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Autophagy Protects against Eosinophil Cytolysis and Release of DNA
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The presence of eosinophils in the airway is associated with asthma severity and risk of exacerbations. Eosinophils deposit their damaging products in airway tissue, likely by degranulation and cytolysis. We previously showed that priming blood eosinophils with IL3 strongly increased their cytolysis on aggregated IgG. Conversely, IL5 priming did not result in significant eosinophil cytolysis in the same condition. Therefore, to identify critical events protecting eosinophils from cell cytolysis, we examined the differential intracellular events between IL5-and IL3-primed eosinophils interacting with IgG. We showed that both IL3 and IL5 priming increased the eosinophil adhesion to IgG, phosphorylation of p38, and production of reactive oxygen species (ROS), and decreased the phosphorylation of cofilin. However, autophagic flux as measured by the quantification of SQSTM1-p62 and lipidated-MAP1L3CB over time on IgG, with or without bafilomycin-A1, was higher in IL5-primed compared to IL3-primed eosinophils. In addition, treatment with bafilomycin-A1, an inhibitor of granule acidification and autophagolysosome formation, enhanced eosinophil cytolysis and DNA trap formation in IL5-primed eosinophils. Therefore, this study suggests that increased autophagy in eosinophils protects from cytolysis and the release of DNA, and thus limits the discharge of damaging intracellular eosinophilic contents.

Introduction

Eosinophilic diseases such as asthma, chronic rhinosinusitis, eosinophilic gastrointestinal diseases, and hypereosinophilic syndromes display systemic and tissue eosinophilia, which contribute to chronic inflammation, tissue damage, and remodeling [START_REF] Masterson | Heterogeneity of Intestinal Tissue Eosinophils: Potential Considerations for Next-Generation Eosinophil-Targeting Strategies[END_REF][START_REF] Salter | Eosinophil Lineage-Committed Progenitors as a Therapeutic Target for Asthma[END_REF][START_REF] Wechsler | Eosinophils in Health and Disease: A State-of-the-Art Review[END_REF].

Several studies have reported the presence of lysed eosinophils, as well as the presence of both free eosinophil granules and extracellular DNA in tissues in several eosinophilic diseases and models [START_REF] Cheng | Dermal eosinophils in atopic dermatitis undergo cytolytic degeneration[END_REF][START_REF] Erjefält | Cytolysis and piecemeal degranulation as distinct modes of activation of airway mucosal eosinophils[END_REF][START_REF] Erjefält | Allergeninduced eosinophil cytolysis is a primary mechanism for granule protein release in human upper airways[END_REF][START_REF] Uller | Occurrence of apoptosis, secondary necrosis, and cytolysis in eosinophilic nasal polyps[END_REF][START_REF] Kelly | Mepolizumab attenuates airway eosinophil numbers, but not their functional phenotype, in asthma[END_REF][START_REF] Yousefi | In vivo evidence for extracellular DNA trap formation[END_REF][START_REF] Miyabe | Eosinophil-mediated inflammation in the absence of eosinophilia[END_REF]. Notably, the presence of free eosinophil granules has been associated with epithelial damage in the airways [START_REF] Erjefält | Association between inflammation and epithelial damagerestitution processes in allergic airways in vivo[END_REF]. The release of eosinophil content during cytolysis is concomitant with extracellular projections of DNA (eosinophil extracellular trap formation) that carries histones, toxic proteins and eosinophil granules [START_REF] Fukuchi | Eosinophil ETosis-Mediated Release of Galectin-10 in Eosinophilic Granulomatosis With Polyangiitis[END_REF][START_REF] Ueki | Charcot-Leyden crystal formation is closely associated with eosinophil extracellular trap cell death[END_REF][START_REF] Ueki | Eosinophil extracellular DNA trap cell death mediates lytic release of free secretion-competent eosinophil granules in humans[END_REF], the latter of which can further release toxic proteins and other eosinophilic mediators, causing lasting tissue damage [START_REF] Neves | Eosinophil granules function extracellularly as receptor-mediated secretory organelles[END_REF]. Therefore, unlike a death by apoptosis, cytolysis is likely to cause more inflammation and tissue damage.

Despite the observations of lysed eosinophils and free granules in tissues, very little has been reported concerning mechanisms of eosinophil cytolysis. In a study by Radonjic-Hoesli et al., cytolysis was induced via IgG interaction and activation with the complement iC3b, which trigger necroptosis upstream of dihydronicotinamide-adenine dinucleotide phosphate (NADPH)-dependent reactive oxygen species (ROS) production [START_REF] Radonjic-Hoesli | Adhesion-induced eosinophil cytolysis requires the receptor-interacting protein kinase 3 (RIPK3)-mixed lineage kinase-like (MLKL) signaling pathway, which is counterregulated by autophagy[END_REF]. In that study, rapamycin-enhanced autophagy was reported to be protective against eosinophil cytolysis.

