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Equine asthma (EA) is a highly relevant disease, estimated to affect up to 20% of all horses, and compares to human asthma. The pathogenesis of EA is most likely immune-mediated, yet incompletely understood. To study the immune response in the affected lower airways, mixed leukocytes were acquired through bronchoalveolar lavage (BAL) and the cell populations were analyzed on a single-cell basis by flow cytometry (FC). Samples of 38 horses grouped as respiratory healthy or affected by mild to moderate (mEA) or severe EA (sEA) according to their history, clinical signs, and BAL cytology were analyzed. Using FC, BAL cells and PBMC were comprehensively characterized by cell surface markers ex vivo. An increased percentage of DH24A+ polymorphonuclear cells, and decreased percentages of CD14+ macrophages were detected in BAL from horses with sEA compared to healthy horses or horses with mEA, while lymphocyte proportions were similar between all groups. Independently of EA, macrophages in BAL were CD14+CD16+, which contrasts the majority of CD14+CD16- classical monocytes in PBMC. Percentages of CD16-expressing BAL macrophages were reduced in BAL from horses with sEA compared to healthy horses. While PBMC lymphocytes predominantly contain CD4+ T cells, B cells and few CD8+ T cells, BAL lymphocytes comprised mainly CD8+ T cells, fewer CD4+ T cells and hardly any B cells. These lymphocyte subsets’ distributions were similar between all groups. After PMA/ionomycin stimulation in vitro, lymphocyte activation (CD154 and T helper cell cytokine expression) was analyzed in BAL cells of 26 of the horses and group differences were observed (p=0.01–0.11). Compared to healthy horses’ BAL, CD154+ lymphocytes from horses with mEA, and CD4+IL-17A+ lymphocytes from horses with sEA were increased in frequency. Activated CD4+ T helper cells were more frequent in asthmatics’ (mEA, sEA) compared to healthy horses’ PBMC lymphocytes. In summary, FC analysis of BAL cells identified increased polymorphonuclear cells frequencies in sEA as established, while macrophage percentages were mildly reduced, and lymphocyte populations remained unaffected by EA. Cytokine production differences of BAL lymphocytes from horses with sEA compared to healthy horses’ cells point towards a functional difference, namely increased local type 3 responses in sEA.
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Introduction

Equine asthma (EA) is a common non-infectious chronic lower airway disease affecting up to 20% of adult horses that impairs welfare and has major economic impact (1–3). EA resembles human asthma in many characteristics, including exacerbation by environmental triggers, and development of bronchospasm, mucus hypersecretion and chronic inflammation (2–4). The equine asthma syndrome is differentiated into phenotypes according to clinical presentation, lung function and airway cytology, best defined in bronchoalveolar lavage fluid (BALF), which is routinely sampled in horses for respiratory diagnostics (1, 3). Mild to moderate asthma (mEA) is differentiated from severe asthma (sEA) by the absence of dyspnea, impaired lung function at rest, and the severity and type of cytologic pathology indicative of airway inflammation. The disease mEA, formerly known as inflammatory airway disease, can have varying cytologic characteristics, i. e. mastocytic, eosinophilic, (mildly) neutrophilic or mixed cytology while sEA (formerly known as heaves or recurrent airway obstruction) is consistently characterized by neutrophilic inflammation (1, 3).

The pathogenesis of EA, in particular the type of underlying immune dysregulation, is still incompletely understood. In contrast to human asthma, pathogenesis-based endotypes of equine asthma have not been defined (3). There are several hypotheses regarding the underlying pathogenesis mechanism of EA spanning from allergic (resembling human type 2 allergic asthma) (3–7), to Th17-mediated (resembling human non-type 2 neutrophilic severe asthma endotypes) (3, 4, 8, 9), or describing dysfunctions of innate mechanisms mediated by macrophages and oxidative stress (2–4, 10).

For the investigation of immune responses in the lung, the analysis of cells from that compartment is most beneficial and has been utilized in various approaches using equine BALF samples (5–7, 9, 11). However, the mixed leukocyte population in BALF and the established differences between healthy and asthmatic horses hamper exact interpretation in many bulk-analysis-based approaches. Accordingly, single-cell-based approaches are more informative and have been performed in more recent studies after the improved availability of new methodology and the development or confirmation of equine-specific antibodies (11–16). Recent reports established several leukocyte phenotype markers for equine BAL cells and PBMC, allowing for in-depth phenotypic characterization of equine leukocytes to elucidate the composition of mixed cell populations (11, 12, 16–18).

We hypothesized that the detailed phenotypes and functions of BAL cells differ between healthy and asthmatic horses. Thus, flow cytometry (FC) was used to comprehensively analyze BAL leukocyte subsets. Furthermore, we compared BAL cells with PBMC as an even more readily available and standardized sample. Importantly, we also analyzed cytokine expression by lymphocytes using intracellular staining of cytokines and FC analysis after in vitro stimulation to narrow down a potential T cell polarization bias in EA.



Material and Methods


Horses and Diagnostic Evaluation

Horses (n=30) presented as patients for respiratory examination to the Department for Horses, Faculty of Veterinary Medicine, Leipzig University, Germany between March and December 2021 were included in the study after informed consent of their owners. Leftover samples from routine diagnostic procedures were used for research purposes. Additionally, physically healthy control horses (n=8) underwent the same procedures approved under the animal experiment permission number TVV22/20, file number 25-5131/490/23 (Landesdirektion Sachsen, Germany).

The horses’ clinical history was assessed using a questionnaire to score the Horse Owner Assessed Respiratory Signs Index (HOARSI) (19) and a summary HOARSI (range 1–4) was deducted. Information about any treatments in the last month before the examination was recorded. All horses underwent physical examination at rest and after re-breathing, and a clinical score adapted from Ivester et al. (3, 20) was recorded, summarizing nasal discharge, cough, respiratory rate, nasal flare, abdominal lift, and findings on lung auscultation (Supplementary Table 1). Arterial blood samples were obtained from the right common carotid artery and analyzed within minutes after collection on an ABL90 FLEX PLUS blood gas analyzer (Radiometer Medical ApS, Brønshøj, Denmark).

Endoscopy of the upper and lower airways was performed after sedation with detomidine and butorphanol with a flexible video endoscope (Storz G28-250, 10.4 mm diameter). A mucus score (21) was assessed by a veterinarian specialized in equine internal medicine. For BALF collection the larynx and the targeted bronchus were anesthetized by topical application of 0.5% lidocaine hydrochloride (bela-pharm, Vechta, Germany) in saline (B. Braun, Melsungen, Germany) via the endoscope. The endoscope was advanced into one bronchus until wedged and a lavage was performed using one bolus of saline (60 ml/100 kg body weight, B Braun) with immediate re-aspiration into syringes. The resulting bronchoalveolar lavage fluid (BALF) was placed on ice and processed within one hour after sampling. Heparinized venous blood was acquired by jugular venipuncture (sodium heparin vacuum tubes, Becton Dickinson GmbH, Heidelberg, Germany) and processed within three hours after sampling.

An aliquot of BALF was used to prepare cytospins (5 minutes centrifugation 113 x g, Shandon Cytospin centrifuge, Thermo, Waltham, MA USA); for cytology. These were stained with DiffQuick (RAL Diagnostics, Martillac, France) or toluidine blue (0.25 mg/ml Toluidine Blue O, Sigma-Aldrich, Merck KGaA, Darmstadt Germany). A minimum of 500 cells per specimen was differentiated and the percentages of lymphocytes, macrophages, neutrophil granulocytes (polymorphonuclear cells, PMN), eosinophil granulocytes (all in DiffQuick stained slides), and metachromatic mast cells (MC, in toluidine blue stained slides) were recorded.



Horse Classification

The horses were retrospectively classified into groups by established criteria (1, 3) according to their history (Horse Owner Respiratory Signs Index, HOARSI (19)), clinical presentation (Supplementary Table 1) (20), endoscopic mucus score (21), BAL cytology, and treatment within four weeks prior to the sampling (Table 1 and Figure 1). Horses with altered complete blood count, fever or other signs of infectious or systemic inflammatory disease were excluded. Horses without a history of asthma symptoms (HOARSI ≦ 2), without findings of lower respiratory disease (dyspnea, cough, mucus nasal discharge, abnormal lung sounds; mucus score ≦2), and with normal BAL cytology (≦ 8% PMN, ≦ 0.5% eosinophils, ≦ 5% MC) were considered respiratory healthy (1, 3). Horses without clinical signs, but abnormal mucus score or BAL cytology were categorized to have mild EA, those with clinical signs but without dyspnea at rest were categorized to have moderate EA. The horses with mild or moderate EA were combined in one group (mEA) according to the consensus statement on inflammatory airway disease (1). Horses with a history of asthma symptoms (HOARSI 3 or 4), clinical findings including dyspnea at rest, a mucus score ≧2, and abnormal BAL cytology with >10% PMN were categorized as horses with severe EA (sEA). Horses in the sEA group who received bronchodilators or corticosteroids within four weeks prior to examination were analyzed as a separate group (sEA tr). Severely asthmatic horses were considered untreated (sEA) if they did not receive any treatment, underwent inhalation of saline, or received mucolytics. Horses with a history of asthma symptoms (HOARSI 3 or 4) but without clinical signs and with mucus scores ≦2 at the time of examination were categorized as EA in remission (EA rem). Horses with BAL samples with indications of blood contamination (macroscopically or microscopically on cytospins) were excluded from the study.


Table 1 | Horses and group classification.






Figure 1 | Clinical presentation and BAL cytology confirm group classifications of the horses. Horses were classified as respiratory healthy (n=8) or asthmatic [mild–moderate (mEA, n=8), severe (sEA, n=10), severe and pre-treated (sEA tr, n=7), EA in remission of symptoms (EA rem, n=5)]. The results per group are presented in scatter plots with bars indicating group medians of: (A) the history of symptoms (HOARSI), (B) clinical presentations (score sum), (C) alveolar to arterial oxygen pressure difference (AadO2, increased in sEA tr); (D) mucus score (increased in sEA and sEA tr) and (E) cell counts per µl in BALF. Results from microscopic assessment of nucleated BAL cells (cytospins) are likewise presented for: (F) lymphocytes, (G) polymorphonuclear cells (PMN), (H) macrophages (Mph), (I) eosinophils, and (J) mast cells (MC). Frequencies of (G) PMN were increased in severely asthmatic horses (sEA and sEA tr) and (H) frequencies of Mph were reduced in the sEA tr group compared to healthy horses. Asterisks represent differences between groups with p<0.05 in Kruskal-Wallis tests.





