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Myasthenia gravis (MG) is an autoimmune neurological disorder typified by skeletal muscle fatigue and most often production of autoantibodies against the nicotinic acetylcholine receptor (AChR). The present study was undertaken to assess the extent of AChR-peptide recognition in MG patients using co-culturing (DC:TC) of autologous monocyte-derived dendritic cells (moDCs) and highly enriched CD4+ T cells from the blood as compared to the traditional whole peripheral blood mononuclear cell (PBMC) cultures. We found that the DC:TC cultures were highly superior to the PBMC cultures for detection of reactivity toward HLA-DQ/DR-restricted AChR-peptides. In fact, whereas DC:TC cultures identified recognition in all MG patients the PBMC cultures failed to detect responsiveness in around 40% of the patients. Furthermore, reactivity to multiple peptides was evident in DC:TC cultures, while PBMC cultures mostly exhibited reactivity to a single peptide. No healthy control (HC) CD4+ T cells responded to the peptides in either culture system. Interestingly, whereas spontaneous production of IFNγ and IL-17 was observed in the DC:TC cultures from MG patients, recall responses to peptides enhanced IL-10 production in 9/13 MG patients, while little increase in IFNγ and IL-17 was seen. HCs did not produce cytokines to peptide stimulations. We conclude that the DC: TC culture system is significantly more sensitive and better identifies the extent of responsiveness in MG patients to AChR-peptides than traditional PBMC cultures.
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INTRODUCTION

Myasthenia gravis (MG) is an organ-specific autoimmune disease with a reported prevalence of 14–17 cases/100,000 in a Swedish/European or US population (1, 2). It is an antibody-mediated, CD4+ T cell-dependent neuro-inflammatory disorder, which results in loss of function in the acetylcholine receptor (AChR) at the neuromuscular junction (3, 4). This leads to a long-standing, debilitating disease with clinically diverse manifestations and severity. Roughly 85% of MG patients have autoantibodies that bind to the nicotinic AChR, which consists of a transmembrane glycoprotein composed of five subunits with a stoichiometry of α2βγδ. Among the four different subunits of AChR, it is the α-chain that is the prime target for an autoimmune attack in MG (5, 6). There are at least three different forms of AChR autoantibody-associated MG, indicating that the etiology may be diverse and, hence, MG constitutes a heterogenic patient group (7, 8). In the first group, early onset of MG (EOMG) more females than males are affected, while in the second group, late onset of MG (LOMG) disease is more prevalent in males (2, 9, 10). In both groups, the disease onset is often gradual with fluctuating muscle fatigability and weakness, which typically aggravate during the initial two years. A third group is MG patients presenting with thymoma (TOMG) (7). Beside these three groups, there is also a small group of patients who lack AChR antibodies but have antibodies against the muscle-specific receptor tyrosine kinase (MuSK MG). However, this group is also likely to be MG with a different etiology (8).

There is a genetic risk of developing MG and siblings or first grade relatives have a 4.5% increased risk of MG (7). Several studies have documented a strong association between MG and several HLA alleles (1, 11). Patients with EOMG have a distinct HLA association with HLA-DR3/DQA1/DRB1 as revealed in genome-wide association studies (GWAS) (12, 13). Furthermore, Maniaol et al. reported on the susceptibility to acquire MG disease in a Caucasian population and identified DRB1*15:01 as a major risk allele for LOMG and DRB1*03:01 as a risk factor for EOMG, indicating etiological differences between the two (14). Also, the DQB1* 05:02 locus has been associated with MG (15). Overall HLA-DR3, DQ8 and DQ6-restricted CD4+ T cell recognition of the AChR appear to be the most frequent in MG patients when consulting the immune epitope database (IEDB) (16). Apart from an association of MG with HLA class II regions, associations with class I regions have also been identified, specifically to HLA-B*08 (17). Of note, there is usually no association with HLA class II regions in MG patients with thymoma (14). GWAS studies have also identified a link to the locus encoding the CTLA4 protein, which is associated with regulatory CD4+ T cells (Tregs) (18, 19). Indeed, it is generally thought that an insufficient Treg function could be involved in the etiology of MG (20, 21). Studies using the experimental autoimmune myasthenia gravis (EAMG) model in mice or rats have clearly identified a protective role of Tregs against disease (22).

The formation of high-affinity anti-AChR autoantibodies requires CD4+ T cells that recognize the AChR (23). Therefore, T cell recognition of the AChR has been studied extensively and many publications have identified peptides from the extracellular α-chain, in particular, as the main targets (16). Importantly, recognition of epitopes persists over time in MG patients (23, 24). Hence, in theory, it appears feasible to develop treatment protocols for tolerization of autoreactive CD4+ T cells by using immunodominant epitopes from the AChR (25). Indeed, several studies have documented effective suppression of auto aggressive CD4+ T cell-mediated disease in EAMG models using defined peptides (26–30). Clinical studies in MG patients using this approach still await to be undertaken (31, 32). The amino acid sequences used for these experimental peptide-based therapies were derived from the many studies of peptide-specific T cell reactivity in MG patients. However, the frequency and unique peptide reactivity patterns have varied considerably in the different reports. It also remains a question as to the existence of a hierarchical order of dominant to subdominant AChR-peptide epitopes in MG patients (33). Whereas all previous studies have used isolated whole peripheral blood mononuclear cells (PBMCs) for culturing with the different AChR-peptides, no study has yet, to our knowledge, attempted to culture highly enriched CD4+ T cells with autologous dendritic cells (DC) (34). Such an approach could further advance our knowledge about the actual frequency and hierarchical dominance of CD4+ T cell reactivity to AChR-peptides in MG patients.

The present study was undertaken to investigate whether a more sensitive method compared to culture of whole PBMCs for detection MG-peptide-specific CD4+ T cells could be established. To this end, we adopted a method in which highly enriched CD4+ T cells from PBMCs were frozen and 5 days later thawed and co-cultured together with autologous monocyte-derived DCs (moDCs) and a selected panel of peptides from human AChR (35).

MATERIALS AND METHODS

MG Patient Samples

The study was approved by the regional ethical review board at the University of Gothenburg, Sweden. Thirteen patients (age 28–86 years, and mean ± SD 56.8 ± 20 years) were included in the study and blood samples were obtained after written informed consent. There were five cases with an early onset (<50 years; mean onset age 36 ± 8 years) of disease and eight cases with a late onset of disease (>50 years; mean 69 ± 13 years) with the clinical diagnosis of MG (Table 1). For comparisons, samples from 10 age-matched blood donors with no history of disease were used as healthy controls (HC). Diagnosis among MG patients was made by an experienced neurologist (Christopher Lindberg) based on diagnostic criteria for MG consisting of the presence of muscle weakness and fatigability, a clinical condition responsive to anti-cholinesterase medication, and, if needed, neurophysiological assessments. Anti-AChR antibodies were detected in sera from most patients as indicated (Table 1).

TABLE 1 | A compilation of clinical parameters for Myasthenia gravis (MG) patients enrolled in the present study.
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HLA Haplotype Determinations

The HLA-typing was performed with LABType®, Luminex xMAP technology, reverse SSO DNA typing method (One Lambda, USA), according to the standard operating procedure for tissue typing used at the Sahlgrenska University Hospital, Gothenburg, Sweden.

Peptides

The six overlapping peptides representing the extracellular part of the α-chain of hAChR (residues α1–210) were produced and purified by Pepscan Technology (Netherlands). Six selected peptides covering amino acid 1–210 of the α-chain of hAChR (P1, P2, P3, P4, P5, and P6), identified in previous publications, were used in the present study (Table 2) (13, 36). A mixed peptide pool, PM-CEFT-MHC-II (PepMixTM), representing multiple antigens (JPT Peptide Technology, Germany), was used as a positive control. The mixed peptide pool consisted of 14 peptides each corresponding to defined HLA class II restricted T-cell epitopes (from Cytomegalovirus, Epstein Barr virus, Influenza virus, and Clostridium tetani) that were selected on the basis of a high frequency of responsiveness of PBL in healthy volunteers.

