiv[image: Orcid], Pawarissara Osathanugrah[image: Orcid], Emma Fraser[image: Orcid], Tat Fong Ng and Andrew W. Taylor *[image: Orcid]





Department of Ophthalmology, Boston University School of Medicine, Boston, MA 02118, USA









*



Correspondence: awtaylor@bu.edu







Academic Editor: Alessandro Poggi



Received: 30 March 2021 / Accepted: 11 May 2021 / Published: 13 May 2021



Abstract

:

A central characterization of retinal immunobiology is the prevention of proinflammatory activity by macrophages. The retinal pigment epithelial cells (RPEs) are a major source of soluble anti-inflammatory factors. This includes a soluble factor that induces macrophage apoptosis when the activity of the immunomodulating neuropeptide alpha-melanocyte-stimulating hormone (α-MSH) is neutralized. In this manuscript, isolated extracellular soluble membranes (ESMs) from primary RPE were assayed to see if they could be the soluble mediator of apoptosis. Our results demonstrated that RPE ESMs mediated the induction of macrophage apoptosis that was suppressed by α-MSH. In contrast, the RPE line ARPE-19, cultured under conditions that induce similar anti-inflammatory activity to primary RPEs, did not activate apoptosis in the macrophages. Moreover, only the ESMs from primary RPE cultures, and not those from the ARPE-19 cell cultures, expressed mFasL. The results demonstrate that RPE ESMs are a soluble mediator of apoptosis and that this may be a mechanism by which the RPEs select for the survival of α-MSH-induced suppressor cells.
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1. Introduction


The retinal pigment epithelial cells (RPEs) contribute to the ocular immune privilege by expressing soluble factors [1,2,3,4]. These factors regulate immune cell activity to preserve vision and protect the retina from the deleterious effects of inflammation [5]. The RPEs produce immune-regulating neuropeptides such as alpha-melanocyte-stimulating hormone (α-MSH) and neuropeptide Y (NPY) while expressing membrane-bound immune checkpoint molecules FasL, TRAIL, CTLA-2, and PD-L1 [3,4,6,7,8,9,10].



Using in situ cultures of RPE eyecups that maintain the integrity of the RPE monolayer in culture has demonstrated that the soluble immune-regulators in the conditioned media suppress the proinflammatory activity of macrophages, inhibit phagolysosome activation within phagocytes, and promote antigen-presenting cells to activate regulatory T cells [1,2,3,4,11]. When the neuropeptide α-MSH is depleted from the soluble factors generated by the RPE eyecups, the conditioned media induce apoptosis in macrophages [4,11]. A similar soluble apoptotic signal to macrophages is seen released by placental syncytiotrophoblasts of the immune-privileged maternal–fetal interface [12]. The soluble factor is extracellular vesicles (EVs) expressing membrane FasL (mFasL) and TRAIL. These EVs play a part in the required immune regulation to ensure fetal development and live birth.



There are several reports describing a potential role for RPE EVs in regulating immune cell activity [13,14,15,16]. While most of the analyses of RPE EVs are on EVs released by cultured RPE line ARPE-19 cells, they show that ARPE-19 EVs contain proteins that influence the activity of immune cells. It has been demonstrated that the RPE line ARPE-19 releases EVs with the potential to affect cellular functions including cell survival, metabolism, and immune suppression [13,14]. The ARPE-19 EVs suppress human T-cell proliferation and induce regulatory activity in human monocytes [14]. The histological analysis of RPE EVs stained for EV markers CD63 and CD81 shows EVs released by the RPEs, and on the basal side, the EVs can contain proteins associated with drusen formation in age-related macular degeneration [16]. RPE-derived EVs are also found in the conditioned media of human RPE eyecups [15]. However, the presence of active blebbing of the RPEs makes it possible for other soluble membranes, which express similar markers to the EVs with the surface proteins of RPEs, to be mixed within the isolated EVs [17]. Therefore, we isolated the extracellular soluble membranes (ESMs) released by RPEs in culture to see if they induce apoptosis in macrophages.