Sample Processing

From the same horses used for BAL acquisition, PBMC were isolated from heparinized blood by density gradient centrifugation (Pancoll 1077, Pan-Biotech, Aidenbach) as previously described (13, 15). BALF was passed over a cell strainer (ClearLine100 µm, Kisker Biotech, Steinfurt, Germany) and centrifuged at 500 x g, for 8 min, at 4°C. Supernatant fluid was removed, and the resulting BAL cell pellet was washed in PBS (Roth, Karlsruhe, Germany) with the same centrifugation settings. Viability and counts of PBMC and BAL cells were determined by trypan blue staining and cells were re-suspended in supplemented medium (DMEM low glucose (1 g/l), 1% (v/v) non-essential amino acids (NEA), 2 mM L-glutamine, 50 μg/ml gentamicin, 100 U/ml penicillin, 100 μg/ml streptomycin, 50 μM 2-mercaptoethanol, all from Sigma-Aldrich; 10% heat-inactivated FCS, Lonza, Cologne, Germany) at a concentration of 1x107 live cells/ml. Aliquots of the processed cells ex vivo were live/dead stained with fixable viability dye eFluor™506 (eBioscience™, ThermoFisher Scientific) and fixed with 2% Paraformaldehyde in PBS (Roth) or additionally used for in vitro stimulation if sufficient BAL cells (2x107 or more live cells) were available from an individual horse. The viability was similar between the cells from healthy and asthmatic horses (BAL cells median 95%, range 80–97%; PBMC median 99%, range 97–100%).



Stimulation In Vitro

BAL cells from 26 horses (5 healthy, 7 mEA, 6 sEA, 4 sEA tr, 4 EA rem) were used for in vitro stimulation in comparison to stimulated PBMC from the same horses. In vitro stimulation was performed in sterile polystyrene tubes (Sigma) that were pre-incubated with supplemented medium for 3 h at 37°C, aiming to minimize cell adherence in vitro. PBMC or BAL cells were incubated in supplemented medium with Brefeldin A (10 µg/ml; Sigma-Aldrich) at 37 °C, 5% CO2 in a humidified atmosphere for 4 h. For stimulation a combination of Phorbol-12-myristat-13-acetat (PMA; 25 ng/ml; Sigma-Aldrich) and ionomycin (1 µM; Sigma-Aldrich) was added to the culture medium for the entire incubation time. After 4 h of culture cells were harvested by centrifugation, washed, live/dead stained and fixed as described for the cells used for ex vivo phenotyping. Median viability was 95% (range 64-99%) after in vitro incubation and stimulation.



FC Staining and Analysis

The fixed cells were stored at 4°C for a maximum of three days, stained and analyzed as follows: Surface staining was performed in 3% FCS (Lonza), 0.1% NaN3 in PBS (Roth), and followed by intracellular staining for in vitro cultured cells (CD154, cytokines) in 0.5% Saponin, 3% FCS, and 0.1% NaN3 in PBS with different antibody combinations (Table 2). 200,000 events per sample were recorded with a BD LSR Fortessa™ Cell Analyzer (BD Biosciences, Ashland, OR, USA) equipped with FACS Diva ™ 6.2 software (BD). Data were analyzed using FlowJo™ v10.8 software (FlowJo, LLC, BD).


Table 2 | Antibodies and fluorochrome labelling reagents for flow cytometric evaluation.



After doublet exclusion by forward scatter (FSC) height against FSC area characteristics (singlets), live cells were selected by exclusion of viability dye positive cells. Then, lymphocytes were gated by FSC and side scatter (SSC) characteristics (Figure 2) and lymphocyte and non-lymphocyte (NL) populations were analyzed separately. For ex vivo analysis, lymphocyte proportions of CD4+, CD8+, Ig+, and CD79a+ cells were quantified. Percentages of CD14+, CD16+, DH24A+, MHCIIhigh, and IgE+ cells were analyzed in the NL population. For analysis of in vitro cultured cells, proportions of CD154+, TNF-α+, IFN-γ+, IL-4+, IL-10+, and IL-17A+ lymphocytes as well as CD4+cytokine+, and CD8+cytokine+ double-positive cells were quantified and medium expression percentages were subtracted from those after PMA and ionomycin stimulation resulting in (corrected) net percentages.




Figure 2 | Flow cytometry analysis identifies all major cell populations and confirms increased PMN frequencies in BAL from horses with severe equine asthma (sEA). Representative pseudocolor plots (A–D) indicate the gating strategy in different samples (A, D: BAL cells or PBMC, sEA) or illustrate differences between groups (B, C; healthy or sEA, BAL cells). Singlet live cells were gated as shown in Supplementary Figure 2 and (A) Lymphocytes were gated by FSC-SSC characteristics. After their exclusion, the other cell populations were gated from the non-lymphocyte fraction: (B) PMN were identified by staining with antibody clone DH24A, and (C) macrophages (Mph)/monocytes by CD14 expression. (D) CD14-IgE+ (Q3), and (D) CD14+IgE+ (Q2) cells were quantified. (E–N). Frequencies of the main cell populations in BAL cells or PBMC were calculated as fractions of all live cells and are plotted by groups. Results from individual horses are shown, with bars indicating median group values. Asterisks represent differences between groups with p<0.05 in Kruskal-Wallis tests. Lymphocyte percentages were similar in (E) BAL, or (F) PBMC of horses from all groups. Frequencies of (G) PMN in BAL of horses with sEA and sEA tr (pre-treated horses with sEA) were higher compared to healthy horses. In contrast, CD14+ Mph frequency was decreased in (I) BAL from horses with sEA. Percentage of IgE+CD14- cells among live cells did not differ between groups in (K) BAL and (L) PBMC. Proportions of IgE-binding CD14+ cells (IgE+CD14+) were increased in (M) BAL cells from horses with mEA compared to the sEA group. The frequencies of the cell populations in PBMC were similar between all groups. EA rem (equine asthma in remission). (O–R) Comparisons of cytology differentiation (Cytospin) and flow cytometric (FC) analysis reveal significant correlation of percentages of (O) lymphocytes, (P) PMN, (Q) Mph, but not (R) metachromatic cells (MC) and IgE+CD14- cells. Spearman r and p are given.





Statistical Analysis

Statistical analysis was carried out using GraphPad PRISM v9 software (GraphPad Software, La Jolla, CA, USA). Non-parametric Kruskal-Wallis test was used for all analyses, as data did not show a Gaussian distribution, followed by Dunn’s Test for multiple comparisons. For the data after in vitro stimulation only groups with a minimum of five horses were analyzed statistically (healthy, mEA, sEA). Spearman’s rank correlation was used for assessment of rank correlation between results from cytospin microscopy and FC. Statistical significance was annotated as *p ≤ 0.05, **p ≤ 0.01, ***p ≤ 0.001, ****p ≤ 0.0001.




Results


Clinical Disease Classification and Cytospin Analysis of BAL Cells

Cells from bronchoalveolar lavage fluid (BAL cells) and PBMC from 38 horses were isolated for detailed analysis. The horses were retrospectively classified into five groups, based on their history (HOARSI (19) Figure 1A), previous treatment with steroids or bronchodilators (sEA tr), clinical presentation (score sum, Figure 1B), endoscopic mucus score (21) (Figure 1D), and BAL cytology (Figures 1F–J). Consequently, HOARSI and clinical score were higher in horses with sEA compared to healthy horses and horses with mEA (Figures 1A, B). Alveolar to arterial oxygen pressure difference (AadO2) was increased in the sEA tr group (Figure 1C). Mucus scores were also higher in horses with sEA and sEA tr compared to healthy horses (Figure 1D). The nucleated cell counts per ml were similar in BALF from all groups (Figure 1E). BAL cytology, microscopically assessed on cytospins revealed similar frequencies of lymphocytes (Figure 1F), eosinophils (Figure 1I) and mast cells (MC, Figure 1J) in all groups. According to the classification of the horses which included BALF cytology, the percentage of PMN was increased in BAL cells from treated and untreated horses with sEA compared to the other groups (Figure 1G). The percentages of macrophages (Mph) among all cells were decreased in the sEA tr group compared to healthy horses and horses with mEA (Figure 1H). The increase of PMN percentages in BAL from horses with sEA was also reflected in PMN counts per ml BALF (Supplementary Figures 1B, G), while Mph counts per ml BALF (Supplementary Figures 1C, H, I) were not significantly different between the groups.



Flow Cytometric Differentiation Confirms Increased Frequencies of PMN and Decreased Frequencies of Mph in BALF, But Not PBMC From Horses with sEA

Flow cytometry (FC) was used to further characterize BAL cells in comparison to peripheral blood mononuclear cells (PBMC). The percentages of lymphocytes (determined by forward and side scatter, FSC-SSC, characteristics, Figures 2A, E, F; detailed gating strategies in Supplementary Figure 2), PMN (DH24A+, Figures 2B, G, H), Mph or monocytes (CD14+, Figures 2C, I, J), IgE+CD14- cells, containing MC (BAL) or basophils, and B cells (PBMC) (Figures 2D, K, L), and IgE+CD14+ IgE-binding Mph/monocytes (Figures 2D, M, N) were analyzed.

In BAL cells from horses of all groups the lymphocyte frequencies were similar (overall median 46%, Figure 2E), but DH24A+ PMN percentages were higher in BAL cells from horses with sEA (median 21%) compared to healthy horses and horses with mEA (both groups median 2%, Figure 2G) consistent with results obtained by microscopic cytospin analysis. Flow cytometric PMN identification as DH24A+ non-lymphocytes was confirmed by analysis of the MHCII-DH24A+ non-lymphocyte population, which yielded similar quantitative results (Supplementary Figure 3). In further agreement with cytospin analyses, the frequencies of CD14+ Mph were lower in BAL cells from horses with sEA (median 18%) compared to healthy horses or the mEA group (both median 35%, Figure 2I). Mph percentages in the sEA tr (median 13%) or EA rem (median 19%) groups were similar to sEA, but the differences to Mph percentages in BAL from healthy or mEA horses were not statistically significant (Figure 2I). BAL cells’ IgE+CD14- (Figure 2K) frequencies were again similar between all groups, but IgE-binding CD14+ cells frequencies were increased in BAL cells from horses with mEA (median 0.76%) compared to those with sEA (median 0.25%, Figure 2M). Calculation of the cell counts per ml BALF confirmed the significant median increase of DH24A+ cells in the sEA tr group, but did not reach statistical significance for horses with sEA compared to other groups (Supplementary Figure 1G). The calculated counts of other leukocyte subsets per ml BALF were not significantly different between groups (Supplementary Figures 1F, H–J). PBMC frequencies of lymphocytes (Figure 2F), retained DH24A+ PMN (Figure 2H), CD14+ monocytes (Figure 2J), IgE+CD14- cells (Figure 2L), and IgE+CD14+ cells (Figure 2N) did not differ between the groups.