TABLE 2 | Amino acid sequences of selected peptides P1–P6, representing the extracellular part of the hAChR receptor (residues α1–210).
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Preparation of PBMCs

Peripheral blood mononuclear cells were isolated from 50 ml of freshly drawn blood using standard Ficoll-hypaque (density of 1.077 ± 0.001 g/ml) density gradient centrifugation (37). Briefly, heparin-treated fresh blood was diluted in PBS of equal volume. Then, 9 ml of Ficoll was added slowly to a 50-ml centrifuge tube followed by addition of 15 ml of diluted blood. Centrifugation was carried out at 22°C for 20 min at 250 x g. The mononuclear cells at the interface were collected and washed twice in PBS. These cells were used for differentiation of moDCs and for enrichment of CD4+ T cells.

Generation of Monocyte-Derived Dendritic Cells

Isolated PBMCs were subjected to AutoMacs magnetic separation (Miltenyi Biotech) to deplete T and B cells. This process involved incubation with anti-human CD3+ (Cat no. 130-050-101, Miltenyi Biotech) and CD19+ microbeads (Cat no. 130-050-301, Miltenyi Biotech). The depleted PBMC were adjusted to 5 × 106 cells/ml in incomplete Iscove’s medium (IMDM) (Biochrom, Berlin, Germany) containing 1 mmol/l L-glutamine and 50 µg/mL gentamicin (Sigma-Aldrich). The cell suspension was added to 6-well plates (Nunc) and incubated at 37°C in an atmosphere with 5% CO2 for 4 h. Cells that remained in suspension were removed, while adherent monocytes were maintained in 10% heat inactivated fetal bovine serum (FBS) supplemented IMDM medium and stimulated with 1,000 U/ml rhGM-CSF and 1,000 U/ml rhIL-4. On Day 6, immature DCs were collected and seeded into a 96-well plate at a cell density of 1 × 105/ml (104/well).

CD4+ T Cell Enrichment

Negative selection of CD4+ cells was performed using a biotin-conjugated antibody cocktail (Cat no. 130-096-533, Miltenyi Biotech) specific for the lineage antigens CD8, CD14, CD15, CD16, CD19, CD36, CD56, CD123, TCR γ/δ, and CD235a on an AutoMACS (Miltenyi Biotech) for cell separation. Negative fractions were collected, washed, and counted using a hemocytometer. CD4+ T cells were stored in liquid N2 to be used later in the DC:TC co-culture experiments.

Flow Cytometry

To examine the expression of surface markers on moDC (1 × 106 cells/ml) the cells were incubated with primary antibodies on ice for 30 min. Antibodies used for flow cytometry included HLA-DRperCP, CD11cPE, CD14PEcy7 (BD Biosciences, USA). Data were acquired by flow cytometry on a LSR II instrument (BD biosciences) and analyzed using FlowJo (Tree star, USA).

Optimization of DC:TC Coculture Conditions

DC:TC co-cultures were established for 13 MG patients and 10 HC using the moDCs and autologous CD4+ T cells (1 × 105/well) at a ratio of 1:10. We developed an optimal protocol for generating moDCs and for co-culturing of these cells together with enriched CD4+ T cells, which had been frozen in liquid nitrogen from days 1 to 5 prior to co-culturing (Figure 1). We obtained cell viabilities >95% in the moDC cultures on day 5 of culturing with rhIL-4 and rhGM-CSF and significant maturation into CD11chighMHCIIhigh CD14- moDCs had occurred (Figures 1 and 2A). Cultures were stimulated with the individual hAChR peptides (at 10 µg/ml) in triplicates in 96-well microtiter plates (Nunc) in IMDM supplemented with 10% heat inactivated FBS and incubated at 37°C in a humidified CO2 (5%) incubator for 72 h. For comparison of culture conditions we also isolated PBMCs from seven of the MG patients, which were cultured under the same conditions. Controls included, unstimulated cells and positive controls with PBMCs and DC:TC cultures stimulated with PepMixTM (JPT Technology, Netherlands), which consisted of a mix of MG-unrelated synthetic peptides (1 µg/ml), according to the manufacturer’s description. An optimal ratio between moDC and CD4+ T cells was determined in the presence of different doses of PepMixTM (Figure 2C). After 72 h incubation T cell proliferation was assessed by DNA-incorporation of [3H]-thymidine (PerkinElmer, Boston, MA, USA) (at 1 mCi) for 8 h. A beta-scintillation counter (Beckman Coulter, Turku, Finland) was used to measure [3H]-thymidine incorporation. The results were given as mean counts per minute (cpm) ± SD and recalculated to give the stimulation index (SI ± SD; mean cpm of stimulated/unstimulated cells). A SI value >2.0 was considered significantly enhanced (35). Culture supernatants were analyzed for cytokine content.
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FIGURE 1 | Flow Chart: This flow chart depicts two different cell culture strategies, conventional PBMC and DC:TC co-cultures, for detecting acetylcholine receptor (AChR)-peptide-specific CD4+ T cell responses in MG patients. Briefly, PBMCs were separated using standard Ficoll gradient centrifugation. Following washing in PBS whole PBMCs were stimulated with indicated peptides in 96-well plates at 2 × 105 mononuclear cells/well and cell proliferation was measured after 72 h by 3 H3-thymidine incorporation. The DC:TC cultures relied on an initial pre-culture of enriched monocytes at 1 × 105 cells/well in medium with GM-CSF and IL-4 to generate moDCs. After 5 days enriched syngeneic CD4+ T cells were thawed (stored in −70°C) and added to the mDC cultures at 1 × 106 CD4+ T cells/well and stimulated by selected peptides, as indicated. Proliferation was assessed after 72 h in the co-cultures by addition of 3 H3-thymidine. Supernatants were harvested for determinations of cytokine production. Abbreviations: PBMCs, peripheral blood mononuclear cells; MG, myasthenia gravis; imDC, immature Dendritic cells; TC, T cell; hAChR, human acetylcholine receptor; PM, pepmix.
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FIGURE 2 | Dendritic cells (DC):TC co-cultures. Monocyte-derived dendritic cells (moDCs) were generated from healthy donors according to the protocol described in Section “Materials and Methods” in Figure 1. As a positive control CD4+ T cells were screened in triplicate cultures for reactivity toward a mix of control peptides, PepMixTM (PM). (A) A representative phenotypic analysis of mDC after 5 days of culturing in GM-CSF and IL-4 using flow-cytometry. (B) Identifying optimal conditions for CD4+ T cell responses in triplicate DC: TC cultures with PepmixTM (1 μg/ml). Testing different ratios of DC:TC. Results are given as means of SI ± SD of three independent experiments with cells from a single healthy donor (C) CD4+ T cell responses against different concentrations of PepmixTM (from 0.25 µg/ml to 1.0 µg/ml) in triplicate DC:TC cultures at a 1:10 ratio. The cells were stimulated with different doses of PepmixTM for 72 h and values are given as mean SI ± SD of three independent experiments with cells from a single healthy donor. One-way analysis of variance was performed to compare the PepmixTM responses between unstimulated and PepmixTM stimulated DC:TC co-cultures. p values are represented by **p < 0.01, ***p < 0.001, and ****p < 0.0001. (D) CD4+ T cell responses to PepmixTM (1 ug/ml) in DC:TC or peripheral blood mononuclear cell (PBMC) cultures from myasthenia gravis (MG) patients and healthy controls (HC). For MG; DC:TC n = 14; PBMCs n = 10; for HC DC:TC n = 9; PBMCs n = 9. Values are given as individual and mean stimulation index (SI) of triplicate wells for DC:TC and PBMC cultures from MG and healthy controls (HC). Unpaired t-test was performed with the means comparing DC: TC and PBMCs cultures (p > 0.05).