2. Materials and Methods


2.1. Cells


A monocytic leukemia cell line RAW264.7 (ATCC, Manassas, VA) was cultured in DMEM-F12 (Lonza, Walkersville, MD, USA) with 10% FBS (Lonza). The cells were passed twice a week and kept in culture and passed for no more than 3 months. Cells collected at passage were used for the experiments. The ARPE-19 cells were cultured in a manner that induces the cells to expresses immunoregulatory activity [18]. The ARPE-19 cells were collected from 2/3 confluent cultures and were replated into cultures in 10% FBS-DMEM-F12 (Lonza) and grown until confluent. The media were changed to SFM and the cultures were incubated for 24 h. The conditioned media (CM) were collected, cleared by centrifugation, and further processed to collect EVs.



Resting peritoneal macrophages were obtained from a peritoneal lavage of naive mice in 0.01 M PBS (Lonza). All experimental animal procedures were approved by the Boston University Institutional Animal Care and Use Committee in accordance with the NIH guide for the care and use of animals in research. Any red blood cells in the lavage were lysed using red blood cell lysing buffer (Sigma-Aldrich Corp, St. Louis, MO.) for 5 min on ice and centrifuged at 400× g for 5 min, and the cells were resuspended in RPMI 1640 with 10% FBS (Lonza). The cells were plated and incubated for 1 h. The media were replaced with serum-free media (SFM) made of RPMI 1640 supplemented with 10 mM HEPES, 1 mM sodium pyruvate, and nonessential amino acids (Lonza), along with 0.2% ITS+1, 0.1% BSA, and 10 µg/mL gentamycin (Sigma-Aldrich Corp, St. Louis, MO, USA) before treatment and assay.




2.2. Experimental Autoimmune Uveitis (EAU)


The C57BL/6 mice (Jackson Laboratories, Bar Harbor, ME, USA) were housed in the Boston University Animal Science Center. All experimental animal procedures were approved by the Boston University Institutional Animal Care and Use Committee in accordance with the NIH guide for the care and use of animals in research. EAU was induced by immunizing the mice as previously described [19]. The mice were immunized with an emulsion of complete Freund’s adjuvant of 5 mg/mL desiccated Mycobacterium tuberculosis (Difco Laboratories, Detroit, MI, USA) and 2 mg/mL interphotoreceptor retinoid-binding protein peptide (amino acids 1–20, Genscript, Piscataway, NJ. USA). The mice were injected i.p. with 0.3 µg pertussis toxin (Sigma-Aldrich Corp) and given a second injection of pertussis toxin two days later. The EAU was clinically scored every 3 to 4 days by microscopy fundus exam using the standard 5-point clinical score. When the chronic stage of EAU was reached, which is a sustained EAU score of 3 for all the mice, the mice were euthanized, and the eyes were enucleated for EAU RPE eyecups. Eyes were also collected from naive mice for RPE eyecups to use as normal controls.



The RPE eyecups were made as previously reported [1,2,3,4]. The enucleated eye was dissected in ice-cold PBS. A circumferential cut was made just below the ciliary body, and the anterior portion of the eye (cornea, iris, ciliary body, and lens) was removed, followed by the removal of the neural retina. The eyecups of RPE monolayer and underlying choroid and sclera were placed into a well of a 96-well round-bottom tissue culture plate (Corning, Corning, NY, USA) containing 200 µL SFM. The cultures were incubated for 24 h at 37 °C in 5% CO2. The conditioned media were collected and centrifuged, and the supernatant was collected and used as RPE-eyecup CM.




2.3. Extracellular Membrane Isolation


The ESMs were isolated from RPE-eyecup CM and ARPE-19 CM using a precipitation method used to isolate exosomes [20]. To pull down membrane vesicles in size up to 300 nm in diameter, the CM was mixed with a half-volume equivalent of Total Exosomes Isolation kit solution (Invitrogen, ThermoFisher, Waltham, MA), followed with vigorous mixing for 1 min. The mixed solution was kept at 4 °C for 24 h and centrifuged at 10,000× g for 60 min. The supernatant was discarded, and the pellet was washed once and resuspended in SFM. The protein content of the isolated ESMs was assayed using a standard protein assay kit (Pierce BCA Protein Assay Kit, ThermoFisher, Waltham, MA, USA).