Results from FC and cytospin analysis correlated for lymphocyte (Figure 2O), PMN (Figure 2P), and Mph (Figure 2Q) frequencies. However, frequencies of IgE+CD14- putative MC determined by FC and metachromatic cells in the cytospin analysis did not correlate (Figure 2R). For further analysis, we sorted IgE+CD14- cells from the DH24A-negative non-lymphocyte fraction by FACS and analyzed their morphology microscopically on cytospins after toluidine blue staining (n=3, healthy, Supplementary Figure 4). Microscopic cytospin analysis confirmed major enrichment of metachromatic cells in the sorted IgE+CD14- fraction but revealed variable degrees of metachromatic granules per cell (Supplementary Figure 4I). Re-analysis with additional staining confirmed the IgE+CD14- BAL cells to be MHCIIlo, consistent with MC (Supplementary Figure 4G). Discrepancy of the results obtained by FC and cytospin analysis could result from underestimating the frequency of MC during microscopic assessment of cytospins due to weak metachromatic staining of paucigranulous cells still identified by FC based on their IgE+CD14- phenotype.

Taken together, microscopic cytology and FC analyses identify increased percentage of PMN, both in percentual proportions and cell counts per ml BALF, as the major hallmark of sEA, whereas the percentage of Mph was decreased in BAL cells during sEA, but Mph cell counts per ml BALF were similar between all groups.



Equine BAL Macrophages Are Characterized by Co-Expression of CD14 and CD16 Independent of Asthmatic Disease

The phenotypes of BAL Mph and PBMC monocytes were further characterized according to their expression of the classical monocyte/Mph marker CD14 (lipopolysaccharide co-receptor (17, 18),), and CD16 (FcγRIIIa), which has been described and used as a non-classical monocyte marker (12, 17). Staining of mannose receptor CD206 and scavenger receptor CD163, other markers of equine BAL Mph (11, 30), was performed on some BAL samples and the majority of the putative Mph (70-90% of DH24A- NL) were positive for both, CD14 and CD206 or CD14 and CD163 (data not shown). Due to less interference with Mph autofluorescence in FITC and PE (compare (11)) with the available conjugates for CD14 antibodies compared to CD206 or CD163, and the indication of regulation of the latter two surface molecules (11), we selected CD14 as the main marker for Mph identification and quantification in our analyses (compare Figures 2C, E). To correct for the increased PMN frequencies in BAL from horses with sEA, Mph were gated from non-lymphocytes after PMN exclusion (Figure 3A) and quantified as percentage of DH24A-negative non-lymphocytes (DH24A- NL, detailed gating strategy in Supplementary Figure 5). The DH24A- NL population contains mainly Mph, but may include small fractions of other cells, such as MC and eosinophils, which are neither excluded by lymphocyte nor by DH24A (PMN) gating.




Figure 3 | Most BAL macrophages co-express CD14 and CD16. Representative flow cytometry plots of samples from one horse with sEA are shown for gating of (A) step-wise exclusion of lymphocytes and PMNs for the further analysis of macrophage (Mph) sub-populations as percentages of DH24A- non-lymphocytes (NL), (B) CD16 staining vs. SSC-A, and (C) CD14 vs. CD16 gating in BAL (upper row), or PBMC (lower row). The frequencies of CD14+ cells among DH24A- NL were similar in samples from horses of all groups in (D) BAL cells, or (E) PBMC. In contrast, the frequencies of CD16+ cells of DH24A- NL were lower in (F) BAL from horses with sEA compared to healthy horses, but not different between groups in (G) PBMC. Analysis of CD16 vs. CD14 expression on BAL cells (H, J, L) and PBMC (I, K, M) revealed similar distribution of CD14 and CD16 expression on macrophages and monocytes between the groups, except (L) a decreased percentage of CD14-CD16+ cells in BAL samples of pre-treated sEA horses (sEA tr) compared to horses with mild to moderate EA (mEA). Results of individual horses (n=5–10 per group) are shown with bars indicating median values and asterisks indicating differences between groups with p<0.05 in Kruskal-Wallis tests. EA rem (equine asthma in remission).



The majority of BAL Mph co-expressed CD14 and CD16 (Figures 3C, H), while the main population of PBMC monocytes were CD14+CD16- cells (Figures 3C, K). The frequencies of CD14+ Mph from horses of different groups, were not significantly different in DH24A- NL in BAL (Figure 3D) or PBMC (Figure 3E) in contrast to the frequencies obtained relative to all singlet live cells (Figures 2I, J, without correction for the PMN). However, the frequencies of CD16+ cells (Figure 3B) were still reduced in BAL DH24A- NL from horses with sEA (median 64%) compared to healthy horses (median 84%) and to the mEA group (median 87%, Figure 3F). Similarly, frequencies of CD14-CD16+ cells were lower in the sEA tr group compared to the mEA group among DH24A- NL BAL cells (Figure 3L). Nevertheless, the percentages of CD14+CD16- cells (Figure 3H) and the dominating CD14+CD16+ (Figure 3J) cells were similar in BAL samples of all groups. The horses’ PBMC had similar frequencies of CD14+ and CD16+ monocytes in samples of all groups (Figures 3E, G, I, K, M). In summary, CD16+ Mph may be mildly reduced within BAL Mph from horses with sEA even if the main population of BAL Mph (CD14+CD16+) appears unaffected by the disease.

Additionally, MHCII expression (marking professional antigen-presenting cells (17)) on CD14+ Mph was quantified to analyze potential MHCII regulation in healthy or asthmatic airway leukocytes (Figure 4). MHCII expression was similar on CD14+ BAL Mph (MHCII median fluorescence intensities, Figures 4D, E) or PBMC monocytes (Figure 4F) of all groups ranging from MHCIIlo to MHCIIhi CD14+ cells (Figures 4B, C). Quantification of a small, distinct population of CD14+ MHCIIhigh cells (Figure 4G) also resulted in similar frequencies in BAL or PBMC samples from horses of all groups (overall median 5% of CD14+ NL, Figures 4H, I).




Figure 4 | MHCII expression on CD14+ macrophages is similar in BAL samples from horses of all groups. Representative flow cytometry plots of one healthy horse’s BAL cells (upper row) and PBMC (lower row) are shown for (A) singlet live DH24A- non-lymphocytes (NL) gated for CD14+ cells. MHCII vs. CD14 in DH24A- NL is shown for comparison in (B) BAL cells, (C) PBMC. MHCII expression on CD14+ cells (A) was quantified as (D) median fluorescence intensity (MFI), and (G) percentage of MHCIIhigh cells. MHCII expression (MFI) on CD14+ DH24A- NL was similar on (E) BAL cells, or (F) PBMC and frequencies of MHCIIhighCD14+ cells in (H) BAL cells, or (I) PBMC were similar between horses from all groups. mEA (mild to moderate equine asthma), sEA (severe equine asthma), tr (pre-treated), EA rem (equine asthma in remission).



In summary, we newly identify CD14+CD16+ cells as the largest sub-population among Mph in BAL which is unaffected by EA, and demonstrate reduction of CD14-CD16+ BAL cells in sEA, whereas PBMC monocytes are unaffected by EA and are mostly CD14+CD16-, as previously established in horses (12, 17).



Cytotoxic T Cells Dominate the Lymphocytes in BAL Cells of Healthy and Asthmatic Horses in Contrast to Their PBMC

The lymphocyte sub-populations of equine BAL cells and PBMC were analyzed by FC (Figure 5A). The staining with CD8 was not valid for samples from one horse (sEA group), which was thus excluded from the lymphocyte subset analysis. The proportions of CD4+ T helper cells (Figures 5B, C), CD8+ cytotoxic T cells (Figure 5D, E), CD4+CD8+ T cells (Figures 5F, G), and Ig+CD4-CD8- cells (Figures 5H, I) among lymphocytes were similar in BAL cells or PBMC between the different groups of horses. However, CD8+ cytotoxic T cells dominated the lymphocytes in BAL cells (overall median 55% of lymphocytes, Figure 5D) independent of asthmatic disease, in contrast to PBMC samples containing mainly CD4+ T helper cells (median 46% of lymphocytes, Figure 1C). Ig+CD4-CD8- cells were very rare in BAL lymphocytes (median 2%) in contrast to PBMC lymphocytes (median 18%, Figure 5H, I). Staining of CD79a was applied to further characterize the Ig+CD4-CD8- lymphocytes (Supplementary Figure 6). In PBMC, Ig and CD79a were co-expressed on most CD4-CD8- lymphocytes (Supplementary Figure 6G), confirming them as B cells. However, in BAL cells only few Ig+CD4-CD8- lymphocytes expressed CD79a (Supplementary Figure 6D) and the percentages of Ig+CD4-CD8- and CD79a+CD4-CD8- lymphocytes did not correspond in individual horses (Supplementary Figure 6E). Thus, the small fraction of Ig+CD4-CD8- lymphocytes found in BAL can only partially be considered B cells and the roughly 20% CD4-CD8- lymphocytes in BAL are different from typical B or T cells. Those cells could represent non-conventional T cells, natural killer cells, or innate lymphoid cells, which could not be differentiated further with the markers available here.




Figure 5 | Proportions of CD4+ T cells, CD8+ T cells, and Ig+ lymphocytes are different in BAL cells and PBMC, but similar between groups. (A) Representative flow cytometry plots for gating of lymphocyte populations are depicted for samples from one horse with severe equine asthma (sEA). CD4+ T cells (B, C), CD8+ T cells (D, E), CD4+CD8+ T cells (F, G), as well as Ig+CD4-CD8- lymphocytes (H, I) were detected at similar frequencies among BAL cells or PBMC from horses of all groups. Values of individual horses are shown with bars indicating group medians. Mind the different scales of the Y-axes. mEA (mild to moderate equine asthma), sEA (severe equine asthma), tr (pre-treated with steroids or bronchodilators), EA rem (equine asthma in remission).