We have recently shown that long-term priming of eosinophils with interleukin (IL)3 led to the production of the low-affinity IgG receptor (CD32), activation of both CD32 and the αMβ2 integrin, eosinophil adhesion to IgG via phosphatidylinositol 3 -kinase (type-I PI3K), increased ROS production by NADPH oxidase, change in microtubule dynamics, increased p38 mitogen-activated protein kinases (MAPK)-phosphorylation and reduction in ROCK-mediated phosphorylation of cofilin, all leading to important eosinophil cytolysis when interacting with IgG [START_REF] Esnault | IL-3 up-regulates and activates human eosinophil CD32 and alphaMbeta2 integrin causing degranulation[END_REF][START_REF] Esnault | Eosinophil cytolysis on Immunoglobulin G is associated with microtubule formation and suppression of rho-associated protein kinase signalling[END_REF]. Conversely, possibly due to a reduction in the specific IL5 α-chain receptor on the eosinophil surface over time [START_REF] Esnault | Essential mechanisms of differential activation of eosinophils by IL-3 compared to GM-CSF and IL-5[END_REF][START_REF] Liu | Decreased expression of membrane IL-5R alpha on human eosinophils: I. Loss of membrane IL-5 alpha on eosinophils and increased soluble IL-5R alpha in the airway after antigen challenge[END_REF][START_REF] Liu | Decreased expression of membrane IL-5R alpha on human eosinophils: II. IL-5 down-modulates its receptor via a proteinase-mediated process[END_REF], long-term priming with IL5 did not lead to significant eosinophil lysis on IgG [START_REF] Esnault | Eosinophil cytolysis on Immunoglobulin G is associated with microtubule formation and suppression of rho-associated protein kinase signalling[END_REF]. Thus, comparing intracellular events in these two long-term priming models that are only differentiated by the use of two cytokines of the common β-chain receptor family (IL3 and IL5), we aimed to identify specific mechanisms involved in eosinophil cytolysis. The results prompted us to test the hypothesis that downstream of ROS production, autophagy is differentially regulated by IL5 and IL3 priming.

Methods

Subjects, Eosinophil Preparation and Cultures

Circulating eosinophils were purified from donors with eosinophils >35 per µL of blood. The participants did not use systemic steroids or take topical/inhaled corticosteroids the day of the blood draw. Informed consent was obtained from each subject prior to participation. The studies were approved by the University of Wisconsin-Madison Health Sciences Institutional Review Board (#2013-1570). As previously described [START_REF] Esnault | IL-3 up-regulates and activates human eosinophil CD32 and alphaMbeta2 integrin causing degranulation[END_REF], eosinophils were purified by negative selection. Eosinophil preparations with purity >98% and viability ~98% were used. Eosinophils were cultured at 1 × 10 6 /mL in complete medium (RPMI 1640 plus 10% fetal bovine serum) with IL3 (2 ng/mL) or IL5 (2 ng/mL) (both cytokines from BD Biosciences [San Jose, CA, USA]) for 20 h, and were then washed and cultured with complete medium (no IL3 or IL5) on coated heat-aggregated immunoglobulins-G (HA-IgG or IgG) or without IgG as previously described [START_REF] Esnault | IL-3 up-regulates and activates human eosinophil CD32 and alphaMbeta2 integrin causing degranulation[END_REF]. Human serum IgG was from Sigma-Aldrich (St. Louis, MO, USA).

Adhesion Assays

Eosinophil adhesion using Cell Tag 700 was assessed as previously described [START_REF] Esnault | Eosinophil cytolysis on Immunoglobulin G is associated with microtubule formation and suppression of rho-associated protein kinase signalling[END_REF]. Briefly, after 2 h on IgG, cells were fixed with 4% paraformaldehyde (PFA) and permeabilized by adding 0.1% Triton X-100 in PBS. Then, 50 µL/well of Cell Tag 700 diluted 1:500 in blocking buffer was added for 1 h. Imaging was performed using the LI-COR CLx with a 3.5 µm focus offset and scanned at medium quality with 84 µm resolution. Intensity of Cell Tag 700 staining was measured in the 700 nm channel and quantified using Image Studio 5.2 software. For both adhesion assays, all conditions were performed in quadruplicate.

Western Blot

Eosinophils were primed with cytokines for 20 h and were seeded on HA-IgG for the indicated times. Treatment with bafilomycin-A1 (BioViotaca, Liestal, Switzerland) started after priming and 20 min before seeding on IgG. Cells were lysed directly in LaemmLi buffer (10% SDS plus ß-mercaptoethanol), before boiling and loading onto 15 to 10% SDSpolyacrylamide gels. Proteins were transferred into a PVDF membrane. Immunoblotting was performed as previously described [START_REF] Esnault | IL-3 maintains activation of the p90S6K/RPS6 pathway and increases translation in human eosinophils[END_REF]. Blots were subsequently incubated with desired primary antibodies: anti-ß-actin from Sigma-Aldrich, anti-phospho-cofilin, anti-SQSTM1 and anti-LC3B from Cell Signaling Technology (Danvers, MA, USA) and anti-phospho-p38 from Genetel Laboratories (Pasadena, TX, USA) (all diluted by 2000-fold in 1× TBS, 0.1% Tween-20 with 5% BSA). Then, the appropriate HRP-conjugated secondary antibodies (Calbiochem, San Diego, CA, USA) were utilized. Immunoreactive bands were visualized using ECL reagents and GE LAS4000 chemiluminescence imager (GE Healthcare, Chicago, IL, USA) and iBright CL1000 (InVitrogen, ThermoFisher Scientifics, Waltham, MA, USA). Bands were quantified using ImageJ (https://imagej.nih.gov/ij/ accessed on 23 April 2018).