2.4. Caspase 3/7 Activity


Into each well of a 96-well culture plate was placed 3.2 × 103 macrophages, and the cultures were incubated for two hours for macrophage adherence. The macrophages were washed twice with warm SFM, and into each well, an equal volume of EVs was added, and Apo-ONE Homogeneous Caspase 3/7 assay solution (Pomega, Madison, WI, USA) was added to the wells. The macrophages were treated with the equivalent of two RPE-eyecup ESMs (2 µg), or two ARPE-19 culture well ESMs (10 µg) were used. After 24 h of incubation, the fluorescence intensity was measured with a Synergy H1 (BioTek, Winoodski, VT, USA) plate-reader set for 488 nm excitation and 521 nm emission. To assay for the effects of α-MSH on the cell expression of caspase 3/7, the α-MSH neuropeptide (Bachem, Torrance, CA) was added to the macrophage cultures before the ESMs, and caspase 3/7 was assayed 24 h later.




2.5. TUNEL Assay


To assay for apoptosis using the TUNEL assay, 4 × 104 RAW264.7 cells or primary macrophages in SFM were seeded into the wells of a Nunc Lab-TekII 8-chamber slide (ThermoFisher). The slides were incubated at 37 °C in 5% CO2 for 18 h and washed twice with SFM. Into each well was added 200 µL of SFM containing 5 µg of either normal-eyecup or EAU-eyecup ESMs. The cultures were incubated for another 18 h, the supernatant was removed, and the cells were fixed in 4% paraformaldehyde (Electron Microscope Sciences, Hatfield, PA, USA) for 10 min. The cells were stained using ApopTag Red In Situ Apoptosis Detection Kit (Millipore Corp, Temecula, CA, USA), and counterstained with DAPI (MPI Biomedical, Irvine, CA). After staining, the cells were imaged by fluorescence microscopy using a FSX100 inverted fluorescent imaging microscope (Olympus, Center Valley, PA, USA).




2.6. Immunoblotting for FasL


An equivalent of one RPE-eyecup of ESMs (1 µg), or one ARPE-19 culture well of ESMs (5 µg) was run on a 4–12% NuPage gel (Invitrogen, ThermoFisher, Waltham, MA, USA), and the electrophoresed proteins were transferred to a nonfluorescent nylon filter. The filter paper was probed with a rabbit anti-FasL antibody (Santa-Cruz Biotechnology, SD, CA, USA), followed by a secondary anti-rabbit-IgG conjugated to DyLight 649 (Rockland, Limerick PA, USA). The stained filters were imaged in a BioRad (Hercules, CA, USA) VersaDoc imaging system using two-color fluorescence to detect RPE65 autofluorescence and immunostained FasL-bands. From the digital images, the band intensities were quantified using Quantity One software (BioRad).




2.7. Statistical Analysis


One-way Kruskal–Wallis ANOVA with Dunn’s multiple comparisons and unpaired, nonparametric Kolmogorov–Smirnov t-tests were done to find statistical differences of p ≤ 0.05 using Prism software v. 9.1.0 Mac OS. Each experiment was run at least 3 times independently, and the results are presented as mean ± SEM.





3. Results


3.1. RPE ESMs Induce Apoptosis in RAW264.7 Macrophage Cells


It was previously reported that there is a soluble factor made by RPEs that induces apoptosis in macrophages [4,11]. To see if the ESMs from RPEs can induce apoptosis in macrophages, we treated the RAW264.7 macrophage cell model with RPE-derived ESMs and assayed for caspase 3/7 activity and DNA breaks by TUNEL staining. The ESMs were isolated from the conditioned media of RPE eyecups from naive and EAU mice. In addition, ESMs were isolated from confluent cultures of ARPE-19 cells [18]. The ESMs from the conditioned media of RPE eyecups from both naive and EAU eyes significantly activated caspase 3/7 activity (Figure 1A). In contrast, the ESMs from confluent ARPE-19 cells did not induce caspase 3/7 activity, nor did treating the macrophages with whole conditioned media (CM) from naive and EAU RPE-eyecup cultures. The cells were assayed for DNA fragmentation by TUNEL staining (Figure 1B,C). The ESMs from both naive and EAU RPE-eyecup cultures induced completion of apoptosis in RAW264.7 macrophages. The percentage of cells TUNEL-stained was significantly greater with the ESMs from naive RPE-eyecup cultures. These results showed that ESMs from the conditioned media of RPE eyecups induced apoptosis. While there was no difference in caspase 3/7 activation, the ESMs from naive RPE eyecups mediated a higher level of completed apoptosis in the macrophages than the ESMs from EAU RPE eyecups. In contrast, the ESMs from ARPE-19 cells did not induce apoptosis, which showed another significant difference from primary RPE cells.