In Vitro Stimulated Lymphocytes Reveal a Trend of Increased Th17 Cells in BAL From Severely Asthmatic Horses

Beyond demonstrating similar frequencies of T helper cells, cytotoxic T cells and B cells in samples from all groups ex vivo, we aimed to functionally characterize these lymphocytes by analysis of the T helper cell activation marker CD154 (CD40L) (25, 31) and expression of five different cytokines after in vitro stimulation with PMA and ionomycin (Figures 6A, B). In vitro stimulation was performed for samples from 26 horses (n=4–7 per group) with sufficient yield of BAL cells, and only groups with five or more values (healthy, mEA, sEA) were compared statistically. Net percent of cytokine-expressing lymphocytes of all live lymphocytes were analyzed after medium correction (Figures 6A, B).




Figure 6 | In vitro stimulation of equine BAL lymphocytes induces expression of several cytokines with a bias toward increased IL-17A expression in sEA. Representative plots show the gating of (A) singlet live lymphocytes in BAL from one horse with sEA. (B) Representative plots of cytokine-expressing BAL lymphocytes (IL-17A) of one healthy and one asthmatic (sEA) horse after in vitro incubation in medium alone or stimulation with PMA/ionomycin are shown. Medium-corrected net percentages of CD154- or cytokine-expressing lymphocytes are displayed for BAL cells (C, E, G, I, K, M) and PBMC (D, F, H, J, L, N). Results of individual horses (total n=26) are shown with bars indicating median values (n=4–7 per group). Expression of CD154 and cytokines was not significantly different in BAL cells or PBMC between horses from different groups. Trends are indicated by given p-values (p<0.12 in Kruskal-Wallis tests comparing groups with n≥5: healthy, mEA, sEA). In BAL lymphocytes there were trends of (C) higher CD154+ frequencies in BAL lymphocytes from horses with mEA, and M) higher IL-17A+ frequencies in BAL lymphocytes from sEA, compared to healthy horses.



The frequencies of CD154-expressing lymphocytes were similar in BAL cells of horses from all groups, except for a trend towards higher frequencies in horses with mEA (p=0.09) compared to healthy horses (Figure 6C) and elevated median percentages in the EA rem group (not statistically analyzed, Figure 6C). The proportions of lymphocytes expressing TNF-α (Figure 6E), IFN-γ (Figure 6G), IL-4 (Figure 6I), or IL-10 (Figure 6K) were similar in BAL cells from horses of all groups. However, IL-17A+ lymphocytes were present at higher frequencies among BAL cells from horses with sEA compared to the other groups, although this trend did not reach statistical significance (p=0.11 sEA median 10.7% vs. healthy median 4.8%, Figure 6M). Similar percentages of CD154 and cytokine-expressing lymphocytes were detected in PBMC lymphocytes of horses from all groups (Figures 6D, F, H, J, L, N).

Interestingly, TNF-α was similarly induced in BAL and PBMC lymphocytes (overall medians, Figures 6E, F), but higher frequencies of IFN-γ+ (2-fold, Figure 6G), and IL-17A+ cells (6-fold, Figure 6M) were detected in BAL lymphocytes compared to PBMC lymphocytes (Figures 6F, H, N), whereas lower CD154+ (2-fold, Figure 6C), IL 4+ (13-fold, Figure 6I), and IL-10+ (4-fold, Figure 6K) BAL lymphocyte frequencies were detected compared to PBMC lymphocytes (Figures 6D, J, L).

We further characterized the T cells as potent activated cells and cytokine producers in the lymphocyte population through staining of CD4 and CD8 combined with staining of intracellular cytokines and CD154 (Figure 7). CD4+ and CD8+ T cells expressed TNF-α and IFN-γ in BAL and PBMC lymphocytes (Figures 7A–L). CD8+TNF-α+ and CD8+IFN-γ+ cytotoxic T cells (CTL) were stimulated at 3-fold higher frequencies in BAL cells compared to PBMC (Figures 7A–F), matching the results from ex vivo analysis with higher frequencies of CD8+ T cells in BAL cells compared to PBMC (Figures 5D, E). The percentages of CD8+TNF-α+ and CD8+IFN-γ+ CTL frequencies were similar in all groups’ BAL cells or PBMC (Figures 7B, C, E, F).




Figure 7 | In vitro stimulated T cells indicate a local Th17 bias during severe equine asthma and broad Th cell activation in asthmatic horses’ PBMC. Representative plots with quadrant gates on singlet live lymphocytes after stimulation with PMA and ionomycin are shown for BAL from one horse with severe equine asthma (sEA) (A, D, G, J, M, P, S, V). CD8+, or CD4+ lymphocytes expressing TNF-α, or IFN-γ, and CD4+ lymphocytes expressing CD154, IL-4, IL-10, or IL-17A are displayed as medium-corrected net percentages in BAL (B, E, H, K, N, Q, T, W) and PBMC lymphocytes (C, F, I, L, O, R, U, X). Mind the variable scales of the y-axes. Results of individual horses (total n=26) are shown with bars indicating median values (n=4–7 per group). Differences between groups of n≥5 (healthy, mEA, sEA) with p<0.12 in Kruskal-Wallis tests are indicated by given p-values. The frequencies of CD4+IFN-γ+ Th1 cells (p=0.058, K) and CD4+IL-17A+ Th17 cells (p=0.011, W) were higher in BAL lymphocytes from horses with sEA than from healthy horses. In PBMC, net percentages of activated Th cells were increased in sEA and mEA lymphocytes compared to healthy horses’ cells [I( CD4+TNF-α+, L) CD4+IFN-γ+, (O) CD4+CD154+, (R) CD4+IL-4+, and (U) CD4+IL-10+ cells].



Frequencies of putative T helper (Th) 1 cells, defined as CD4+TNF-α+ (Figure 7G) and CD4+IFN-γ+ (Figure 7J) cells, were higher in BAL of horses with sEA compared to healthy horses’ BAL lymphocytes (Figures 7H, K), but this only tended toward statistical significance for CD4+IFN-γ+ percentages (p=0.058, Figure 7K). Frequencies of CD4+CD154+ (activated Th cells, Figures 7M-O), CD4+IL-4+ (Th2, Figures 7P–R), and CD4+IL-10+ (Treg, Figures 7S–U) frequencies were lower in BAL cells than PBMC but were similar in BAL cells of all groups. The trend of increased CD154+ lymphocytes in mEA BAL (Figure 6C) was not resembled in BAL Th CD4+CD154+ cells (ns, Figure 7N). In agreement with all IL-17A+ lymphocytes (Figure 6M) however, the frequencies of CD4+IL-17A+ lymphocytes (Th17, Figure 7V) were higher in BAL cells than in PBMC and were significantly increased in BAL lymphocytes from horses with sEA compared to healthy horses (p=0.011, Figures 7W, X).

In PBMC, the median frequencies of activated Th cells expressing cytokines or CD154 after stimulation were higher in asthmatic - than in healthy horses’ lymphocytes (sEA>mEA>healthy, Figures 7I, L, O, R, U, X) in contrast to all lymphocytes’ cytokine expression without such clear group differences (Figure 6). Nevertheless, the frequencies of activated Th cells were not statistically different between horses with mEA and sEA, but significantly higher in PBMC lymphocytes from horses with sEA than healthy horses’ PBMC lymphocytes for CD4+TNF-α+ (Figure 7I), CD4+IFN-γ+ (Figure 7L), CD4+CD154+ (Figure 7O), CD4+IL-4+ (Figure 7R), and CD4+IL-10+ (Figure 7U) cells. Proportions of activated Th cells were significantly higher in PBMC of horses with mEA compared with healthy horses for CD4+IL-4+ (Figure 7R) and CD4+IL-10+ (Figure 7U) cells and had a similar trend for CD4+TNF-α+ (Figure 7I) and CD4+CD154+ (Figure 7O) lymphocytes. CD4+IL-17A+ cells showed a similar expression distribution in PBMC like the other Th cells, but the increased medians of CD4+IL-17A+ in asthmatic horses’ PBMC did not reach a statistically significant difference compared to healthy horses’ PBMC (Figure 7X).

Co-expression of CD154 and the Th subset differentiating cytokines IFN-γ, IL-4, and IL17A was usually observed in BAL cells and PBMC, but was incomplete, i. e. not all cytokine expressing Th cells simultaneously expressed CD154 (Supplementary Figures 7A–C), as previously described for equine PBMC (25). The frequencies of CD154+ lymphocytes co-expressing different cytokines in BAL and PBMC samples (Supplementary Figures 7A–C) showed distributions between the groups comparable to all cytokine-positive lymphocytes (Figure 6).

Cytokine and CD154 expression were induced in CD4+ Th cells in BAL cells and PBMC, but also in CD4- lymphocytes (Figures 7A, D, G, J, M, P, S, V). Additional experiments with cells from three healthy horses (Supplementary Figures 7D–H) confirmed that the cytokine producing lymphocytes are mainly composed of CD4+ or CD8+ T cells, but CD4-CD8- lymphocytes also contribute to cytokine expression, particularly to IL-17A expression in BAL lymphocytes (Supplementary Figure 7H).




Discussion

The results of this study provide extensive insight into the cellular composition and functional features of equine BAL cells compared to PBMC. We classified horses as healthy or asthmatic according to established criteria minding the phenotypical subtypes of the equine asthma syndrome defined by clinical and cytologic criteria (1, 3). For in-depth analysis of BAL and PBMC samples, we used a state-of-the-art multicolor FC approach, confirmed and validated by standard microscopic assessment of cytospins. Data from FC and cytospin analysis correlated strongly for the main populations, i. e. PMN, Mph, and lymphocytes.

An increased frequency of PMN in BAL samples of symptomatic sEA could be determined by FC and microscopy alike, with clear correlation and in agreement with previous studies (5, 7, 11, 30). In single horses’ samples DH24A staining also marked putative CD14+ Mph with a high SSC (data not shown). These need to be excluded from PMN quantification, either by SSC, as done here, or by the combination of CD14 vs. DH24A if FC was used for diagnosis of asthma based on PMN quantification without cytospin comparison.

Conversely, frequencies of IgE+CD14- using FC and MC identified as metachromatic cells on cytospins in BAL did not correlate. Sorting of putative MC (IgE+CD14- cells) by FACS yielded enrichment of metachromatic cells with considerably varying metachromatic granules per cell. Thus, a) the majority of IgE+CD14- BAL cells can be considered MC, and b) the frequencies of MC may have been underestimated during microscopic analysis of cytospins, leading to contradictory results between the two methods used for quantification here. However, the percentage of IgE+CD14- cells quantified by FC or MC on cytospins was similar in BALF from all groups, which is in agreement with previous studies (2, 5). The IgE+CD14- cell fraction in PBMC samples contains basophils and B cells (31, 32) and was unaffected by EA. In addition to IgE+CD14- cells, we quantified IgE-binding Mph and monocytes (IgE+CD14+ cells). IgE-binding monocytes have been suggested to contribute to the pathogenesis or regulation of allergic disease in horses through production of IL-8 (27), or IL-10 (23), respectively. Interestingly, IgE+CD14+ cells were present at higher frequencies in BAL cells from horses with mEA compared to sEA horses, hinting towards different endotypes of allergic or non-allergic asthma pathogenesis dominating those two phenotypes of EA. Moreover, the lack of elevated eosinophil percentage in BAL cells (3), does not support an allergic pathogenesis in sEA. Similar to previous studies, we also show overall minimal eosinophil percentages in BAL cells from horses of all groups. For mEA a Th2 bias was furthermore not indicated by our analyses.