Cytokine and Antibody Measurements

Anti-AChR and anti-MUSK antibodies in serum were assessed by ELISA according to the manufacturers instructions (RSR Limited, Cardiff, UK, IBL International, Hamburg, Germany). Cytokines (IFNγ, IL-17, and IL-10) were determined in supernatants from the DC:TC cultures using a Bio-plex magnetic bead based assay kit and analyzed on a Bioplex MAG-PLEX multiplex reader (Bio-rad, X,Y), according to the manufacturer’s instructions. Results are given in pg/ml ± SD and the sensitivity for detection of cytokines were 0.1–0.2 pg/ml.

Statistical Analysis

Results are given as mean SI ± SD. Statistical significance was analyzed using multiple paired or unpaired t-test or one-way analysis of variance (ANOVA) with Kruskal–Wallis test using the Graph pad Prism 5.00 software (San Diego, CA, USA). p values are given as * < 0.05 and ** < 0.005.

RESULTS

Establishing DC:TC Co-culture Conditions

Patients were recruited from the outpatient clinic at the Sahlgrenska University Hospital, Gothenburg, Sweden. Only patients with a clinical diagnosis of MG without immunosuppressive medication were included. Blood samples were drawn from individual patients and HCs after informed consent had been given. The serum was analyzed for AChR- and MUSK-specific antibodies. All MG patients were also analyzed for their HLA-DRB1, -DQA1, and -DQB1 genotypes. We observed a strong prevalence of certain haplotypes; DRB1*04/DRB1*15, DQA1*01/DQA1*03, and DQB1*03/DQB1*06 in our MG patients (Table 1). Most MG patients carried serum antibodies against AChR, but none had anti-MUSK antibodies and all HCs were negative for both types of antibodies (Table 1). The culture conditions for the DC:TC co-cultures were established in a set of pilot experiments, as described in the Section “Materials and Methods” (Figures 1 and 2A,B). Enriched CD4+ T cells were frozen in liquid nitrogen from days 1 to 5 prior to co-culturing with the autologous DC. Cells were stimulated with selected peptides from the AChR and PepMixTM, which was used as a positive control. Comparable T cell proliferation (mean SI ± S.D. 3.29 ± 1.73) to the PepMixTM was observed in MG patients and HCs (mean SI ± S.D. 2.94 ± 1.18) (Figures 2C,D).

MG Patients Respond to Multiple Peptides from the AChR

The T cell responses to AChR peptides were evaluated using the DC:TC co-culture system in 13 MG patients. CD4+ T cell proliferation to a panel of AChR peptides (Table 2) was assessed after 8 days of culturing, i.e., 3 days after adding the enriched CD4+ T cells and peptide to the cultures. The results of the DC:TC proliferation assay with CD4+ T cells from 13 MG patients or 10 HCs are shown in Table 3. None of the HCs responded to any of the 6 peptides while 7/10 controls responded to the PepMixTM (Table 3). Of the MG patients, 11/13 exhibited CD4+ T cell responsiveness to the peptides with a mean SI of 3.7 (enhanced if >2-fold above background) (Table 3). Noteworthy, neither patient MG1 nor MG2 responded to the peptides, MG1 also failed to respond to the PepMixTM (Table 3). For technical reasons, patients, MG6 and MG12, were not tested with peptides P1 and P3. Interestingly, there appeared to be a hierarchy between the peptides that elicited a CD4+ T cell response in MG patients with the most frequently recognized peptides being P2, P5, and P6. In individual MG patients, the strongest responses (SI > 4) were observed with peptides P2, P4, P5, and P6 (Table 3).

TABLE 3 | Recognition of selected peptides from the hAChR by highly enriched CD4+ T cells isolated from peripheral blood of MG patients or HCs.
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Comparison between the DC:TC Co-culture System and PBMC Cultures for Detection of Peptide Reactive CD4+ T Cells

Of the 13 MG patients we selected the first 7 to be enrolled in a comparative study between DC:TC co-cultures and the conventional PBMC cultures for which was the most sensitive assay to identify reactivity to the panel of AChR-peptides. Strikingly, we found that DC:TC co-cultures were more sensitive than conventional PBMC cultures to identify reactivity to the AChR peptides (Figure 3; Table 4). As shown in Figure 3, using the DC:TC co-cultures, the three MG patients exemplified here exhibited a positive proliferative response against a majority of the peptides, while proliferation in the PBMC cultures was mostly below the detection threshold (Figures 3A,B). The difference was statistically significant. Peptide-induced responses were negative in control cultures with only T cells or only DC (Figure 3B). In fact, when summarizing the study in Table 4 it was evident that DC:TC co-cultures were superior to conventional PBMC cultures in detecting CD4+ T cell peptide recognition and only in one MG patient (MG4) did we detect a response that was of comparable range in the two assay systems (Table 4). However, in all other patients we observed no or very weak CD4+ T cell recognition of AChR-peptides in conventional PBMC cultures. By contrast, significant reactivity to several peptides was recorded in the DC:TC co-cultures (Table 4). Among the analyzed peptides, P2, 4, and 5 were found to elicit the highest recognition frequency of CD4+ T cells in MG patients (Table 4). Taken together, we conclude that DC:TC co-cultures were clearly superior to conventional PBMC cultures in detecting CD4+ T cell AChR-peptide recognition in MG patients. Importantly, no recognition of any of the peptides was found with CD4+ T cells isolated from HC in either the conventional PBMC cultures or in the DC:TC co-culture system, albeit reactivity to the PepMixTM was comparable to that in MG patients (Table 4).
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FIGURE 3 | A comparison between dendritic cell (DC):TC and conventional peripheral blood mononuclear cell (PBMC) cultures for detection of acetylcholine receptor (AChR)-specific recognition. We cultured conventional PBMC (n = 3) or DC:TC co-cultures from myasthenia gravis (MG) patients (MG patient 4,7, and 13 in Table 1) or healthy controls (HC) (HC 2, 8, and 10) to assess reactivity against six selected hAChR peptides (n = 3). (A) Values are given as mean stimulation index ± SD of triplicate wells. Multiple t-test was performed to compare the peptide responses individually between the DC:TC and PBMCs groups. Medium controls of unstimulated DCs/PBMCs had the following background cpm levels: MG 4 PBMCs- 783 cpm; MG 7 PBMCs-1006; MG 13 PBMCs- 834; MG 4 DC:TC- 630; MG 7 DC:TC- 750; MG 13 DC:TC- 103; HC2 PBMCs- 677; HC8 PBMCs- 1589; HC 10 PBMCs- 1673; HC2 DC:TC- 615; HC8 DC:TC- 680; HC10 DC:TC- 770. (B) Values in cpm ± SD are given also for cultures from MG patient 4,7, and 13 containing DC:TC, only DCs or only T cells in medium (/) or stimulated with P4. Reactivity to the other peptides was also negligible in DC- or TC-only cultures. One-way analysis of variance was performed with p values represented by ****p < 0.001.