3.2. The Effects of α-MSH on RPE-ESM-Induced Apoptosis


The conditioned media of naive RPE-eyecup cultures induced apoptosis in the macrophages only when the immunomodulatory neuropeptide α-MSH was removed from the conditioned media [4,11]. In addition, α-MSH provides survival signals to various cells of the retina and macrophages [21,22,23,24]. Therefore, the RAW264.7 macrophage cells were treated with α-MSH and then with the apoptosis-inducing ESMs from naive mouse RPE-eyecup cultures. It is reported that after 24 h of incubation there was 1–5 ng/mL of α-MSH in the RPE-eyecup conditioned media [4]. In a dose-dependent manner, α-MSH significantly suppressed the activation of caspase 3/7 induced by the ESMs from naive RPE-eyecup cultures to background levels (Figure 2). This suggests that the α-MSH produced by the RPE provides a survival signal to macrophages in the presence of apoptosis-inducing ESMs.




3.3. The Expression of Membrane FasL (mFasL) in RPE ESMs


One mechanism by which the ESMs could induce apoptosis in the macrophages could be through the expression of membrane FasL (mFasL), like what was seen in the immune-privileged maternal–fetal interface [25]. The ESMs were isolated from the conditioned media of the RPE eyecups and from cultures of confluent ARPE-19 cells. The ESMs’ protein cargo was assayed by immunoblotting for FasL. The ESMs from naive and EAU RPE-eyecup cultures had a highly detectible band that corresponds to aggregated mFasL (amFasL; Figure 3A and Supplementary Materials), the hexameric and functional form of mFasL [26]. The same amFasL is seen in ESMs from placental syncytiotrophoblasts [12]. Corresponding with the lack of caspase 3/7 activity by ESMs from confluent ARPE-19 cell cultures, there was no detectible FasL in the ARPE-19 ESMs (Figure 3A). When the immunoblots were imaged at 488 nm, a clear band for the autofluorescing RPE65 protein was seen from all the ESMs (Figure 3A). Since RPE65 is a constitutively produced, membrane-bound protein made only within and by RPEs, it provided a relative reference control that showed no difference in the expression of amFasL in the ESMs of naive and EAU RPE-eyecup conditioned media (Figure 3B). These results correspond with detecting caspase 3/7 activity and TUNEL staining induced by the ESMs from naive and EAU RPE-eyecup conditioned media.




3.4. RPE-ESM Induction of Apoptosis in Primary Macrophages


Previously, we showed that the conditioned media of RPE eyecups depleted of α-MSH induced apoptosis in primary macrophages as detected by TUNEL staining. To test whether the RPE ESMs induce apoptosis as suggested by the RAW cell experiments, the peritoneal macrophages from naive mice were cultured with isolated ESMs from naive or EAU RPE-eyecup cultures. The macrophages were assayed by TUNEL staining and showed a significant percentage of TUNEL-positive cells when treated with the ESMs from naive RPE-eyecup cultures (Figure 4). Moreover, as seen with the RAW cell cultures, there were significantly fewer TUNEL-stained macrophages treated with ESMs from EAU RPE-eyecup cultures. Therefore, the ESMs are a soluble factor from naive RPEs that can induce apoptosis in macrophages and potentially contribute to the mechanism of ocular immune privilege.





4. Discussion


Ocular immune privilege is the result of several adapted immune-regulating mechanisms constitutively expressed within the microenvironment of the eye [5]. A part of these mechanisms is derived from the RPEs, such as the immunomodulatory neuropeptide α-MSH and the immunosuppressive cytokine TGF-b. The results demonstrated that ESMs from RPEs have immunosuppressive properties in that they induce apoptosis in macrophages that are not suppressed or converted to regulatory cells by α-MSH. These results correspond with previous findings that apoptosis is induced in macrophages treated with the conditioned media of cultured RPE eyecups depleted of α-MSH [4,11]. In contrast, the ESMs from confluent cultures of ARPE-19 cells did not induce apoptosis in macrophages. This finding is not that much different from other reports of ARPE-19 cell EVs affecting macrophages in that the EVs can modulate immune activity [14]. In addition, the ARPE-19 EVs can regulate vascular growth and oxidative stress [13,27]. While the experiments were done based on protein concentration, which cannot be directly related to the number of exosomes or extracellular blebs in the conditioned media, there is a possibility that the differences seen could be due to the different types and amounts of extracellular vesicles required to mediate a response. Moreover, there is a possibility of an apical/basal polarization of ESMs by the RPEs that would have a polarity in cargo with different effects on cells under the RPEs and in the retina [16]. Our experiments did not sort out this possibility. While we used a method for efficient isolation of EVs, it is not possible to exclude the presence of RPE membrane blebs with similar sizes and markers [17,20]. Of the few published reports on the effects of primary RPE EVs and membrane blebs, our results suggest a potential for RPE ESMs contributing to the soluble molecules that regulate immune cell activity within the retina.