Reactive Oxygen Species (ROS) Measurement

As previously described [START_REF] Esnault | Eosinophil cytolysis on Immunoglobulin G is associated with microtubule formation and suppression of rho-associated protein kinase signalling[END_REF], eosinophils were primed with IL3 or IL5 for 19 h in complete medium before addition of dihydrorhodamine (DRH)-123 (5 µM; Molecular Probes, Invitrogen TM , Eugene, OR, USA) for one hour. Then, cells were washed and seeded on HA-IgG or without IgG in 96-well plate in quadruplicate. ROS production was measured by fluorescence (485 nm Ex /520 nm Em ) at the indicated timepoints. Fluorescence measured in medium only (no cells) was subtracted from the values shown. As a positive control for ROS production, IL3-primed eosinophils were treated with PMA (100 ng/mL).

Microscopy

To visualize the release of DNA from IL3-primed eosinophils on IgG for 5 h, eosinophils were cultured with IL3 (2 ng/mL) for 20 h, and 500 µL of cells (0.6 × 10 6 /mL in fresh medium with no IL3) were added to acid-washed or poly-L-lysine-coated coverslips with HA-IgG (10 µg/mL; 500 µL/well). After 5 h of incubation at 37 • C, coverslips were fixed, permeabilized, and stained as previously described [START_REF] Esnault | Eosinophil cytolysis on Immunoglobulin G is associated with microtubule formation and suppression of rho-associated protein kinase signalling[END_REF]. Coverslips were incubated with mouse anti-gelsolin clone 2 (BD Transduction Laboratories, San Diego, CA, USA) diluted 1:100 and Alexa Fluor 647-labeled phalloidin (Invitrogen, Waltham, MA, USA) diluted 1:40, followed by staining with Alexa Fluor 488-conjugated anti-mouse IgG (Cell Signaling Technology, Danvers, MA, USA) diluted 1:1000 and 4 ,6-diamidino-2-phenylindole (DAPI). Coverslips were mounted on slides and sequential 0.3-µm z-step images were acquired and reconstructed using a Nikon A1R-Si + Confocal (60 × oil objective) and NIS-Elements AR v4.30 software.

Cytolysis Measurement of Eosinophils on HA-IgG

As previously described [START_REF] Esnault | Eosinophil cytolysis on Immunoglobulin G is associated with microtubule formation and suppression of rho-associated protein kinase signalling[END_REF], after 20 h of cytokine priming and 4.5 h on HA-IgG, 20 µL of bis-alanyl-alanyl-phenylanlanyl-rhodamine 110 (R110; CytoTox-Fluor™ Cytotoxicity Assay, Promega, Madison, WI, USA) was added to each well for 30 min to measure the loss of membrane integrity by fluorescence (485 nm Ex /520 nm Em ). For the condition with bafilomycin-A1 treatment, bafilomycin-A1 (1 µM) was added to cells after the priming and 20 min before seeding on coated HA-IgG. The same concentration of vehicle (DMSO) used to prepare bafilomycin-A1 was used as a control. All conditions were performed in triplicate. The value for the IL3IgG condition (IL3 priming on IgG with DMSO) was fixed at 100.

DNA Spreading and Projections

Eosinophils primed with either IL3 or IL5 (both at 2 ng/mL) for 20 h, treated with bafilomycin-A1 (1 µM) or vehicle alone for 20 min, were seeded at 0.5 × 10 6 cells/mL (300 µL/well) in an eight-well chamber slide (Ibidi, Gräfelfing, Germany) coated with 300 µL of HA-IgG (10 µg/mL). After 4.5 h, cells were washed and fixed with 4% paraformaldehyde for 20 min at room temperature (RT). After three washes with PBS, DAPI was added into wells for 10 min at RT, followed by three washes and the addition of mounting medium (Ibidi). Images were taken using a Nikon Eclipse Ti microscope and its 20× objective. Bright-field (BF) images and images of DAPI fluorescence (200 msec. exposure) were taken using the BF and DAPI settings on the NIS-Elements AR v4.30.02 software. BF images allowed cell counting while DAPI fluorescence was quantified by ImageJ (https://imagej.nih.gov/ij/ accessed on 23 April 2018) (threshold fixed around 6500). For each well, three to four fields (depending on the cell density in the field) were randomly used for a total cell count of ~450 cells. The total area of DAPI fluorescence per cell was calculated, and the number of DNA projections per 100 cells was counted. A projection was defined as a line of DNA with a length >2-fold the length of an intact nucleus.

Statistical Analyses

Statistical analyses were performed using the SigmaPlot 13.0 software package (Systat Software, Inc., Palo Alto, CA, USA). Differences between two groups were analyzed using Student's paired t test or t test as indicated. One-way ANOVA was used to compare more than two groups. p < 0.05 was considered statistically significant.