TABLE 4 | A side-by-side comparison between the dendritic cell (DC):TC co-culture system and conventional peripheral blood mononuclear cell (PBMC) cultures for detection of hAChR-peptide-responsive CD4+ T cells in myasthenia gravis (MG) patients.
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Cytokine Production by CD4+ T Cells from MG Patients

To investigate CD4+ T cell subset activities in the stimulated DC:TC cultures we determined the production of IFNγ, IL-17, and IL-10 in supernatants from MG patients and the HC group against three selected peptides (P2, P5, and P6), giving the best CD4+ T cell proliferative responses. We found that MG patients exhibited most often elevated levels of IFNγ and IL-17 (p < 0.001) in cultures without recall antigen. This spontaneous production of cytokine was not observed in DC:TC cultures from HC (Figure 4). Most remarkably, though, we found peptide stimulation to increase IL-10 production in supernatants from MG patients (Figure 4). In fact, we observed significantly increased IL-10 levels relative to medium controls for P5 (#p < 0.05) and P6 (##p < 0.05) in MG patients. By contrast, for IFN-γ and IL-17 production in DC:TC cultures we did not observe significant recall responses to the peptides as opposed to the spontaneous production of these cytokines (Figure 4). Of note, the HC group did not respond with cytokine production, including IL-10, to peptide stimulation, nor did we observe peptide-induced cytokine production in DC-only cultures (Figure 4).
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FIGURE 4 | Cytokine production by dendritic cell (DC): TC co-cultures stimulated with three different hAChR peptides (see Table 2) for 72 h. Production of cytokines in pg/ml is given for DC:TC and only DC cultures. (A) IL-10, (B) IFNγ, and (C) IL-17. The cultures were performed in duplicates and mean production in pg/ml ± SD is shown. Note the high spontaneous production of IL-17 and IFNγ in the cultures from MG patients and the IL-10 augmenting effects by peptide (P2, P5 and P6) stimulation in DC:TC cultures. One-way analysis of variance was performed with p values represented by *p < 0.001 and #p < 0.05 between myasthenia gravis (MG) and healthy controls (HC) and between unstimulated and peptide-stimulated MG cultures, respectively.



DISCUSSION

In the present study, we demonstrate that the DC:TC co-culture technique is significantly more sensitive and reliable than conventional PBMC culture techniques for detecting CD4+ T cell peptide recognition in MG patients. Although the method is more laborious and time consuming than the whole PBMC or CD8+-depleted PBMC culture methods, it allows for a higher CD4+ T cell density to be screened for peptide recognition, which has merits when the frequency of responsive CD4+ T cells is low as in MG patients (34, 35) Moreover, the antigen-presenting cell (APC) function is dependent on moDCs in DC:TC co-cultures and since DC frequencies are very low (1%) in blood the APC function relies primarily on monocytes and B cells, and not DCs, in the PBMC cultures (38). These differences, most likely, account for the higher sensitivity of the DC:TC co-cultures that we observed. We generated moDCs by culturing monocytes with GM-CSF and IL-4 for 5 days, which resulted in a high density of phenotypically distinct moDC, i.e., CD11chighMHCIIhigh CD14- cells. MACS-purification of monocytes proved superior to plastic adherence-only techniques yielding higher purity (>95%) and twice the number of cells in culture.

In agreement with previous publications, nearly all MG patients exhibited CD4+ T cell reactivity to AChR-derived peptides in peripheral blood, whereas HC did not (35, 39, 40, 41). Therefore, a SI >2.0 was considered significant (35). Accordingly, when using a cutoff of >2.0 for the comparison between DC:TC co-cultures and PBMC cultures, we found that 7/7 MG patients responded with CD4+ T cell AChR-peptide recognition while only 4/7 patients responded using the conventional PBMC culture. Thus, in 3/7 patients the conventional PBMC cultures failed to identify responsive CD4+ T cells in MG patients. Furthermore, a majority (5/7) of the responding DC:TC co-cultures exhibited a positive result for at least four peptides, while this responsiveness was only found in one MG patient when using PBMC cultures. In previous reports the average response-rate to peptides in MG patients was rather variable, but clearly multiple peptides could be recognized in MG patients (28, 35, 42). This was, indeed, confirmed with DC:TC co-culture where 8/13 patients responded to two or more peptides. The three peptides that most patients reacted to were P2 (48-67), P5 (146-162), and P6 (195-212), which agrees well with observations made by others (34–36, 43).

Deitiker et al. (44) demonstrated that the P5 (146–162) peptide elicited stronger responses in patients with DQA1*0301 than in DQA1*0401 while we observed the highest SI in patients with DQA1*01 (36). Our findings confirmed the previous reports for MG patients (13, 15, 36). However, T cell proliferation was low to moderate in most published PBMC culture studies with a mean SI of 2–3, whereas with the DC:TC co-culture the response range was increased to a SI of 2–9 and 7/13 patient samples exhibited a mean SI > 3 (35). Hence, this method was not only more sensitive, but it also revealed a broader range of peptide recognition in CD4+ T cells from MG patients than the conventional PBMC cultures. This could be important when deciding on which peptides to include in various therapies with the aim of inducing immune tolerance in autoaggressive CD4+ T cell populations.

We observed a strong prevalence of the DRB1*4/DRB1*15, DQA1*01/DQA1*03, and DQB1*03/DQB1*06 haplotypes in Swedish MG patients. This HLA-restriction pattern corresponds well with what has previously been reported for MG patients with a Caucasian background (13, 15, 36). We found that MG patients with the DRB1*04/DRB1*15 haplotype recognized a majority of the six peptides. Seven of our patients had DRB1*04 and five had DRB1*15, which was recently reported to identify LOMG in Norwegian MG patients (14). This allele is known to be quite common in European and Asian populations and it is also a genetic risk factor for multiple sclerosis (45). However, it is not known whether the occurrence of LOMG is lower in populations of African origin where DRB1*15:01 is less frequent.

Current treatments for autoimmune diseases are not curative but rather control the symptoms. In MG, the first line of treatment given to most patients is symptomatic, treating the muscle fatigability by using acetylcholinesterase inhibitors (46, 47), while some patients need additional treatment with steroids or other forms of immunosuppressants (46, 47). Because the disease is gradual and progressive most patients require long-term medication (7). A prerequisite for high-affinity anti-AChR autoantibodies is the presence of auto aggressive AChR-specific CD4+ T cells (23). Both Th1 and Th17 CD4 T cells have been implicated in MG disease and enhanced production of IFNγ and IL-17, similar to our findings, has been documented in earlier studies (19, 48–50). Therefore, there is growing interest in developing novel therapies, which may suppress auto aggressive Th1 and Th17 cells and reinstate tolerance in the immune system (38). If successful, such immune tolerance inducing therapies will completely change the way autoimmune patients are treated since tissue destructive CD4+ T cells may be suppressed or eliminated, hence halting the disease driving mechanisms. Accordingly, new treatments to induce tolerance in MG could be a way forward to prevent progression and possibly offer cure from disease (3). Indeed, several publications suggest that restoring a functional Treg population could be a curative therapeutic intervention in MG (51–53). One such approach has focused on identifying the immunodominant epitopes in the AChR to use these for protective immunizations (3, 54). Several studies have described dominant antigenic epitopes in AChR, which could be candidates and used to vaccinate MG patients (54–57). Indeed, recent findings suggest that restoring a functional Treg population using immunodominant epitopes from the AChR could be an effective therapeutic approach for MG disease (5, 53, 58).