The expression of mFasL on the ESMs corresponded with the activation of caspase 3/7 and apoptosis within the macrophages. The potential role of FasL in ocular immune privilege has been known for some time [6,8]. The RPEs express high levels of FasL, which may be part of the blood–retinal barrier formed by the RPE monolayer in the back of the eye. The syncytiotrophoblasts of the placenta, another immune-privileged tissue site, release EVs that express the functional aggregate mFasL, which is dependent on membranes for formation [12,26]. These EVs induce extrinsic (FasL to Fas-mediated) apoptosis in T cells and monocytes, and this is considered an important mechanism of placental immunomodulation protecting the fetal tissues from lymphocytic attack triggered by fetal histoincompatibility. In the eye, apoptosis-mediating RPE ESMs would be part of a mechanism to prevent autoreactive and inflammatory immune activity. While we only assayed for FasL, there is the potential that other apoptosis-mediating molecules, such as TRAIL and proapoptotic miRNA, are carried by ESMs. The ESMs expressed an aggregated mFasL and induced caspase 3/7 activity; however, there was a significant reduction in macrophages treated with EAU-RPE ESMs that reached the final stages of apoptosis. The results suggest that even during inflammation, some mechanisms of ocular immune privilege remain expressed in the eye. This could be part of the self-resolving mechanisms of EAU in mice, and manufactured mFasL-expressing extracellular vesicles could be a therapeutic approach to uveitis.



The neuropeptide α-MSH is a potent modulator of immune cell activity [5,28,29,30,31,32,33]. It makes activated dendritic cells and macrophages suppress inflammation while activating Treg cells, and α-MSH converts effector T cells into Treg cells [22,29,30,32,33,34,35]. This effect of α-MSH on immune cells is a behavioral change in immune cells from mediating to suppressing inflammation and inducing tolerance. This places α-MSH with an important role in maintaining and mediating immune privilege [32]. The RPEs constitutively produce α-MSH that mediates RPE suppression of proinflammatory cytokines while promoting anti-inflammatory cytokine production by activated macrophages [3,4,11]. In addition, α-MSH can induce antiapoptotic activity in many cells, including macrophages [21,22,23,36,37]. The results demonstrated that the addition of α-MSH suppressed caspase 3 activation in the cultures of RPE-EV-treated macrophages. This implies that within the immune-privileged retina, macrophages and microglial cells would be rescued from the EV-induced apoptosis by α-MSH. However, the effects of α-MSH on these cells induce suppressive immune activity. Therefore, a mechanism of immune privilege could be a potential selection process in the retina for α-MSH-induced suppressor macrophages and microglial cells (Figure 5).