Results

Both IL5 and IL3 Priming Led to Adhesion on IgG, Phosphorylation of p38, Dephosphorylation of Cofilin and to High Production of ROS after Interaction with IgG

Comparing IL5 (low cytolysis) with IL3 (high cytolysis) [START_REF] Esnault | Eosinophil cytolysis on Immunoglobulin G is associated with microtubule formation and suppression of rho-associated protein kinase signalling[END_REF], we investigated whether an early critical step, such as adhesion to IgG, was reduced after IL5 priming. Since adhesion is required for the downstream events leading to cytolysis [START_REF] Esnault | Eosinophil cytolysis on Immunoglobulin G is associated with microtubule formation and suppression of rho-associated protein kinase signalling[END_REF], we could speculate that a significant reduction in adhesion by IL5-primed cells could explain the lack of cytolysis. Using a recently reported adhesion assay [START_REF] Esnault | RNA-sequencing analysis of lung primary fibroblast response to eosinophil-degranulation products predicts downstream effects on inflammation, tissue remodeling and lipid metabolism[END_REF], which overcomes the large loss of EPX by degranulation from the IL3-primed adherent cells, we showed that IL5 led to 35% less adhesion compared to IL3 (Figure 1A). We also found a reduction in p38 mitogen-activated protein kinase (MAPK) phosphorylation in IL5-primed eosinophils (Figure 1B), but a similar dephosphorylation of cofilin compared to IL3 (Figure 1C). However, because of the slight but significant decrease in adhesion after IL5 priming compared to IL3 (Figure 1A), it was surprising to observe that ROS production on IgG was similar for both cytokines (Figure 1D).

Autophagic Flux Is Higher after IL5 Priming than IL3 Priming

Similar production of ROS from either IL5 or IL3 primed cells (Figure 1D) suggested that an event downstream of ROS is regulating cytolysis differentially depending on the cytokine. Autophagy is known to be activated by oxidative stress to eliminate oxidized cellular elements and thereby protects against cell death [START_REF] Navarro-Yepes | Oxidative stress, redox signaling, and autophagy: Cell death versus survival[END_REF][START_REF] Yun | Roles of Autophagy in Oxidative Stress[END_REF][START_REF] Lee | Involvement of ROS in Curcumin-induced Autophagic Cell Death[END_REF]. We thus analyzed events involved in autophagy. At the end of the autophagy signaling pathways, lipidated-MAP1L3CB (PE-LC3) and SQSTM1-p62 are two critical proteins implicated in the formation of autophagosomes [START_REF] Sanchez-Martin | p62/SQSTM1-steering the cell through health and disease[END_REF][START_REF] Orhon | Assays to Monitor Autophagy Progression in Cell Cultures[END_REF]. Therefore, we first examined the presence of these proteins after IL3 and IL5 priming in eosinophils. Figure 2 depicts the presence of both SQSTM1-p62 and PE-LC3 in eosinophils, with a significant increase in SQSTM1-p62 as a result of both IL3 and IL5 priming. Increased autophagy is typically accompanied by a reduction in PE-LC3 and SQSTM1-p62 protein amounts due to their degradation in the autophagolysosomes [START_REF] Orhon | Assays to Monitor Autophagy Progression in Cell Cultures[END_REF][START_REF] Yoshii | Monitoring and Measuring Autophagy[END_REF][START_REF] Daubeuf | An Autophagy Modulator Peptide Prevents Lung Function Decrease and Corrects Established Inflammation in Murine Models of Airway Allergy[END_REF]. We then analyzed the amount of these proteins in IL3-primed eosinophils seeded on IgG over time. We observed a small diminution of these proteins in the first 3 h on IgG versus no IgG (Supplementary Figure S1), suggesting the possible induction of autophagy in IL3-primed eosinophils on IgG. When comparing IL3 (high cytolysis) with IL5 (low cytolysis)-primed eosinophils on IgG over time, the amounts of SQSTM1-p62 and PE-LC3 were significantly lower after IL5 priming, particularly early (around 1 h) after interaction with IgG (Figure 3A), suggesting a delay in the autophagic process after IL3 priming. We then calculated the autophagic flux in both priming conditions after interaction with IgG for 1.5 h. As displayed in Figure 3B, blockade of autophagolysosome formation with bafilomycin-A1 significantly reduced the degradation of both PE-LC3 and SQSTM1-p62 in the IL5 priming condition. The increased accumulation of PE-LC3 and SQSTM1-p62 proteins by bafilomycin-A1 after IL3 priming did not reach statistical significance (Figure 3B). These data indicate higher autophagic flux in IL5-primed eosinophils. ). Blood eosinophils were cultured without cytokine (rest) or were primed with either IL3 (2 ng/mL) or IL5 (2 ng/mL) for 20 h. A representative Western blot is shown and graphs show the average ± SEM of the ratio with β-actin from 3 experiments using 3 different donors. The ratio for rest was fixed at 1. SQSTM1-p62 is increased by cytokine priming while LC3 and PE-LC3 were not changed. One-way ANOVA was performed and p values compared to rest for SQSTM1-p62 are shown.