Interestingly, the most striking effect of AChR-peptide stimulation of CD4+ T cells from MG patients in our study was the induction of IL-10 production in DC:TC co-cultures. This cytokine is primarily associated with Treg functions and immunosuppression (59). Treatment with dominant AChR-peptides would, therefore, be a way to stimulate these IL-10 producing, potentially Tregs and reinstate tolerance in MG patients. Surprisingly few reports have documented cytokine production from CD4+ T cells in MG patients, let alone studies, including IL-10 production (48–50, 60–64). However, several studies have demonstrated that AChR-specific IL-10 production by PBMCs, was increased by immunosuppressive drug treatment, while a concomitant reduction was clearly observed for IL-17 and IFNγ-production (50, 65, 66). Hence, our observation that IL-10 production was elicited from peptide-stimulated circulating MG-specific CD4+ T cells further supports the notion that re-instating tolerance through stimulation of Tregs could be a way forward for treatment of MG disease.

Given the extended arsenal of very sensitive detection methods for the presence of single antigen-specific CD4+ T cells in in vitro cultures we anticipate that the sensitivity of the DC:TC co-culture system could be even more improved. In particular, adding ELISPOT, intracellular cytokine or tetramer detection assays rather than proliferation assays or cytokines in supernatants, as used here. Nevertheless, the present study provides clear evidence for the importance of selecting a sensitive assay when analyzing frequencies of reactive CD4+ T cells in peripheral blood from MG patients. We found that DC:TC co-cultures were much superior to traditional PBMC cultures for detection of AChR-peptide recognition. It also identified the presence of potentially, AChR-peptide reactive, IL-10 producing Tregs in the peripheral blood of MG patients.

ETHICS STATEMENT

The study was approved by the regional ethical review board at the University of Gothenburg, Sweden.

AUTHOR CONTRIBUTIONS

NL, SS, and MV contributed to the design of the study and for planning the experiments and SS and NL wrote the manuscript. CL and CM were responsible for the ethical permission and for the clinical selection and diagnostic evaluation of patients and controls. SS, MV, KS, and SM performed the experiments. SS organized figures and tables.

ACKNOWLEDGMENTS

NL provided financial support through a grant from the LUA/ALF ALFGBG-531021 at Sahlgrenska University Hospital and the Lundberg foundation, the Swedish Cancer Foundation, The Swedish Research Council and a Eurostars project E9480 TolerizeMG, for which Toleranzia received funding from Vinnova.

REFERENCES

1. Kalb B, Matell G, Pirskanen R, Lambe M. Epidemiology of myasthenia gravis: a population-based study in Stockholm, Sweden. Neuroepidemiology (2002) 21(5):221–5. doi:10.1159/000065639

2. Meriggioli MN, Sanders DB. Autoimmune myasthenia gravis: emerging clinical and biological heterogeneity. Lancet Neurol (2009) 8(5):475–90. doi:10.1016/S1474-4422(09)70063-8

3. Wylam ME, Anderson PM, Kuntz NL, Rodriguez V. Successful treatment of refractory myasthenia gravis using rituximab: a pediatric case report. J Pediatr (2003) 143(5):674–7. doi:10.1067/S0022-3476(03)00300-7

4. Alahgholi-Hajibehzad M, Kasapoglu P, Jafari R, Rezaei N. The role of T regulatory cells in immunopathogenesis of myasthenia gravis: implications for therapeutics. Expert Rev Clin Immunol (2015) 11(7):859–70. doi:10.1586/1744666X.2015.1047345

5. Luo J, Kuryatov A, Lindstrom JM. Specific immunotherapy of experimental myasthenia gravis by a novel mechanism. Ann Neurol (2010) 67(4):441–51. doi:10.1002/ana.21901

6. Robertson NP, Deans J, Compston DA. Myasthenia gravis: a population based epidemiological study in Cambridgeshire, England. J Neurol Neurosurg Psychiatry (1998) 65(4):492–6. doi:10.1136/jnnp.65.4.492

7. Melzer N, Ruck T, Fuhr P, Gold R, Hohlfeld R, Marx A, et al. Clinical features, pathogenesis, and treatment of myasthenia gravis: a supplement to the Guidelines of the German Neurological Society. J Neurol (2016) 263(8):1473–94. doi:10.1007/s00415-016-8045-z

8. Phillips WD, Vincent A. Pathogenesis of myasthenia gravis: update on disease types, models, and mechanisms [version 1; referees: 2 approved]. F1000Res (2016) 5(F1000 Faculty Rev):1513. doi:10.12688/f1000research.8206.1

9. Aarli JA. Late-onset myasthenia gravis: a changing scene. Arch Neurol (1999) 56(1):25–7. doi:10.1001/archneur.56.1.25

10. Sakai W, Matsui N, Ishida M, Furukawa T, Miyazaki Y, Fujita K, et al. Late-onset myasthenia gravis is predisposed to become generalized in the elderly. eNeurologicalSci (2016) 2:17–20. doi:10.1016/j.ensci.2016.02.004

11. Compston DA, Vincent A, Newsom-Davis J, Batchelor JR. Clinical, pathological, HLA antigen and immunological evidence for disease heterogeneity in myasthenia gravis. Brain (1980) 3(108):579–601. doi:10.1093/brain/103.3.579

12. Zagoriti Z, Kambouris ME, Patrinos GP, Tzartos SJ, Poulas K. Recent advances in genetic predisposition of myasthenia gravis. Biomed Res Int (2013) 2013:404053. doi:10.1155/2013/404053

13. Deitiker PR, Oshima M, Smith RG, Mosier D, Atassi MZ. Association with HLA DQ of early onset myasthenia gravis in Southeast Texas region of the United States. Int J Immunogenet (2011) 38(1):55–62. doi:10.1111/j.1744-313X.2010.00979.x

14. Maniaol AH, Elsais A, Lorentzen AR, Owe JF, Viken MK, Saether H, et al. Late onset myasthenia gravis is associated with HLA DRB1*15:01 in the Norwegian population. PLoS One (2012) 7(5):e36603. doi:10.1371/journal.pone.0036603

15. Testi M, Terracciano C, Guagnano A, Testa G, Marfia GA, Pompeo E, et al. Association of HLA-DQB1 *05:02 and DRB1 *16 alleles with late-onset, nonthymomatous, AChR-Ab-positive myasthenia gravis. Autoimmune Dis (2012) 2012:541760. doi:10.1155/2012/541760

16. Vaughan K, Kim Y, Sette A. A comparison of epitope repertoires associated with myasthenia gravis in humans and nonhuman hosts. Autoimmune Dis (2012) 2012:403915. doi:10.1155/2012/403915

17. Gregersen PK, Kosoy R, Lee AT, Lamb J, Sussman J, McKee D, et al. Risk for myasthenia gravis maps to a (151) Pro – >Ala change in TNIP1 and to human leukocyte antigen-B*08. Ann Neurol (2012) 72(6):927–35. doi:10.1002/ana.23691

18. Wang XB, Pirskanen R, Giscombe R, Lefvert AK. Two SNPs in the promoter region of the CTLA-4 gene affect binding of transcription factors and are associated with human myasthenia gravis. J Intern Med (2008) 263(1):61–9. doi:10.1111/j.1365-2796.2007.01879.x

19. Gu M, Kakoulidou M, Giscombe R, Pirskanen R, Lefvert AK, Klareskog L, et al. Identification of CTLA-4 isoforms produced by alternative splicing and their association with myasthenia gravis. Clin Immunol (2008) 128(3):374–81. doi:10.1016/j.clim.2008.05.006

20. Buckner JH. Mechanisms of impaired regulation by CD4(+)CD25(+)FOXP3(+) regulatory T cells in human autoimmune diseases. Nat Rev Immunol (2010) 10(12):849–59. doi:10.1038/nri2889

21. Dejaco C, Duftner C, Grubeck-Loebenstein B, Schirmer M. Imbalance of regulatory T cells in human autoimmune diseases. Immunology (2006) 117(3):289–300. doi:10.1111/j.1365-2567.2005.02317.x