5. Conclusions


The results demonstrated that ESMs from cultured RPE eyecups can contribute to the soluble factors of RPE-mediated immunosuppression. The ESMs expressed mFasL and induced caspase 3 activity within macrophages. This apoptotic activity was suppressed by another soluble factor of RPEs, the neuropeptide α-MSH. Therefore, along with the other soluble immunoregulators released within the eye, RPE-released ESMs, which include exosomes, have the potential to contribute to the mechanisms of ocular immune privilege.
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Figure 1. Induction of apoptosis in macrophages by RPE ESMs. The RAW264.7 macrophages were treated with whole conditioned media (CM) of naive or EAU eyecups (Eyecup CM or EAU-Eyecup CM), the ESMs from the conditioned media of naive or EAU eyecups (Eyecup ESMs or EAU-Eyecup ESMs), or the ESMs from confluent ARPE-19 cell cultures (ARPE ESMs) or were untreated (Media). (A) After 24 h, the cells were assayed for caspase 3/7 activity. Presented is the relative fluorescence (caspase 3/7 activity) to the background of untreated macrophages (Media) as mean ± SEM for 6 independent experiments for the EV-treated macrophages and 3 independent experiments for the conditioned-media-treated macrophages. Statistically significant (* p ≤ 0.001) levels of caspase 3/7 activity were seen only in the cultures of the macrophages treated with eyecup ESMs and EAU-eyecup ESMs in comparison with media alone. (B) Representative TUNEL-staining micrographs of RAW 264.7 macrophages treated with ESMs obtained from naive and EAU RPE eyecup for 24 h. Visual observations showed no TUNEL-positive cells in the untreated macrophage cultures (micrographs A–C), with most macrophages being TUNEL-positive after ESM treatment (micrographs D–I). Scale bar = 50µm. (C) The cells from the TUNEL assay were counted, and the percentage of TUNEL-positive cells over total DAPI-stained cells is presented as the mean ± SEM. The macrophages treated with naive ESMs had a significantly (* p ≤ 0.05) higher percentage of TUNEL-positive cells (95 ± 2%) than macrophages treated with EAU ESMs (62 ± 3%). The ESMs isolated from RPE eyecups (primary RPE cultures) induce apoptosis in the macrophage cell line. 
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Figure 2. The effects of α-MSH on ESM-mediated apoptosis in macrophages. The RAW264.7 macrophages were treated with the eyecup ESMs with the addition of α-MSH (1, 3, or 10 ng/mL) (EV + α-MSH) or with no α-MSH (ESMs). In addition, cultures of macrophages in media (Media) were used as a background control. The cells were assayed after 24 h of incubation for caspase 3/7 activity. Presented is the relative fluorescence (caspase 3/7 activity) to the background media of untreated macrophages as mean ± SEM for 7 independent experiments. NS: not significant. Statistically significant (* p ≤ 0.001) suppression of caspase 3/7 activity was seen in the cultures of the eyecup EV-treated macrophages with 3 and 10 ng/mL of α-MSH in comparison with EV-treated macrophages with no α-MSH added (EV). Treating the macrophage cells with α-MSH suppressed the activation of caspase 3/7 induced by the RPE ESMs. 
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Figure 3. Expression of mFasL in RPE ESMs. (A) Immunoblot analysis for FasL was done on the isolated ESMs from RPE eyecups of naive and EAU eyes (Eyecup, EAU-Eyecup), and from the confluent cultures of ARPE-19 cells (ARPE-19). Bands that correspond with aggregated mFasL (amFasL) were detected in the ESMs from the RPE eyecups of healthy and EAU eyes and not from the ARPE-19 ESMs. Presented is a representative of 4 immunoblots. No FasL band was detected or measured in any EV from the culture supernatant of confluent ARPE-19 cells. (B) In all the ESMs, RPE65 was detected and used as a loading control along with the amount of protein loaded to measure the relative expression of the amFasL band intensity between the ESMs from naive (RPE) and EAU (EAU RPE) eyecups. Presented is the mean ± SEM of 4 independent experiments. There were no statistical differences between healthy and EAU EV expression of mFasL. The ESMs from RPE express mFasL. 
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Figure 4. RPE ESMs induction of apoptosis in primary macrophages. The peritoneal macrophages from naive mice were treated with the ESMs from the conditioned media of naive RPE eyecups (Naive) or EAU RPE eyecups (EAU) or were untreated (Media). (A) The cultures were incubated for 24 h and stained by TUNEL assay. No TUNEL-positive cells were observed in the untreated cultures (micrographs A–C); TUNEL-positive cells were seen in the cultures of macrophages treated with ESMs from naive and EAU RPEs (micrographs D–I). Scale bar = 50µm. (B) The cells from the TUNEL assay were counted, and the percentage of TUNEL-positive cells is presented as the mean ± SEM. The macrophages treated with naive ESMs had a significantly (** p ≤ 0.01) higher percentage of TUNEL-positive cells (72 ± 4%) than macrophages treated with EAU ESMs (33 ± 6%). The ESMs isolated from RPE eyecups induce apoptosis in macrophages. 
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Figure 5. The potential role of ESMs and α-MSH produced by RPEs in ocular immune privilege. Within the immune-privileged eye, RPEs constitutively produce α-MSH and release ESMs. The results demonstrated that ESMs induce apoptosis in macrophages and that α-MSH suppresses the apoptotic signal. Previous publications have shown that α-MSH induces anti-inflammatory and suppressor activity in macrophages. Therefore, this combination of RPE ESMs and α-MSH could act as a selective mechanism that permits the survival of only macrophages and resident microglial cells that act to maintain the anti-inflammatory microenvironment of the eye. 
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