BAL cell composition of horses with sEA pre-treated with bronchodilators or steroids resembled the results from untreated horses with sEA, despite the more severe clinical presentation of the sEA tr group, as shown by increased AadO2. BAL cells from horses with EA rem were not different from those from other groups examined regarding phenotypes and frequencies. The lack of differentiation is likely impacted by the heterogeneity of the EA rem group regarding the underlying disease phenotype when not in remission (mEA or sEA), and the presence or absence of previous treatment.

The overall Mph proportion was reduced in BAL from horses with sEA, similar to previous findings (5, 7, 30). However, Mph cell counts per ml BALF were not significantly different between healthy horses and horses with sEA. Their relative reduction may thus primarily be caused by PMN influx, resulting in a percentual shift, rather than by an absolute reduction of Mph numbers in the lungs. Nevertheless, we characterized the phenotype of Mph in more depth based on their expression of the lipopolysaccharide co-receptor CD14, expressed on most equine monocytes (17, 18) and equine alveolar Mph (33), and expression of FcγRIIIa CD16, expressed only on few equine blood monocytes (12, 17, 23). The two markers were used based on their association with different monocyte subsets, i. e. CD14 is regarded as a marker for classical monocytes and Mph, while CD16 is expressed on equine monocytes exhibiting a gene-expression profile similar to human non-classical monocytes (17). These markers were also applied for differentiation of bovine monocytes into classical (CD14+CD16-), intermediate (CD14+CD16+) and non-classical (CD14-CD16+) monocytes (34) similar to equine monocytes (17, 23). In our analyses co-expression of CD14 and CD16 was observed on most BAL Mph in contrast to blood monocytes. This is in contrast to findings in humans, where CD14highCD16high cells only accounted for 1–5% of the bronchial Mph (35). However, the percentages of CD14+CD16+ BAL Mph did not differ between the groups of horses compared here. In contrast to the consistent CD14+CD16+ main Mph population, a decreased proportion of CD16-expressing Mph in BAL cells from horses with sEA was observed. Accordingly, CD16+ Mph in the lungs may be affected by a dysregulated immune response during sEA. These results agree with those of Moniuszko et al., who found decreased CD16 expression on human bronchial Mph in asthmatic patients compared to healthy individuals, hinting towards a role of CD16 in regulation of the inflammatory response in the lungs (35).

In depth characterization of lymphocytes revealed comparable frequencies of CD4+ T helper cells and CD8+ cytotoxic T cells in BAL cells, and PBMC from all groups. However, the majority of T cells in equine BAL were CD8+, confirming previous studies (36, 37). Conversely, PBMC T cells were mainly CD4+ (17, 37). In humans the CD4/CD8 ratio of BAL lymphocytes is normally 0.9–2.5 (38), i. e. CD4 T helper cells usually dominate the T lymphocytes in contrast to our findings in horses. We further confirmed that B cells are either absent or present at minimal frequencies in BALF, as previously shown in other studies in horses (36, 37) and humans (39). Nonetheless, CD4-CD8- lymphocytes, which also expressed cytokines, were prominent in BAL and could represent innate lymphoid cells. It has been suggested that these contribute to the pathogenesis in human asthma via cytokine secretion (40). A contribution of innate lymphoid cells to equine asthma is discussed, but has not been established (3).

Apart from the composition of BAL cells from healthy and asthmatic horses, functional characterization of lymphocytes was carried out to elucidate mechanisms contributing to the sustained inflammation present in EA. We analyzed lymphocytes’ expression of cytokines, and the T helper cell activation molecule CD154 (25, 41) after stimulation with PMA and ionomycin. Lymphocytes expressing the pro-inflammatory cytokines TNF-α and IFN-γ after stimulation were overall present at similar frequencies in BAL cells from horses of all groups, except for a trend of increased Th1 activation (CD4+IFN-γ+) in BAL lymphocytes from horses with sEA. This is in contrast to previous studies reporting increased IFN-γ mRNA expression in BAL cells (30), and higher concentration of IFN-γ and TNF-α in BALF from sEA-susceptible compared to healthy horses (42). This discrepancy could result from the separate analysis of lymphocytes or T cells carried out in our study in contrast to the analysis of mixed cell populations or their secretions in previous studies.

In our study, frequencies of CD4+IL-4+ Th2 cells were similar in BAL of all groups and the median frequencies of IL-4+ or CD154+IL-4+ BAL lymphocytes, indicative of a type 2 bias were similar or lower in the sEA group compared to healthy or mEA without reaching statistical significance. This matches previously demonstrated comparable IL-4 mRNA expression in BAL cells from sEA-susceptible horses and healthy horses (30). This finding contradicts the previous paradigm of a Th2-driven immune response and allergic pathogenesis in sEA, which was supported by studies demonstrating increased percentages of IL-4- and IL-5-expressing, but lower frequencies of IFN-γ-expressing BAL cells in horses with sEA compared to healthy horses using in situ hybridization analysis (6, 7).

Of note, the frequencies of IL-17A+ and CD4+IL-17A+ lymphocytes, indicative of Th17 cells, were increased in stimulated BAL cells from horses with sEA compared to healthy horses, suggesting an increased type 3 response in sEA rather than a type 2 response. Furthermore, IL-17A expression in stimulated BAL lymphocytes was higher compared to PBMC even though the frequencies of CD4+ Th cells in PBMC exceeded those in BAL cells indicating a strong local bias towards a type 3 response in lungs of horses, particularly those with sEA. An increased type 3 response driving sEA is further supported by studies reporting a higher IL-17 to CD3 mRNA ratio in BAL cells from horses with sEA compared to healthy horses (9), and upregulation of IL-17 signaling pathways and higher protein expression of IL-17 in mediastinal lymph nodes from sEA-susceptible horses compared to healthy horses after challenge with dusty hay (8). However, another study found similar upregulation of IL-17 mRNA expression in BAL cells from both sEA-susceptible and healthy horses in response to challenge with hay dust (43). Increased numbers of IL-17-secreting lymphocytes could contribute to the pathology of sEA, as IL-17 was demonstrated to increase IL-8 mRNA expression and the viability of equine PMN (44), which are a hallmark of the inflammation in sEA.

In contrast to the Th17 bias and a trend of increased Th1 in BAL cells from sEA only, all Th subsets were more strongly stimulated in PBMC of asthmatic, mEA or sEA, horses than in healthy horses’ PBMC. This was statistically significant for the frequencies of CD4+CD154+, CD4+TNF-α+, CD4+IFN-γ+, CD4+IL-4+, and CD4+IL-10+ lymphocytes in sEA and this variety may be more reflective of a general activation of Th cells than a bias towards a certain polarization in PBMC. Systemic inflammatory effects and priming of PBMC have been reported before (3, 45), and may particularly affect circulating T helper cells of asthmatic horses. The specific analysis of CD4+ Th cells for several cytokines was superior in demonstrating these effects compared to the analysis of the cytokines in all leukocytes or all lymphocytes, which are still a mixed cell population. This argues for detailed analyses like cell subset analyses by FC in the complex pathology of equine asthma.



Conclusions

We demonstrated that FC is a suitable method for characterization of routinely acquired BAL cells from diagnostic procedures with the potential to elucidate the mechanisms of immune dysregulation at the effector site of equine asthma. This can form the basis for further research to elucidate the pathogenesis and ultimately inform targeted treatment options for equine asthma. Data from our in vitro stimulation assays suggest a polarization towards a type 3 immune response rather than a type 2 response in severe equine asthma, based on increased Th17 cell percentages in horses with sEA compared to healthy horses. Additionally, neither percentages of eosinophils, or IgE-binding cells, nor frequencies of IL-4+ lymphocytes were increased in horses with sEA, contradicting an excessive type 2 immune response and allergy as the underlying pathogenesis mechanism of sEA. The clear distinction of horses with sEA from those with mEA regarding cell composition and cytokine expression supports different types of pathogeneses in these two phenotypes of equine asthma and points towards mEA as an endotype separate from sEA.
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Supplementary Table 1 | Clinical score adapted from Ivester et al. (20)

Supplementary Figure 1 | Cell counts of different populations per ml BALF calculated from cytospins or flow cytometry results. Counts of the main cell populations per ml BALF were calculated from the total nucleated cell counts and results of (A–E) cytospin microscopy analysis, or (F–J) flow cytometry analysis. Cell counts were similar between groups for (A, F) lymphocytes, (C) macrophages (Mph), (D) eosinophils, (E) mast cells, (H) CD14+ cells, (I) CD16+ cells, and J) IgE+CD14- cells. Horses with sEA had significantly increased counts of PMN per ml BALF compared to healthy horses when calculated based on results from B) microscopic cytospin analysis or (G) from flow cytometry analysis (DH24A+ cells). All counts are presented in scatter plots with bars indicating group medians. Asterisks represent differences between groups with p<0.05 in the Kruskal-Wallis tests.

Supplementary Figure 2 | Flow cytometry gating strategy for the main BAL cell populations. Gating strategy is shown for (A) BAL cells and (B) PBMC of one representative horse with severe equine asthma (sEA). Doublets and dead cells were excluded, and lymphocyte and non-lymphocyte populations were separated according to FSC-SSC characteristics. T cell sub-populations as well as Ig+CD4-CD8- cells were gated from the lymphocyte population. Putative MC or basophils (IgE+CD14-), IgE-binding Mph and monocytes (IgE+CD14+), PMN (DH24A+), and macrophages (CD14+DH24A-) were gated from the non-lymphocyte population.