Blockade of Autophagolysosome Formation Increases IL5-Primed Eosinophil Lysis on IgG

Next, to show the impact of autophagolysosome formation on eosinophil cytolysis, we treated IL3-and IL5-primed eosinophils with bafilomycin-A1 before interaction with IgG, and then measured cytolysis using rhodamine-110 (R110). Treatment with bafilomycin-A1 increased IL3-primed and IL5-primed eosinophil lysis by 50% and 100%, respectively (Figure 4), suggesting that autophagolysosome formation protects from cytolysis for both IL3-and IL5-primed eosinophils. A representative picture of eosinophils for each of the four conditions is shown in Figure 4. Of note, unlike bafilomycin-A1, treatment with 3-methyladenine (3-MA; 50 µg/mL; inhibitor of PI3K) did not augment cytolysis, and treatment with rapamycin (0.05 µg/mL; inhibitor of mTOR and inductor of macroautophagy) did not protect from cytolysis (Supplementary Figure S2).

The Formation of Autophagolysosomes Controls the Release of DNA Traps

As in other models of eosinophil cytolysis on IgG, our model also leads to rupture of the nuclei and release of DNA. Some lysed cells display spreading of DNA without long projections (DNA clouds) while other cells exhibit extended projections of DNA, typically associated with eosinophil cytoplasmic content (Figure 5). To evaluate the role of autophagolysosome formation on the rupture of the nucleus and the projection of DNA, the number of DNA projections and the surface of DNA were counted and measured, respectively in IL3-primed and IL5-primed eosinophils with or without bafilomycin-A1 treatment. Eosinophils were seeded on IgG for 4.5 h and DNA was stained with DAPI. We found that inhibition of autophagolysosome formation by bafilomycin-A1 led to a substantial increase in the number of DNA projections after IL5-priming, reaching the same count as after priming with IL3 (~15 projections per 100 cells; Figure 6A). The area of DNA (DNA clouds plus projections) per cell was also significantly enhanced by bafilomycin-A1 (Figure 6B). A representative image from the three conditions depicting intact nuclei, DNA projections, and DNA clouds is shown in Figure 6C. Of note, in a preliminary experiment, the number of DNA projections between IL3 and IL3 plus bafilomycin-A1 was very similar (~16 projections per 100 cells); thus, the IL3 plus bafilomycin-A1 condition was not repeated and is not included in Figure 6A. (2 ng/mL) for 20 h and were seeded on coated HA-IgG for 4.5 h. For IL5 priming, cells were treated with bafilomycin-A1 (Baf.; 1 µM) or DMSO ((-); vehicle only) for 20 min before seeding on IgG. Cells were fixed and stained with DAPI to visualize DNA. Three experiments using three different blood donors were performed. For each experiment, three to four fields per well were imaged for a total of about 450 cells using a 20× objective. (A) The number of DNA projections was counted and reported per 100 cells. One-way ANOVA followed by Holm-Sidak method: * p < 0.001 between IL5IgG and Baf.IL5IgG; # p < 0.001 between (-)IL3IgG and (-)IL5IgG. (B) The surface covered by DNA was measured by ImageJ and reported as area of DNA per cell. IL3IgG was fixed at 100. Student's t test between IL5IgG and Baf.IL5IgG: ˆp < 0.0014. (C) A representative image of the three conditions is shown.

Discussion

In this study, using two in vitro conditions that trigger either high (IL3) or low (IL5) levels of eosinophil cytolysis on IgG, we showed the important role of autophagolysosome formation, an end-stage critical step of autophagy, to maintain eosinophil integrity, and to avoid the release of eosinophil content and DNA traps. The protective effect of autophagy against eosinophil lysis on IgG following ROS production is in agreement with the work by Radonjic-Hoesli et al. wherein rapamycin-induced autophagy led to a reduction in eosinophil cytolysis [START_REF] Radonjic-Hoesli | Adhesion-induced eosinophil cytolysis requires the receptor-interacting protein kinase 3 (RIPK3)-mixed lineage kinase-like (MLKL) signaling pathway, which is counterregulated by autophagy[END_REF].

In our previous reports [START_REF] Esnault | Eosinophil cytolysis on Immunoglobulin G is associated with microtubule formation and suppression of rho-associated protein kinase signalling[END_REF][START_REF] Esnault | RNA-sequencing analysis of lung primary fibroblast response to eosinophil-degranulation products predicts downstream effects on inflammation, tissue remodeling and lipid metabolism[END_REF], we showed that most of the IL3-primed eosinophil cytolysis starts after 3 h on IgG. Here, changes in PE-LC3 and SQSTM-p62 protein levels and increased autophagic flux in IL5-primed eosinophils occurred during the first 3 h on IgG. This indicates that autophagic flux is ongoing prior to cytolysis, and it likely protects IL5-primed eosinophils from cytolysis.