22. Nessi V, Nava S, Ruocco C, Toscani C, Mantegazza R, Antozzi C, et al. Naturally occurring CD4+CD25+ regulatory T cells prevent but do not improve experimental myasthenia gravis. J Immunol (2010) 185(9):5656–67. doi:10.4049/jimmunol.0903183

23. Conti-Fine BM, Navaneetham D, Karachunski PI, Raju R, Diethelm-Okita B, Okita D, et al. T cell recognition of the acetylcholine receptor in myasthenia gravis. Ann N Y Acad Sci (1998) 841:283–308. doi:10.1111/j.1749-6632.1998.tb10936.x

24. Wang ZY, Okita DK, Howard J Jr, Conti-Fine BM. T-cell recognition of muscle acetylcholine receptor subunits in generalized and ocular myasthenia gravis. Neurology (1998) 50(4):1045–54. doi:10.1212/WNL.50.4.1045

25. Raimondi G, Zanoni I, Citterio S, Ricciardi-Castagnoli P, Granucci F. Induction of peripheral T cell tolerance by antigen-presenting B cells. I. Relevance of antigen presentation persistence. J Immunol (2006) 176(7):4012–20. doi:10.4049/jimmunol.176.7.4012

26. Oshima M, Yokoi T, Deitiker P, Atassi MZ. T cell responses in EAMG-susceptible and non-susceptible mouse strains after immunization with overlapping peptides encompassing the extracellular part of Torpedo californica acetylcholine receptor alpha chain. Implication to role in myasthenia gravis of autoimmune T-cell responses against receptor degradation products. Autoimmunity (1998) 27(2):79–90.

27. Oshima M, Atassi MZ. T cells of mice treated with mPEG-myasthenogenic peptide conjugate are involved in protection against EAMG by stimulating lower pathogenic antibody responses. Autoimmunity (2000) 32(1):45–55. doi:10.3109/08916930008995987

28. Atassi MZ, Ruan KH, Jinnai K, Oshima M, Ashizawa T. Epitope-specific suppression of antibody response in experimental autoimmune myasthenia gravis by a monomethoxypolyethylene glycol conjugate of a myasthenogenic synthetic peptide. Proc Natl Acad Sci U S A (1992) 89(13):5852–6. doi:10.1073/pnas.89.13.5852

29. Aruna BV, Ben-David H, Sela M, Mozes E. A dual altered peptide ligand down-regulates myasthenogenic T cell responses and reverses experimental autoimmune myasthenia gravis via up-regulation of Fas-FasL-mediated apoptosis. Immunology (2006) 118(3):413–24. doi:10.1111/j.1365-2567.2006.02398.x

30. Aruna BV, Sela M, Mozes E. Down-regulation of T cell responses to AChR and reversal of EAMG manifestations in mice by a dual altered peptide ligand via induction of CD4+ CD25+ regulatory cells. J Neuroimmunol (2006) 177(1–2):63–75. doi:10.1016/j.jneuroim.2006.04.018

31. Wolfe GI, Kaminski HJ, Aban IB, Minisman G, Kuo HC, Marx A, et al. Randomized trial of thymectomy in myasthenia gravis. N Engl J Med (2016) 375(6):511–22. doi:10.1056/NEJMoa1602489

32. Gilhus NE, Verschuuren JJ. Myasthenia gravis: subgroup classification and therapeutic strategies. Lancet Neurol (2015) 14(10):1023–36. doi:10.1016/S1474-4422(15)00145-3

33. Ching KH, Burbelo PD, Kimball RM, Clawson LL, Corse AM, Iadarola MJ. Recombinant expression of the AChR-alpha1 subunit for the detection of conformation-dependent epitopes in myasthenia gravis. Neuromuscul Disord (2011) 21(3):204–13. doi:10.1016/j.nmd.2010.12.003

34. Wang ZY, Diethelm-Okita B, Okita DK, Kaminski HJ, Howard JF, Conti-Fine BM. T cell recognition of muscle acetylcholine receptor in ocular myasthenia gravis. J Neuroimmunol (2000) 108(1–2):29–39. doi:10.1016/S0165-5728(00)00250-2

35. Oshima M, Deitiker PR, Smith RG, Mosier D, Atassi MZ. T-cell recognition of acetylcholine receptor provides a reliable means for monitoring autoimmunity to acetylcholine receptor in antibody-negative myasthenia gravis patients. Autoimmunity (2012) 45(2):153–60. doi:10.3109/08916934.2011.611550

36. Deitiker PR, Oshima M, Smith RG, Mosier DR, Atassi MZ. Subtle differences in HLA DQ haplotype-associated presentation of AChR alpha-chain peptides may suffice to mediate myasthenia gravis. Autoimmunity (2006) 39(4):277–88. doi:10.1080/08916930600738581

37. Boyum A. Isolation of mononuclear cells and granulocytes from human blood. Isolation of monuclear cells by one centrifugation, and of granulocytes by combining centrifugation and sedimentation at 1 g. Scand J Clin Lab Invest Suppl (1968) 97:77–89.

38. Garber K. Immunology: a tolerant approach. Nature (2014) 507(7493):418–20. doi:10.1038/507418a

39. Oshima M, Deitiker PR, Mosier DR, Smith RG, Atassi MZ. Responses in vitro of peripheral blood lymphocytes from patients with myasthenia gravis to stimulation with human acetylcholine receptor alpha-chain peptides: analysis in relation to age, thymic abnormality, and ethnicity. Hum Immunol (2005) 66(1):32–42. doi:10.1016/j.humimm.2004.09.015

40. Karni A, Zisman E, Katz-Levy Y, Paas-Rozner M, Dayan M, Brautbar C, et al. Reactivity of T cells from seronegative patients with myasthenia gravis to T cell epitopes of the human acetylcholine receptor. Neurology (1997) 48(6):1638–42. doi:10.1212/WNL.48.6.1638

41. Wang ZY, Okita DK, Howard JF Jr, Conti-Fine BM. Th1 cells of myasthenia gravis patients recognize multiple epitopes on the muscle acetylcholine receptor alpha subunit. Ann N Y Acad Sci (1998) 841:329–33. doi:10.1111/j.1749-6632.1998.tb10941.x

42. Oshima M, Ashizawa T, Pollack MS, Atassi MZ. Autoimmune T cell recognition of human acetylcholine receptor: the sites of T cell recognition in myasthenia gravis on the extracellular part of the alpha subunit. Eur J Immunol (1990) 20(12):2563–9. doi:10.1002/eji.1830201206

43. Kirshner SL, Waisman A, Zisman E, Ben-Nun A, Mozes E. T cell receptor expression and differential proliferative responses by T cells specific to a myasthenogenic peptide. Cell Immunol (1997) 180(1):20–8. doi:10.1006/cimm.1997.1171

44. Deitiker P, Atassi MZ. Non-MHC genes linked to autoimmune disease. Crit Rev Immunol (2012) 32(3):193–285.

45. Oksenberg JR, Barcellos LF, Cree BA, Baranzini SE, Bugawan TL, Khan O, et al. Mapping multiple sclerosis susceptibility to the HLA-DR locus in African Americans. Am J Hum Genet (2004) 74(1):160–7. doi:10.1086/380997

46. Utsugisawa K, Nagane Y, Suzuki S, Suzuki N. Monitoring treatment with cyclosporine microemulsion in myasthenia gravis. Eur J Neurol (2008) 15(6):598–604. doi:10.1111/j.1468-1331.2008.02130.x

47. Nagane Y, Suzuki S, Suzuki N, Utsugisawa K. Two-year treatment with cyclosporine microemulsion for responder myasthenia gravis patients. Eur Neurol (2010) 64(3):186–90. doi:10.1159/000319172