Supplementary Figure 3 | Validation of flow cytometric polymorphonuclear (PMN) cell identification by MHCII staining. (A) Gating strategy is shown for BAL cells from one representative horse with severe equine asthma (sEA) and one healthy horse. PMN were gated from singlet live non-lymphocytes (NL) either by SSC-A vs. DH24A (DH24A+), or MHCII vs. DH24A+ (MHCIIloDH24A+) gating. The MHCII-DH24A+ population is also depicted as SSC-A vs. DH24A plot for comparison. (B) Percentages of DH24A+MHCII- cells are plotted for BAL cells and PBMC. Results from individual horses are shown with bars indicating median values. Asterisks represent differences between groups with p<0.05 in Kruskal-Wallis tests. These results (B) match those from DH24A+ NL. mEA (mild to moderate equine asthma), sEA (severe equine asthma), tr (treated with steroids or bronchodilators), EA rem (equine asthma in remission).

Supplementary Figure 4 | FACS sorted IgE+CD14- reveal variable metachromatic staining in microscopic cytology analysis. Live BAL cells from three healthy horses were FACS sorted after hierarchical gating of (A) non-lymphocytes (NL) (FSC vs. SSC), (B) DH24A-negative NL, and then (C) IgE+CD14- DH24A- NL, after live staining as indicated in (D). Composition of the cells is illustrated (E) before sorting and purity of (F) the sorted fraction after re-analysis by flow cytometry was 85%, 79%, and 78% IgE+CD14- DH24A- NL for samples from the three horses, respectively. (G) The IgE+CD14- DH24A- NL were analyzed for MHCII and were MHCIIlo. Toluidine blue stained cytospins exemplified for one sample of H) the BAL cells pre-sort and I) the sorted cells confirmed enrichment of metachromatic cells (93%, 68%, and 77% by microscopic differentiation, respectively), but with variable degree of metachromatic granules per cell. Filled arrowheads indicate cells with many metachromatic granules, open arrowheads indicate cells with few metachromatic granules (sorted fraction I) in representative images.

Supplementary Figure 5 | Flow cytometry gating strategy for macrophage subpopulations. Gating strategy is shown for (A) BAL cells and (B) PBMC of one representative healthy horse. Doublets, dead cells and lymphocytes were excluded as shown in Supplementary Figure 1. Next, DH24A+ PMN were excluded from the non-lymphocyte fraction. Macrophage subpopulations were analyzed by gating of CD14 against SSC-A, CD16 against SSC-A, or CD14 against CD16 to reveal double-positive cells.

Supplementary Figure 6 | B cells are a small fraction of the CD4-CD8-Ig+ lymphocytes in BAL, but the majority in PBMC. (A) Percentages of CD4-CD8- lymphocytes were similar between all groups in BAL cells, or PBMC (n=37 horses). (B) BAL cells and PBMC of seven horses (4 healthy, 2 mEA, 1 sEA) were additionally stained as indicated in the table to analyze if the CD4-CD8-Ig+ lymphocytes in BAL and PBMC are B cells and express CD79a (intracellular staining). Singlet live lymphocytes were gated in (C) BAL cells and (F) PBMC as indicated in a representative example (healthy). CD4-CD8- lymphocytes were analyzed for Ig and CD79a expression, and the co-expression of these markers. Additionally, CD79a was plotted against SSC-A for the non-lymphocyte (NL) and lymphocyte (L) fractions. The percentages of different subsets in all lymphocytes were quantified in (D) BAL cells, and (G) PBMC (bars represent median). In PBMC, Ig and CD79a were co-expressed on most CD4-CD8- lymphocytes and the percentages of Ig+ or CD79a+ lymphocytes corresponded in most samples (H), while in BAL cells only few CD4-CD8-Ig+ lymphocytes also expressed CD79a and their percentages did not correspond (E).

Supplementary Figure 7 | CD154 and cytokines are incompletely co-expressed and T cells as well as CD4-CD8- lymphocytes express cytokines in BAL and PBMC after in vitro stimulation with PMA and ionomycin. (A–C) In vitro stimulated BAL cells or PBMC (total n=26) singlet live lymphocytes were analyzed for co-expression of CD154 and T helper cytokines. Representative plots with quadrant gates on singlet live BAL lymphocytes from one horse with severe equine asthma (sEA) are shown and quantified net percentages per BAL or PBMC lymphocytes of (A) CD154+IFN-γ+, (B) CD154+IL-4+, and (C) CD154+IL-17A+ lymphocytes are depicted in bar graphs. Values from individual horses are shown as symbols with bars indicating median values per group (n=4–7). Differences between the groups were not statistically significant (p>0.12). (D–H) BAL cells (top) and PBMC (bottom) of three healthy horses were stimulated in vitro with PMA and ionomycin for 4 h, in comparison to medium incubation, fixed and stained for CD4 and CD8 surface markers and single (intracellular) cytokines with optimized antibody fluorophore combinations to differentiate cytokine-expressing T cells. Singlet live lymphocytes were gated and representative examples of PMA/ionomycin stimulated lymphocytes from one horses’ BAL and PBMC are shown. All cytokine-expressing lymphocytes were gated (small plots vs. SSC) and analyzed for CD4 vs. CD8 expression. All cytokines were expressed by T cells (CD4+ or CD8+) and by CD4-CD8- lymphocytes in variable frequencies.
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AadO2, alveolar to arterial oxygen pressure difference; BAL, bronchoalveolar lavage; BALF, bronchoalveolar lavage fluid; BD, bronchodilator; CD, cluster of differentiation; CTL, cytotoxic T lymphocytes; EA, equine asthma; FC, flow cytometry; HOARSI, horse owner assessed respiratory signs index; IL, interleukin; IFN, interferon; MC, mast cells; mEA, mild to moderate equine asthma; PBMC, peripheral blood mononuclear cells; PBS, phosphate buffered saline; PMA, Phorbol-12-myristat-13-acetat; PMN, polymorphonuclear cells; EA rem, equine asthma in remission; sEA, severe equine asthma; ST, steroids; Th, T helper; TNF, tumor necrosis factor.



References

1. Couëtil, LL, Cardwell, JM, Gerber, V, Lavoie, J-P, Léguillette, R, and Richard, EA. Inflammatory Airway Disease of Horses–Revised Consensus Statement. J Vet Intern Med (2016) 30:503–15. doi: 10.1111/jvim.13824

2. Bullone, M, and Lavoie, J-P. Asthma “Of Horses and Men”—How Can Equine Heaves Help Us Better Understand Human Asthma Immunopathology and Its Functional Consequences? Mol Immunol (2015) 66:97–105. doi: 10.1016/j.molimm.2014.12.005

3. Couetil, L, Cardwell, JM, Leguillette, R, Mazan, M, Richard, E, Bienzle, D, et al. Equine Asthma: Current Understanding and Future Directions. Front Vet Sci (2020) 7:450. doi: 10.3389/fvets.2020.00450

4. Leclere, M, Lavoie-Lamoureux, A, and Lavoie, J-P. Heaves, an Asthma-Like Disease of Horses: Heaves, an Asthma-Like Disease of Horses. Respirology (2011) 16:1027–46. doi: 10.1111/j.1440-1843.2011.02033.x

5. Künzle, F, Gerber, V, van der Haegen, A, Wampfler, B, Straub, R, and Marti, E. IgE-Bearing Cells in Bronchoalveolar Lavage Fluid and Allergen-Specific IgE Levels in Sera From RAO-Affected Horses. J Vet Med A Physiol Pathol Clin Med (2007) 54:40–7. doi: 10.1111/j.1439-0442.2007.00870.x

6. Lavoie, JP, Maghni, K, Desnoyers, M, Taha, R, Martin, JG, and Hamid, QA. Neutrophilic Airway Inflammation in Horses With Heaves Is Characterized by a Th2-Type Cytokine Profile. Am J Respir Crit Care Med (2001) 164:1410–3. doi: 10.1164/ajrccm.164.8.2012091

7. Cordeau, M-E, Joubert, P, Dewachi, O, Hamid, Q, and Lavoie, J-P. IL-4, IL-5 and IFN-Gamma mRNA Expression in Pulmonary Lymphocytes in Equine Heaves. Vet Immunol Immunopathol (2004) 97:87–96. doi: 10.1016/j.vetimm.2003.08.013

8. Korn, A, Miller, D, Dong, L, Buckles, EL, Wagner, B, and Ainsworth, DM. Differential Gene Expression Profiles and Selected Cytokine Protein Analysis of Mediastinal Lymph Nodes of Horses With Chronic Recurrent Airway Obstruction (RAO) Support an Interleukin-17 Immune Response. PLoS One (2015) 10:e0142622. doi: 10.1371/journal.pone.0142622

9. Debrue, M, Hamilton, E, Joubert, P, Lajoie-Kadoch, S, and Lavoie, J-P. Chronic Exacerbation of Equine Heaves is Associated With an Increased Expression of Interleukin-17 mRNA in Bronchoalveolar Lavage Cells. Vet Immunol Immunopathol (2005) 105:25–31. doi: 10.1016/j.vetimm.2004.12.013

10. Laan, TTJM, Bull, S, Pirie, R, and Fink-Gremmels, J. The Role of Alveolar Macrophages in the Pathogenesis of Recurrent Airway Obstruction in Horses. J Vet Intern Med (2006) 20:167–74. doi: 10.1111/j.1939-1676.2006.tb02837.x

11. Kang, H, Bienzle, D, Lee, GKC, Piché, É, Viel, L, Odemuyiwa, SO, et al. Flow Cytometric Analysis of Equine Bronchoalveolar Lavage Fluid Cells in Horses With and Without Severe Equine Asthma. Vet Pathol (2022) 59:91–9. doi: 10.1177/03009858211042588

12. Noronha, LE, Harman, RM, Wagner, B, and Antczak, DF. Generation and Characterization of Monoclonal Antibodies to Equine CD16. Vet Immunol Immunopathol (2012) 146:135–42. doi: 10.1016/j.vetimm.2012.02.006

13. Wagner, B, Goodman, LB, Babasyan, S, Freer, H, Torsteinsdóttir, S, Svansson, V, et al. Antibody and Cellular Immune Responses of Naïve Mares to Repeated Vaccination With an Inactivated Equine Herpesvirus Vaccine. Vaccine (2015) 33(42):5588. doi: 10.1016/j.vaccine.2015.09.009

14. Perkins, GA, Goodman, LB, Wimer, C, Freer, H, Babasyan, S, and Wagner, B. Maternal T-Lymphocytes in Equine Colostrum Express a Primarily Inflammatory Phenotype. Vet Immunol Immunopathol (2014) 161:141–50. doi: 10.1016/j.vetimm.2014.07.009

15. Schnabel, CL, Babasyan, S, Freer, H, Larson, EM, and Wagner, B. New Mabs Facilitate Quantification of Secreted Equine TNF-α and Flow Cytometric Analysis in Monocytes and T Cells. Vet Immunol Immunopathol (2021) 238:110284. doi: 10.1016/j.vetimm.2021.110284