A second important observation from this work is that treatment of IL5-primed eosinophils with bafilomycin-A1 did not permit cytolysis to reach the levels observed with IL3-primed eosinophils. This suggests that other factors such as adhesion and the activation of p38 MAPK, for instance, are critical to reach a high level of cytolysis. Conversely, the release of DNA projections by bafilomycin-A-treated IL5-primed cells, reached the same level as IL3-primed eosinophils. These data are indicative of a tighter relationship between autophagolysosome formations and DNA projections more so than with cytolysis per se. The close relationship between autophagy and DNA released from eosinophils is in accordance with a study by Germic et al. showing that the absence of AGT5 (an important element of macroautophagy) is associated with increased degranulation and release of DNA from eosinophils rather than with cell survival [START_REF] Germic | ATG5 promotes eosinopoiesis but inhibits eosinophil effector functions[END_REF].

Although the intracellular signaling between ROS production and the autophagolysosome formation was not examined in this study, the significant reduction in p38 phosphorylation in IL-5 primed versus IL-3 primed eosinophils suggests a possible role for p38 to mediate autophagy. In fact, we have previously reported that downstream of ROS production, p38 phosphorylation is required for eosinophil cytolysis on IgG [START_REF] Esnault | Eosinophil cytolysis on Immunoglobulin G is associated with microtubule formation and suppression of rho-associated protein kinase signalling[END_REF]. In addition, it is known that p38 activation can limit autophagy activity by reducing the maturation of the autophalysosomes [START_REF] Corcelle | Control of the autophagy maturation step by the MAPK ERK and p38, lessons from environmental carcinogens[END_REF][START_REF] Yang | Myricetin Induces Autophagy and Cell Cycle Arrest of HCC by Inhibiting MARCH1-Regulated Stat3 and p38 MAPK Signaling Pathways[END_REF][START_REF] Ye | TNFalpha-induced necroptosis and autophagy via supression of the p38-NF-kappaB survival pathway in L929 cells[END_REF]. A fuller account of the intracellular signaling pathways involved in the modulation of autophagy in our model will be subject of further investigations.

Autophagy plays a major role in many diseases, including immune diseases [START_REF] Celia | Autophagy in Rheumatic Diseases: Role in the Pathogenesis and Therapeutic Approaches[END_REF][START_REF] Jeong | The Role of Autophagy in the Function of CD4(+) T Cells and the Development of Chronic Inflammatory Diseases[END_REF], neurodegenerative diseases [START_REF] Kanno | Chaperone-Mediated Autophagy in Neurodegenerative Diseases and Acute Neurological Insults in the Central Nervous System[END_REF], atherosclerosis [START_REF] Hua | The Induction of Endothelial Autophagy and Its Role in the Development of Atherosclerosis[END_REF], and cancers [START_REF] Gundamaraju | Autophagy and EMT in cancer and metastasis: Who controls whom?[END_REF][START_REF] Tossetta | Role of NRF2 in Ovarian Cancer[END_REF]. Our present work suggests that autophagy may also have a role in eosinophilic asthma. It has been previously shown that sputum granulocytes from severe asthma subjects display a higher level of autophagy than sputum granulocytes from non-severe asthma subjects and healthy individuals [START_REF] Ban | Autophagy mechanisms in sputum and peripheral blood cells of patients with severe asthma: A new therapeutic target[END_REF]. However, these observations do not indicate whether autophagy is protective or damaging in asthma. The role of autophagy in vivo has been shown in an ovalbumin (OVA)-induced pulmonary inflammation mouse model using 3-MA as an inhibitor of autophagy [START_REF] Silveira | Reactive oxygen species are involved in eosinophil extracellular traps release and in airway inflammation in asthma[END_REF]. In that study, autophagy enhanced eosinophil accumulation and DNA released from eosinophils (EEtosis) in the airways, which appears to contradict our findings. However, it is important to note that Silveira et al. found that 3-MA reduces the oxidative stress, which is an event upstream of autophagy [START_REF] Navarro-Yepes | Oxidative stress, redox signaling, and autophagy: Cell death versus survival[END_REF][START_REF] Yun | Roles of Autophagy in Oxidative Stress[END_REF][START_REF] Lee | Involvement of ROS in Curcumin-induced Autophagic Cell Death[END_REF]. In addition, it is well-known that 3-MA inhibits both type-III and type-I PI3K [START_REF] Wu | Dual role of 3-methyladenine in modulation of autophagy via different temporal patterns of inhibition on class I and III phosphoinositide 3-kinase[END_REF], the latter of which has autophagy-independent important functions, including cell adhesion and the production of ROS [START_REF] Radonjic-Hoesli | Adhesion-induced eosinophil cytolysis requires the receptor-interacting protein kinase 3 (RIPK3)-mixed lineage kinase-like (MLKL) signaling pathway, which is counterregulated by autophagy[END_REF][START_REF] Esnault | Eosinophil cytolysis on Immunoglobulin G is associated with microtubule formation and suppression of rho-associated protein kinase signalling[END_REF]. Finally, 3-MA is known to notably accelerate the spontaneous apoptosis of neutrophils [START_REF] Pliyev | Differential effects of the autophagy inhibitors 3-methyladenine and chloroquine on spontaneous and TNF-alpha-induced neutrophil apoptosis[END_REF], which could explain the reduction in eosinophilic inflammation by 3-MA. Therefore, in this in vivo model, 3-MA may have targeted other mechanisms and/or upstream events rather than eosinophil autophagy directly. In the current study, we also did not observe enhanced cytolysis by 3-MA as we did using bafilomycin-A1. While we had reported that an inhibitor of type-I PI3K strongly reduced ROS production in our model [START_REF] Esnault | Eosinophil cytolysis on Immunoglobulin G is associated with microtubule formation and suppression of rho-associated protein kinase signalling[END_REF], we did not further examine a possible 3-MA-induced reduction in ROS production in the present study. Another study in an OVA-challenge mouse model also found beneficial outcomes to a reduction in autophagy using 3-MA and Atg5 shRNA treatment [START_REF] Liu | The role of autophagy in allergic inflammation: A new target for severe asthma[END_REF]. Very recently, Daubeuf et al. used a synthetic phosphopeptide (P140) to inhibit chaperone-mediated autophagy (CMA) [START_REF] Daubeuf | An Autophagy Modulator Peptide Prevents Lung Function Decrease and Corrects Established Inflammation in Murine Models of Airway Allergy[END_REF]. They found that P140 treatment reduced airway inflammation following house dust mite (HDM) sensitization and challenge. In that study, it remains unclear whether P140 affects airway inflammation via CMA and/or macroautophagy (i.e., autophagolysosome formation). Importantly also, intranasal delivery of P140 had no effect on local inflammation while intravenous delivery reduced airway inflammation (eosinophils, lymphocytes, and neutrophils), indicating a systemic role rather than a direct local function on tissue mature inflammatory cells. Further studies in animal models using tools targeting more specific autophagy signaling pathways (macroautophagy, mitophagy, microphagy, or CMA) and specific cell types (eosinophils, epithelial cells, fibroblasts, progenitors, or mature cells, etc.), would be helpful to develop therapies to control airway inflammation, eosinophil cytolysis and release of DNA traps.