48. Wang Z, Wang W, Chen Y, Wei D. T helper type 17 cells expand in patients with myasthenia-associated thymoma. Scand J Immunol (2012) 76(1):54–61. doi:10.1111/j.1365-3083.2012.02703.x

49. Yi Q, Ahlberg R, Pirskanen R, Lefvert AK. Acetylcholine receptor-reactive T cells in myasthenia gravis: evidence for the involvement of different subpopulations of T helper cells. J Neuroimmunol (1994) 50(2):177–86. doi:10.1016/0165-5728(94)90044-2

50. Yilmaz V, Oflazer P, Aysal F, Durmus H, Poulas K, Yentur SP, et al. Differential cytokine changes in patients with myasthenia gravis with antibodies against AChR and MuSK. PLoS One (2015) 10(4):e0123546. doi:10.1371/journal.pone.0123546

51. Velaga S, Alter C, Dringenberg U, Thiesler CT, Kuhs S, Olek S, et al. Clinical grade regulatory T cells: comparative analysis of large-scale expansion conditions. Exp Hematol (2017) 45:27–35.e1. doi:10.1016/j.exphem.2016.09.008

52. Spence A, Tang Q. Restoring regulatory T cells in type 1 diabetes. Curr Diab Rep (2016) 16(11):110. doi:10.1007/s11892-016-0807-6

53. Galgani M, De Rosa V, La Cava A, Matarese G. Role of metabolism in the Immunobiology of regulatory T cells. J Immunol (2016) 197(7):2567–75. doi:10.4049/jimmunol.1600242

54. Shi FD, Bai XF, Li HL, Huang YM, Van der Meide PH, Link H. Nasal tolerance in experimental autoimmune myasthenia gravis (EAMG): induction of protective tolerance in primed animals. Clin Exp Immunol (1998) 111(3):506–12. doi:10.1046/j.1365-2249.1998.00521.x

55. Im SH, Barchan D, Fuchs S, Souroujon MC. Suppression of ongoing experimental myasthenia by oral treatment with an acetylcholine receptor recombinant fragment. J Clin Invest (1999) 104(12):1723–30. doi:10.1172/JCI8121

56. Protti MP, Manfredi AA, Wu XD, Moiola L, Dalton MW, Howard JF Jr, et al. Myasthenia gravis. CD4+ T epitopes on the embryonic gamma subunit of human muscle acetylcholine receptor. J Clin Invest (1992) 90(4):1558–67. doi:10.1172/JCI116024

57. Sinmaz N, Nguyen T, Tea F, Dale RC, Brilot F. Mapping autoantigen epitopes: molecular insights into autoantibody-associated disorders of the nervous system. J Neuroinflammation (2016) 13(1):219. doi:10.1186/s12974-016-0678-4

58. Danikowski KM, Jayaraman S, Prabhakar BS. Regulatory T cells in multiple sclerosis and myasthenia gravis. J Neuroinflammation (2017) 14(1):117. doi:10.1186/s12974-017-0892-8

59. Ng TH, Britton GJ, Hill EV, Verhagen J, Burton BR, Wraith DC. Regulation of adaptive immunity; the role of interleukin-10. Front Immunol (2013) 4:129. doi:10.3389/fimmu.2013.00129

60. Yi JS, Guidon A, Sparks S, Osborne R, Juel VC, Massey JM, et al. Characterization of CD4 and CD8 T cell responses in MuSK myasthenia gravis. J Autoimmun (2014) 52:130–8. doi:10.1016/j.jaut.2013.12.005

61. Yoshikawa H, Satoh K, Yasukawa Y, Yamada M. Cytokine secretion by peripheral blood mononuclear cells in myasthenia gravis. J Clin Neurosci (2002) 9(2):133–6. doi:10.1054/jocn.2001.1028

62. Huang WX, Huang P, Fredrikson S, Pirskanen R, Hillert J. Decreased mRNA expression of TNF-alpha and IL-10 in non-stimulated peripheral blood mononuclear cells in myasthenia gravis. Eur J Neurol (2000) 7(2):195–202. doi:10.1046/j.1468-1331.2000.00056.x

63. Masuda M, Tanaka S, Nakajima K, Yamada N, Ido N, Ohtsuka T, et al. Clinical implications of the type 1/type 2 balance of helper T cells and P-glycoprotein function in peripheral T lymphocytes of myasthenia gravis patients. Eur J Pharmacol (2010) 627(1–3):325–31. doi:10.1016/j.ejphar.2009.10.040

64. Milani M, Ostlie N, Wang W, Conti-Fine BM. T cells and cytokines in the pathogenesis of acquired myasthenia gravis. Ann N Y Acad Sci (2003) 998:284–307. doi:10.1196/annals.1254.032

65. Huang YM, Kivisakk P, Ozenci V, Pirskanen R, Link H. Increased levels of circulating acetylcholine receptor (AChR)-reactive IL-10-secreting cells are characteristic for myasthenia gravis (MG). Clin Exp Immunol (1999) 118(2):304–8. doi:10.1046/j.1365-2249.1999.01062.x

66. Furukawa Y, Yoshikawa H, Iwasa K, Yamada M. Clinical efficacy and cytokine network-modulating effects of tacrolimus in myasthenia gravis. J Neuroimmunol (2008) 195(1–2):108–15. doi:10.1016/j.jneuroim.2007.12.008

Conflict of Interest Statement: NL has intellectual property related to MG treatment. NL and MV are affiliated with the Toleranzia AB company that develops MG-specific treatments based on fusion proteins. Disclosures are managed in compliance with the policies of the University of Gothenburg, Sweden. SS, CM, CL, SM, and KS have nothing to disclose.

Copyright © 2017 Sharma, Malmeström, Lindberg, Meisel, Schön, Verolin and Lycke. 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) or licensor 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.

OPS/images/fimmu-08-01370-t001.jpg
S. No.

MG-1
MG-2
MG-3
MG-4
MG-5
MG-6
MG-7
MG-8
MG-9
MG-10
MG-11
MG-12
MG-13

Age

28
33
33
36
50
52
55
60
64
74
82
86
86

Gender

m

New diagnosis (y/n)

% 39K DO D3I T

AChR Abs (>0.45)

0.64
>20
11
>20
1.9
>20
>20
n
>20
n
3.6
45
>20

MUSK Abs

o= R T = e = e i i e R (e |

lvBvlvEvivlvlvivivivivlviv)

RB
RB
RB
RB
RB
RB
RB1
RB1
RB1
RB
RB
RB
RB

*03 (D
04, *1
04, *1
*08, *1
03 (DI
03 (DI
15

R17), *04
3

4:04

5

R17), *04
R17), *04

DQA
DQA
DQA
DQA
DQA
DQA
DQA
DQA
DQA
DQA
DQA
DQA
DQA

HLA

*03, *05:01
*01, *03

*01, *03

*01, *04:01
*03:01, *05:01
*08:01, *05:01
*01

*01, *05

*01

*01

*01, *05

*01, *03

*01, *03

DQB1 *02, *03 (DQ7)
DQB1 *03 (DQS), *06
DQB1 *03 (DQ7), *05
DQB1 *04, *06

DQB1 *02, *03 (DQS)
DQB1 *02, *03 (DQ8)
DQB1 *06

DQB1 *03 (DQ7), *05
DQB1 *05, *06

DQB1 *05, *06
DQB1 *03 (DQ7), *06
DQB1 *03 (DQ8), *06

DQB1 *03 (DQ7), *06

Patients were selected on the basis of a clinical diagnosis of MG and not being on immunosuppressive treatments. f, female; m, male; y, yes; n, no; hAChR Abs, human

acetylcholine receptor-specific antibodies in serum (n is negative); MUSK Abs, muscle-specific kinase (n is negative); HLA typing, human leukocyte antigen.