16. De Schauwer, C, Piepers, S, Van de Walle, GR, Demeyere, K, Hoogewijs, MK, Govaere, JLJ, et al. In Search for Cross-Reactivity to Immunophenotype Equine Mesenchymal Stromal Cells by Multicolor Flow Cytometry. Cytomet A (2012) 81A:312–23. doi: 10.1002/cyto.a.22026

17. Patel, RS, Tomlinson, JE, Divers, TJ, Van de Walle, GR, and Rosenberg, BR. Single Cell Resolution Landscape of Equine Peripheral Blood Mononuclear Cells Reveals Diverse Immune Cell Subtypes Including T-Bet+ B Cells. (2020). doi: 10.1101/2020.05.05.077362

18. Kabithe, E, Hillegas, J, Stokol, T, Moore, J, and Wagner, B. Monoclonal Antibodies to Equine CD14. Vet Immunol Immunopathol (2010) 138:149–53. doi: 10.1016/j.vetimm.2010.07.003

19. Ramseyer, A, Gaillard, C, Burger, D, Straub, R, Jost, U, Boog, C, et al. Effects of Genetic and Environmental Factors on Chronic Lower Airway Disease in Horses. J Vet Intern Med (2007) 21:149–56. doi: 10.1111/j.1939-1676.2007.tb02941.x

20. Ivester, KM, Couëtil, LL, and Moore, GE. An Observational Study of Environmental Exposures, Airway Cytology, and Performance in Racing Thoroughbreds. J Vet Intern Med (2018) 32:1754–62. doi: 10.1111/jvim.15226

21. Gerber, V, Straub, R, Marti, E, Hauptman, J, Herholz, C, King, M, et al. Endoscopic Scoring of Mucus Quantity and Quality: Observer and Horse Variance and Relationship to Inflammation, Mucus Viscoelasticity and Volume. Equine Vet J (2010) 36:576–82. doi: 10.2746/0425164044864525

22. Lunn, DP, Holmes, MA, Antczak, DF, Agerwal, N, Baker, J, Bendali-Ahcene, S, et al. Report of the Second Equine Leucocyte Antigen Workshop, Squaw Valley, California, July 1995. Vet Immunol Immunopathol (1998) 62:101–43. doi: 10.1016/S0165-2427(97)00160-8

23. Larson, EM, Babasyan, S, and Wagner, B. Phenotype and Function of IgE-Binding Monocytes in Equine Culicoides Hypersensitivity. PLoS One (2020) 15:e0233537. doi: 10.1371/journal.pone.0233537

24. Meyer, J, DeLay, J, and Bienzle, D. Clinical, Laboratory, and Histopathologic Features of Equine Lymphoma. Vet Pathol (2006) 43:914–24. doi: 10.1354/vp.43-6-914

25. Schnabel, CL, Fletemeyer, B, Lübke, S, Marti, E, Wagner, B, and Alber, G. CD154 Expression Indicates T Cell Activation Following Tetanus Toxoid Vaccination of Horses. Front Immunol (2022) 13:805026. doi: 10.3389/fimmu.2022.805026

26. Wagner, B, Radbruch, A, Rohwer, J, and Leibold, W. Monoclonal Anti-Equine IgE Antibodies With Specificity for Different Epitopes on the Immunoglobulin Heavy Chain of Native IgE. Vet Immunol Immunopathol (2003) 92:45–60. doi: 10.1016/S0165-2427(03)00007-2

27. Larson, EM, Babasyan, S, and Wagner, B. IgE-Binding Monocytes Have an Enhanced Ability to Produce IL-8 (CXCL8) in Animals With Naturally Occurring Allergy. J Immunol (2021) 206:2312–21. doi: 10.4049/jimmunol.2001354

28. Wagner, B, Hillegas, JM, and Antczak, DF. A Monoclonal Antibody to Equine Interleukin-4. Vet Immunol Immunopathol (2006) 110:363–7. doi: 10.1016/j.vetimm.2006.01.001

29. Wagner, B, Hillegas, JM, Brinker, DR, Horohov, DW, and Antczak, DF. Characterization of Monoclonal Antibodies to Equine Interleukin-10 and Detection of T Regulatory 1 Cells in Horses. Vet Immunol Immunopathol (2008) 122:57–64. doi: 10.1016/j.vetimm.2007.10.012

30. Ainsworth, DM, Grünig, G, Matychak, MB, Young, J, Wagner, B, Erb, HN, et al. Recurrent Airway Obstruction (RAO) in Horses Is Characterized by IFN-γ and IL-8 Production in Bronchoalveolar Lavage Cells. Vet Immunol Immunopathol (2003) 96:83–91. doi: 10.1016/S0165-2427(03)00142-9

31. Raza, F, Babasyan, S, Larson, EM, Freer, HS, Schnabel, CL, and Wagner, B. Peripheral Blood Basophils Are the Main Source for Early Interleukin-4 Secretion Upon In Vitro Stimulation With Culicoides Allergen in Allergic Horses. PLoS One (2021) 16:e0252243. doi: 10.1371/journal.pone.0252243

32. Wagner, B, Stokol, T, and Ainsworth, DM. Induction of Interleukin-4 Production in Neonatal IgE+ Cells After Crosslinking of Maternal IgE. Dev Comp Immunol (2010) 34:436–44. doi: 10.1016/j.dci.2009.12.002

33. Karagianni, AE, Kapetanovic, R, McGorum, BC, Hume, DA, and Pirie, SR. The Equine Alveolar Macrophage: Functional and Phenotypic Comparisons With Peritoneal Macrophages. Vet Immunol Immunopathol (2013) 155:219–28. doi: 10.1016/j.vetimm.2013.07.003

34. Hussen, J, Düvel, A, Sandra, O, Smith, D, Sheldon, IM, Zieger, P, et al. Phenotypic and Functional Heterogeneity of Bovine Blood Monocytes. PLoS One (2013) 8:e71502. doi: 10.1371/journal.pone.0071502

35. Moniuszko, M, Bodzenta-Lukaszyk, A, Kowal, K, and Dabrowska, M. Bronchial Macrophages in Asthmatics Reveal Decreased CD16 Expression and Substantial Levels of Receptors for IL-10, But Not IL-4 and IL-7. Folia Histochem Cytobiol (2007) 45:181–9. doi: 10.1016/j.mam.2021.100995

36. Balson, GA, Smith, GD, and Yager, JA. Immunophenotypic Analysis of Foal Bronchoalveolar Lavage Lymphocytes. Vet Microbiol (1997) 56:237–46. doi: 10.1016/S0378-1135(97)00092-8

37. McGorum, BC, Dixon, PM, and Halliwell, REW. Phenotypic Analysis of Peripheral Blood and Bronchoalveolar Lavage Fluid Lymphocytes in Control and Chronic Obstructive Pulmonary Disease Affected Horses, Before and After ‘Natural (Hay and Straw) Challenges.’. Vet Immunol Immunopathol (1993) 36:207–22. doi: 10.1016/0165-2427(93)90020-5

38. Meyer, KC, Raghu, G, Baughman, RP, Brown, KK, Costabel, U, du Bois, RM, et al. An Official American Thoracic Society Clinical Practice Guideline: The Clinical Utility of Bronchoalveolar Lavage Cellular Analysis in Interstitial Lung Disease. Am J Respir Crit Care Med (2012) 185:1004–14. doi: 10.1164/rccm.201202-0320ST

39. Liao, M, Liu, Y, Yuan, J, Wen, Y, Xu, G, Zhao, J, et al. Single-Cell Landscape of Bronchoalveolar Immune Cells in Patients With COVID-19. Nat Med (2020) 26:842–4. doi: 10.1038/s41591-020-0901-9

40. Kim, HY, Umetsu, DT, and Dekruyff, RH. Innate Lymphoid Cells in Asthma: Will They Take Your Breath Away? Eur J Immunol (2016) 46:795–806. doi: 10.1002/eji.201444557

41. Bacher, P, and Scheffold, A. Flow-Cytometric Analysis of Rare Antigen-Specific T Cells. Cytomet A (2013) 83A:692–701. doi: 10.1002/cyto.a.22317

42. Richard, EA, Depecker, M, Defontis, M, Leleu, C, Fortier, G, Pitel, P-H, et al. Cytokine Concentrations in Bronchoalveolar Lavage Fluid From Horses With Neutrophilic Inflammatory Airway Disease. J Vet Intern Med (2014) 28:1838–44. doi: 10.1111/jvim.12464

43. Reyner, CL, Wagner, B, Young, JC, and Ainsworth, DM. Effects of In Vitro Exposure to Hay Dust on Expression of Interleukin-23, -17, -8, and -1β and Chemokine (C-X-C Motif) Ligand 2 by Pulmonary Mononuclear Cells From Horses Susceptible to Recurrent Airway Obstruction. Am J Vet Res (2009) 70:1277–83. doi: 10.2460/ajvr.70.10.1277

44. Murcia, RY, Vargas, A, and Lavoie, J-P. The Interleukin-17 Induced Activation and Increased Survival of Equine Neutrophils Is Insensitive to Glucocorticoids. PLoS One (2016) 11:e0154755. doi: 10.1371/journal.pone.0154755

45. Lavoie-Lamoureux, A, Beauchamp, G, Quessy, S, Martin, JG, and Lavoie, JP. Systemic Inflammation and Priming of Peripheral Blood Leukocytes Persist During Clinical Remission in Horses With Heaves. Vet Immunol Immunopathol (2012) 146(1):35–45. doi: 10.1016/j.vetimm.2012.01.020




Conflict of Interest: The authors declare that the research was conducted in the absence of any commercial or financial relationships that could be construed as a potential conflict of interest.


Publisher’s Note: All claims expressed in this article are solely those of the authors and do not necessarily represent those of their affiliated organizations, or those of the publisher, the editors and the reviewers. Any product that may be evaluated in this article, or claim that may be made by its manufacturer, is not guaranteed or endorsed by the publisher.

Copyright © 2022 Gressler, Lübke, Wagner, Arnold, Lohmann and Schnabel. This is an open-access article distributed under the terms of the Creative Commons Attribution License (CC BY). The use, distribution or reproduction in other forums is permitted, provided the original author(s) and the copyright owner(s) are credited and that the original publication in this journal is cited, in accordance with accepted academic practice. No use, distribution or reproduction is permitted which does not comply with these terms.