Importantly, in addition to stopping the end-stage step of autophagy, bafilomycin-A1, by blocking the proton pump on the granules in eosinophils [START_REF] Kurashima | The role of vascular H+-ATPase in the control of intragranular pH and exocytosis in eosinophils[END_REF], may also reduce the alkalization of the cytoplasm during the oxidative burst in this model [START_REF] Bankers-Fulbright | Platelet-activating factor stimulates cytoplasmic alkalinization and granule acidification in human eosinophils[END_REF], and thus enhance eosinophil death and cytolysis. These events should be considered to further investigate the intracellular events leading to eosinophil cytolysis and the release of DNA.

In human asthma, we previously observed that after IL5 inhibition with mepolizumab treatment, the number of intact airway eosinophils was strongly reduced, but the airway deposition of toxic proteins (EPX) and free granules was not significantly attenuated [START_REF] Kelly | Mepolizumab attenuates airway eosinophil numbers, but not their functional phenotype, in asthma[END_REF].

Therefore, it is tempting to speculate that in the absence of IL5, the rate of eosinophils undergoing cytolysis is largely increased. The reduction in the release of damaging eosinophil content by augmenting airway autophagy may be of importance in eosinophilic diseases, including asthma, particularly in the absence of IL5 signaling.

Conclusions

Our study suggests that autophagy reduces mature eosinophil cytolysis and the release of their content, including DNA traps. Although in animal models of allergic inflammation it may be beneficial to inhibit autophagy to limit inflammatory cell differentiation and recruitment to the airways, enhanced autophagy locally in the airways, particularly in eosinophils, may help prevent the release of their damaging content. Studies in human models are required to measure autophagy in airway eosinophils.

Figure 1 .

 1 Figure 1. IL5-primed cells produce the same amount of ROS and phospho(p)-cofilin on IgG as IL3-primed eosinophils but display reduced adhesion and p-p38. Blood eosinophils were primed with either IL3 (2 ng/mL) or IL5 (2 ng/mL) for 20 h and were seeded on coated heat-aggregated (HA)-IgG (IL3IgG or IL5IgG) for the indicated timepoints. IL3-primed eosinophils were also seeded in wells without coated HA-IgG (IL3). (A) Adhesion using Cell Tag 700 was performed in 96-well plates after 2 h on IgG. Representative wells are shown in the top panel. The graph shows average ± SEM for 4 experiments using 4 different donors, and paired Student's t test between IL5IgG and IL3IgG is shown. (B,C) Western blots were performed to evaluate the level of phosphorylation of p38 MAPK (B) and cofilin (C). Primed eosinophils remained 1 h (B) and 2 h (C) on IgG. The intensity of the signals is relative to β-actin, and the average ratio was fixed at 100 for IL3IgG in (B), and IL3 in (C). Average ± SD of 3 experiments with 3 different donors is shown. One-way ANOVA: IL5IgG is significantly reduced compared to IL3IgG in (B) (#); both IL5IgG and IL3IgG are significantly reduced compared to IL3 in (C) (*), with no statistical difference between IL5IgG and IL3IgG (ns). (D) ROS production was measured using DRH-123 at the indicated timepoints on IgG. For positive control, eosinophils were treated with PMA (100 ng/mL). No difference was observed between IL5IgG, IL3IgG, and PMA for all timepoints (average ± SD of n = 4 experiments with 4 different donors).