OPS/images/fimmu-08-01370-t002.jpg
Peptide

Sequence position

Amino A

cid Sequence

P1

P2
P3

P4
P5
P6

12-49

48-67
75-115

78-93
146-162
195-212

H-FKDYSSVVRPVEDHRQVWVEVTVGLQLIQ
LINVDEVNQI-OH (38 aa)

H-LGTWT
H-VKKIH

T'YDGSVVAINPES-OH (20 aa)
PSEKIWRPDLVLYNNADGDFAIVK

FTKVLLQYTGH-OH (41 aa)

H-IHIPSE
H-LGTWT

KIWRPDLVLY-OH (15 aa)
T'YDGVVAINPES-OH (17 aa)

H- DPTYLDITYHFVMQRLPL-OH (18 aa)






OPS/images/fimmu-08-01370-g003.jpg
MG Patient (MG 4) MG Patient (MG 7) MG Patient (MG 13)

‘Stimulation Index
Stimulation Index

Stimulation Index

NN & NI &
e o
= PevC mm DCTC ' Powc mm GG =3 Pevc mm DCTC

Healthy control (HC 2) Healthy control (HC 8) Healthy control (HC 10)
0. 0.

Stimulation Index

Stimulation Index
‘Stimulation Index

BRI R

o PevC mm DCITC

B
MG Patient (MG 4) MG Patient (MG 13) MG Patient (MG 13)
40007 s

Ha—— [ Ps 1 s 1 P4
BCTC 'DC only TCony

TP TP
BeTC DC only TC ony





OPS/images/fimmu-08-01370-g004.jpg
w0 . me
o He
00 . .
£ 20
100
o
LI Y P
s PR
ore o
c a7
20 . wo
. o He
2]

pre, oy





OPS/images/fimmu-08-01370-t003.jpg
MG Patient Age P1 P2 P3 P4 P5 P6 PM
MG-1 28 1.41+£063 0.69 +0.41 1.24 +0.34 1.18 £ 0.52 1.07 £ 0.55 1.04 +0.56 1.32+£057
MG-2 33 1.31+£0.18 1.25 +0.09 0.67 £0.12 1.47 £1.08 1.3+048 1.81+024

MG-3 33 1.99 + 0.40 217 +0.85 2.68 +0.67 8.18+0.75 3825+0.32 1.93+1.82

MG-4 3 1802091 4954137 2574014 208096 248+054 2384038

MG-5 50 078£006 2564149  055£020  09240.11 2154068  199£100 0764006
MG-6 52 NP 1.67 £0.93 NP 1.96 +1.38 1.65 + 0.56 2.06 +0.62 1.36 + 0.06
MG-7 556 6.34 £ 0.55 7.34+1.41 6.3+1.48 8.25+0.53 514 +0.94 6.54 +0.37

MG-8 60 4.12+4.45 7.83 +4.51 0.73+0.30 1.26+0.79 3.95+0.78 285+1.94

MG-9 64 2674102  253£138  286x111 253106 2522134 212089

MG-10 74 1.4+027 1.87+025 1.3+042 2.49+0.39 1.92+027 1.49+0.18

MG-11 82 1.31+0.01 341292 1.26 +0.34 1.64 +0.57 6.11+1.84 4.66 +5.53 1194017
MG-12 86 NP 1.09+0.10 NP 1.85+0.09 0.95+0.27 3.41+0.20 0.94+0.11
MG-13 86 122+0.75 328 +3.58 3.53+1.07 4.40 +0.91 472+1.73 4.32+1.00 -
Healthy control

HG-1 2 1026016 118022 1554022 098012 101£026 1252007

Ho-2 2 1035024 0142003 1272060 084005 102£043  105:073

HC-3 33 0.86 +0.22 0.66 +0.19 0.98 +0.07 0.97 +0.08 0.99 +0.20 0.88 +0.07 1.45+0.21
HC-4 33 1.47 £0.54 0.88 +0.39 117 £0.38 1.61+0.286 1.28 +0.54 1.24+0.18 0.48 +0.48
HC-5 a4 028£020 012011 053012  095+0.10 087£018 098011  [2095104
HC-6 3 1564056  089£017  104£0.16 132100 1214063 1104049 097014
HC-7 40 1.02 +£0.55 1.72£0.30 1.99 £ 2.07 1.75 £ 057 1.85+0.85 0.79 +0.69

HC-8 40 0.93+0.16 1.08 £ 0.86 0.57 £0.19 0.62 +0.05 0.65 +0.04 0.35+0.31

HC-9 45 1.24 +0.59 1.62+1.58 1.27 £ 0.80 1.31+£081 1.72+073 0.76 +0.92

HC-10 55 069£033  187£104 132063 112004 063£004  068£022

The novel DC:TC co-culture method was used. Stimulation index (SI) + SD values in red boxes indicate responding DC:TC co-cultures from MG patients or healthy controls (HC);
SI 1 SD values in blue boxes indlicate significant responses (I > 2.0) to a Pepmix (PM) used as a positive DC:TC co-culture control, NP, Not performed; Sl was calculated and given
as means + SD (see Materials and Methods).
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Patients type
P1 P2 P3 P4 P5 P6
MG3 DC:TC 1.99 + 0.40 217 £0.85 2.68 + 0.67 3.18 + 0.76 3.256 +0.32 1.93 +1.82
PBMC 1.19 + 1.40 0.76 + 0.31 110+ 1.22 1.96 + 1.02 2.16 +1.02 2,112 42 1.289)
MG-4 DC:TC 1.89 + 0.91 4.95 +1.37 2,57 +0.14 2.08 + 0.96 2.48 +0.54 2.38 +0.38
PBMC 2.1+0.158 1.04 + 0.05 1.18 + 0.64 2.92 +0.04 3.37 + 0.89 5.1+1.83
MG-5 DC:TC 0.78 + 0.06 2.56 +1.49 0.55 +0.20 0.92 +0.11 2.15 +0.68 1.99 + 1.00
PBMC 1.16 £ 0.50 0.5+0.12 1.46 +0.90 1.51+0.28 212 +049 1.08+0.26
MG-7 DC:TC 6.34 + 0.55 7.34 +1.41 6.3 +1.48 8.25 + 0.58 5.14 + 0.94 6.54 +0.37
PBMC 113+ 0.14 1.79 £ 0.69 1.61+0.32 1.21+0.22 2.34 +1.37 1156+ 0.37
MG-9 DC:TC 2.67 +1.32 2.53 +1.38 286 +1.11 2.53 +1.06 252 +1.34 210+ 0.89
PBMC 1.48 £0.32 1.97 £0.14 197 +£0.83 1.72+0.18 1.93 £ 0.91 1.68 +0.39
MG-10 DC:TC 1.4+027 1.87 +£0.25 1.3+0.42 2.49 + 0.39 1.92 +£0.27 1.49+0.18
PBMC 1.62 +0.39 1.45+0.26 1.74 +0.83 0.5+0.33 0.75 + 0.55 1568 +0.14
MG-13 DC:TC 1.22+0.75 3.28 + 1.41 3.583 +1.07 4.4 +0.914 4.72 + 3.07 4.32 +1.00
PBMC 0.81+0.73 0.92 +0.49 1.056 +0.32 0.69 +0.18 0.67 +0.07 0.71 +0.54

Stimulation index (S) values in red boxes indicate a significant AChR-peptide response (i.e., SI > 2.0) in DC:TC co-cultures and green boxes indicate significant responses in PBMC
cultures from 7 MG patients (see Table 1); S/ values were calculated as described in the Section “Materials and Methods” and given as means + SD.
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