OEBPS/Images/fimmu-13-896255-g006.jpg
IFN-y

TNF-a

CD154

LJ @b{
.. é»«»v .
[ ] & » =
Gl 0
< 2
Nv@
oo %,
(>
g8 8%’ °> _3 § & =¥ E = B % A8 = & Y
2 . . Z seyfooydwA]jo % 30u yLL-T1
sajhooyduwiA] Jo % 30U A-Nd| T soyhooydwii jo % 1ou A-Nd| = sojfooydwiAy Jo % jeu 1Tl b ¥
S
=
2 8 8 8 8§ ° S 8 8 8§ 8§ ° i3 v ¢ M N o+ © S ® © < & o %
b - sayfooydwA] Jo 9, 38u 017
sephooydwiA| o % 3eu D-INL L seikooydwiA] Jo % jeu ,D-INL x HAwAlIe %I O 1 soyaoyduihl jo % tou 01T
&0
2
ev,vwv
& C
3 3
5,
T
%,
F T £ § + % S S S A S | T T LTt
~ o~ - - o o - -
sepfooydwiAyjo % Jeu ,p5Lad  seikooyduwi Jo % jou pSLaD sevkooydwi| o % Jou ,p-1I sayfooyduwA Jo o Jou p11
ava [a] JNad - avea = Onad
<
~
A
=

i

L17A SSCAmaee
LA7A S5 A mteet

FSC-A
healthy

Singlets
Live cells

i@ i o8 & & &

uAwouoinyWd

wnipaw

o v-08S





OEBPS/Images/fimmu-13-896255-g004.jpg
BAL
SSC-A

PBMC
SSC-A

BAL
CD14

(9]

PBMC

CD14

DRZ4A° NL

m

MFI MHCII (CD14* cells)

M

MFI MHCII (CD14* cells)

Count

Count

CD14>

[o]

SSC-A

SSC-A

I

CD14*MHCI"'9" % of CD14" cells

CD14*MHCII"'9" % of CD14" cells

an N o©
nS & &

@

°






OEBPS/Images/fimmu-13-896255-g001.jpg
m

2
8

2
2

IS
&

Y

Lymphocytes (% of cells)
H

°

inical score sum

*k

Aad; (kPa)

Mph (% of cells)

100

80

60

*x

*k

Mucus Score

(% of cells)

Eosinoph

e e m» O

e e m» O

healthy
mEA
SEA
SEAtr
EArem

healthy
mEA
sEA
SEAtr
EArem





OEBPS/Images/fimmu-13-896255-g003.jpg
AA

® EArem
*
-

i
8888 R 2 =° ¥ & & T o %
=l IN.V¥ZHO % ,9102.¥10D M IN .V¥ZHA % ,9100.¥1AD

¢ sEAfr

m sEA

A mEA

>
S
©
Q
=
o
E
& gee = ¢ Y LS £33 ¢ R - ¥
2}
2 I IN.VIZHG%.900D,940D __ qy vpzHa %.9100,¥1aD
=
[
53
c
bm F ..
mw X3
a5 e
L H
N
H g8 8 8 8§ ’% °

w N .V¥ZHA % 9100

Exclusion of lymphocytes from

)
3

o

2

5 2 88 8 8 °

.m. 7IN.VYZHA % 710D TIN.V¥ZHA % ,¥1A0
)

o ava w ONad





OEBPS/Text/toc.xhtml


  

    Table of Contents



    

		Cover



      		

        Comprehensive Flow Cytometric Characterization of Bronchoalveolar Lavage Cells Indicates Comparable Phenotypes Between Asthmatic and Healthy Horses But Functional Lymphocyte Differences

      

        		

          Introduction

        



        		

          Material and Methods

        

          		

            Horses and Diagnostic Evaluation

          



          		

            Horse Classification

          



          		

            Sample Processing

          



          		

            Stimulation In Vitro

          



          		

            FC Staining and Analysis

          



          		

            Statistical Analysis

          



        



        



        		

          Results

        

          		

            Clinical Disease Classification and Cytospin Analysis of BAL Cells

          



          		

            Flow Cytometric Differentiation Confirms Increased Frequencies of PMN and Decreased Frequencies of Mph in BALF, But Not PBMC From Horses with sEA

          



          		

            Equine BAL Macrophages Are Characterized by Co-Expression of CD14 and CD16 Independent of Asthmatic Disease

          



          		

            Cytotoxic T Cells Dominate the Lymphocytes in BAL Cells of Healthy and Asthmatic Horses in Contrast to Their PBMC

          



          		

            In Vitro Stimulated Lymphocytes Reveal a Trend of Increased Th17 Cells in BAL From Severely Asthmatic Horses

          



        



        



        		

          Discussion

        



        		

          Conclusions

        



        		

          Data Availability Statement

        



        		

          Ethics Statement

        



        		

          Author Contributions

        



        		

          Funding

        



        		

          Acknowledgments

        



        		

          Supplementary Material

        



        		

          Abbreviations

        



        		

          References

        



      



      



    



  



OEBPS/Images/crossmark.jpg
©

2

i

|





OEBPS/Images/fimmu-13-896255-g007.jpg
CD4*IFN-y*

CD4*TNF-a*

G

CD8'IFN-y*

D

CD8*TNF-a*

A

O healthy
A mEA

m sEA

+ sEAftr
® EArem

£ =5
TR 2

<
2EB QD
O «meew

O healthy
A mEA

* SEATtr
e EArem

m sEA

O healthy
A mEA

+ SEAtr
® EArem

3
u

L
p % x
~
= n
" ] 0 L
K 5 o o "
5 8 g 5
S| « << g < S
S 'S a o
o 2 L 7
T 8,
& & <& & o s £ s & L3 & sy
$§ 8 & = 3 < °2 3 S S s
X sapfooudwil jo %3eu AN4ILYAD ) sepooudwil jo %3eu ANAIYaD > V2Ll S sovkoouduwihijo % 10U VLI-ILYAD 3 sapkooudui J0 % 10U VLI-TI,paD
+
o
A\
by - - = -
) o = Q
o I B3 L O
< m (=]
S o Q
ol
< w o W o w o O b T ® A+ o Y
< NS e E 8 2 D  sayfooydwA] Jo % Jeu 01-11,pAD
T seifooyduik| 0 % 18U O-INL,PAD  mm  se}hooydwiA] JO % J0U - INL,PAD (7] b= saifooyduwiA| o % 3eu ,01-11,¥a0
i
@ H ot X
fa) = 3
o & o
< [=] =
o i3
i g8 H ] s
8 S ] ] e FANE S oo © - & o %
L sayfooydwi jo % jou AN41,8a0 L sayhooydwid] jo % jou A-N41,80D o il O soviooudwhijo %eu piipas  OC sevkoouduwik o % deu p11,pa0
.
By
n
a
2 o 2
o k2 2
2 HE
of =
Fo ] 2 s
2 3 8 8 2 ° g & 2 & = % : s & ¢ )
00 seyfooyduif o %3eu o-aN1,ead O sepooudwifl jo %3eu 0-aN1,800 = 5100 2 safooudwiAl jo %1eu p51a0,pa0 O sarkoouduwiAl o % 10U p5100,5AD
avg FY;N9d avg ava SNEGd





OEBPS/Images/table2.jpg
Antibody - conjugate Clone Isotype? Manufacturer Used in staining Cat. No. or
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anti-horse CD8-DyL405%°° Cvss mslgG1 Wagner lab, Cornell University, Ithaca, NY, USA ex vivo panel 1, 2 (17, 22)
in vitro panel 1, 2
anti-horse CD4-DyL488%° HB61A mslgG1 Washington State University Monoclonal Antibody ex vivo panel 1, 2, (13, 15, 22)
anti-horse CD4-bio®® Center (WSU) supplementary
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in vitro panel 1, 2, 3
anti-horse CD14-bio®"® 105 mslgG1 Wagner lab ex vivo panel 1, 2, 3 (17,18, 23)
in vitro panel 1, 2, 3
anti-horse CD16-AF647%¢ 9G5 mslgG1 Wagner lab ex vivo panel 3 (12
anti-human CD79a-PE* clone HM47  mslgG1 Biolegend supplementary (24)
experiments
anti-human CD154-APC® 5C8 mslgG2a Miltenyi in vitro panel 1 130-092-290
(25)
anti-horse neutrophil DH24A msigM wsu ex vivo panel 1, 3 (11, 16)
granulocyte®"
anti-horse MHCII-AF6472° czil mslgG1 Wagner lab ex vivo panel 1 @2, 23)
anti-horse IFN-y-DyL488"° 38-1 mslgG1 Wagner lab in vitro panel 1, 2 (13)
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in vitro panel 2
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ex vivo isotype control
Antibody conjugation NHS ester
reagents®
DyL405 DyLight405 Thermo 46400
DyL488 DyLight405 Thermo 46402
DyL550 Dye 5650 Serva 59005.01
AF647 AlexaFluor Thermo A20006

647

“used for ex vivo analysis;

bused for in vitro analysis,

“conjugated in-house according to the manufacturer’s instructions,

“ms mouse,

'the DH24A antibody binds CDI0 in dogs, but it is unclear if CDI0 is also the target on equine granulocytes labelled by DH24A (11, 16),

Ithe polyclonal anti-horse IgG (H+L) antibody binds all equine immunoglobulin isotypes by the heavy (H) or light chains (L); Staining with this antibody is labelled ‘Ig’ in the results.
DyL: DyLight™. AF: AlexaFluor™.
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btreatment within four weeks before sampling: bronchodilators (BD) or corticosteroids (ST);
“one horse received antibiotics prior to sampling;
9two horses received mucolytics;

°one horse received ST;

Healthy

healthy lungs

4
<3
<
normal
none®
9.5
(3-18)
5m,1s,29
3 pony, 3TB, 2WB

8

5

mEA

mild moderate

1-2 2-3
<3 >3
<2 >2
abnormal
none®
7

(4-13)
4m,1s,3g
27TB, 6 WB

8
(8 mild, 5 moderate)
7

'median (range); * age difference mEA vs. sEA (0=0.02); all other group comparisons of age were ns;
9m mare, s stallion, g gelding;
"draft horse, pony, TB thoroughbred, WB warmblood.

sEA

severe (sEA)

3-4
>5
>2
abnormal, neutrophilic
none®
16"
(8-22)
2m,8g
2 draft, 2 pony, 6 WB

10

6

SEAtr

severe
treated
(sEAtr)

BD or ST°
14
4-19)
4m,3g
7WB

%
(2 BD, 58T
4

EArem

remission

3-4
<3
<2
normal
none/ST®
13
®-21)
1m,4g
1 draft, 1 TB, 3 WB

5

4