Figure 2 .

 2 Figure 2. Primed eosinophils produce SQSTM1-p62, LC3 and lipidated-LC3 (PE-LC3). Blood eosinophils were cultured without cytokine (rest) or were primed with either IL3 (2 ng/mL) or IL5 (2 ng/mL) for 20 h. A representative Western blot is shown and graphs show the average ± SEM of the ratio with β-actin from 3 experiments using 3 different donors. The ratio for rest was fixed at 1. SQSTM1-p62 is increased by cytokine priming while LC3 and PE-LC3 were not changed. One-way ANOVA was performed and p values compared to rest for SQSTM1-p62 are shown.

Figure 3 .

 3 Figure 3. Autophagy is higher in IL5-versus IL3-primed eosinophils. Blood eosinophils were primed with IL3 (2 ng/mL) or IL5 (2 ng/mL) for 20 h and were seeded on coated HA-IgG for the indicated timepoints. Western blots for SQSTM1 and LC3 were performed and β-actin was used as a loading control. Representative blots and graphs with average ± SEM are shown. (A) The amount of PE-LC3 and SQSTM1-p62 was lower in IL5-primed versus IL3-primed eosinophils when interacting with IgG (n = 3 experiments using 3 different donors). For each timepoint, paired Student's t tests to compare IL3 and IL5 were performed and p values < 0.05 are shown (ns = not significant). (B) Western blots were performed to measure PE-LC3 and SQSTM1-62 in cytokine-primed (IL3 or IL5) eosinophils on IgG for 1.5 h after treatment with bafilomycin-A1 (Baf.; 1 µM) or DMSO (vehicle only; (-)). The difference in amount of PE-LC3 with Baf. and vehicle only represent the autophagic flux (AF). Values for (-) were fixed at 1. Paired Student's t tests were performed to evaluate the difference between Baf. and vehicle only (-). P values are shown; n = 6 experiments (6 subjects) for PE-LC3B and n = 7 (7 subjects) for SQSTM1-62.

Figure 4 .

 4 Figure 4. Inhibition of the formation of autophagolysosomes leads to increased eosinophil cytolysis on IgG. Eosinophils were primed with either IL3 (2 ng/mL) or IL5 (2 ng/mL) for 20 h, treated with bafilomycin-A1 (Baf.; 1µM) or vehicle only [(-); DMSO] for 20 min, and seeded on HA-IgG for 4.5 h before addition of R110 for 30 min. Cytolysis was measured by fluorescence (485 nm Ex /520 nm Em ). Values obtained with the controls (medium only and IL3-primed eosinophils seeded without IgG) were subtracted from the values obtained for cytokine-primed eosinophils on IgG (IL3IgG and IL5IgG). For each of the 4 experiments (4 different blood donors), the value for IL3IgG was fixed at 100. After Log10 transformation, one-way ANOVA followed by Holm-Sidak was performed and p values comparing Baf. versus no Baf. are shown. # indicates p < 0.001 between (-)IL3IgG and (-)IL5IgG, and * indicates p < 0.001 between Baf.IL3IgG and Baf.IL5IgG. A representative image of the 4 conditions is shown (bright-field; 20X objective of a Nikon Eclipse Ti inverted microscope).

Figure 5 .

 5 Figure 5. IL3-primed eosinophils on IgG release DNA in the extracellular compartment. Blood eosinophils were primed with IL3 (2 ng/mL) for 20 h and were seeded on coated HA-IgG for 5 h. Eosinophils were stained for an actin regulatory protein, gelsolin (anti-gelsolin; green), filamentous actin (phalloidin, grey), and DNA (DAPI; blue). DNA clouds and projections are stained by DAPI.

Figure 6 .

 6 Figure 6. Inhibition of the formation of autophagolysosomes in IL5-primed eosinophils on IgG leads to increased DNA projections and spreading. Eosinophils were primed with IL3 (2 ng/mL) or IL5 (2 ng/mL) for 20 h and were seeded on coated HA-IgG for 4.5 h. For IL5 priming, cells were treated with bafilomycin-A1 (Baf.; 1 µM) or DMSO ((-); vehicle only) for 20 min before seeding on IgG. Cells were fixed and stained with DAPI to visualize DNA. Three experiments using three different blood donors were performed. For each experiment, three to four fields per well were imaged for a total of about 450 cells using a 20× objective. (A) The number of DNA projections was counted and reported per 100 cells. One-way ANOVA followed by Holm-Sidak method: * p < 0.001 between IL5IgG and Baf.IL5IgG; # p < 0.001 between (-)IL3IgG and (-)IL5IgG. (B) The surface covered by DNA was measured by ImageJ and reported as area of DNA per cell. IL3IgG was fixed at 100. Student's t test between IL5IgG and Baf.IL5IgG: ˆp < 0.0014. (C) A representative image of the three conditions is shown.
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