O92

ANCA stimulated neutrophils release BLyS and promote B cell survival in vitro
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The presence of B cell infiltrates within the kidney has been reported in a number of inflammatory renal diseases, including the ANCA-associated vasculitides. These cells are likely to promote continued inflammation and may represent a niche for auto-antibody production. We sought to determine a role for ANCA activated neutrophils in promoting B cell survival, through the release of BLyS (B Lymphocyte Stimulator). Neutrophils isolated from healthy donors were assessed for BLyS expression by flow cytometry and release by capture ELISA. Both non primed neutrophils treated with TNF-α (10ng/ml) or fMLP (1µM) and TNF-α (2ng/ml) primed cells treated with ANCA (200µg/ml) exhibited a significant increase in BLyS surface expression, within 30 minutes, which returned to basal levels following 2 hours culture. BLyS was also detected in cell supernatants supporting the notion that BLyS can be shed from the neutrophil surface. To determine whether ANCA activated neutrophils support B cell survival in vitro, supernatants collected from ANCA treated neutrophils (2 hours) were added to the B cell lymphoma cell line L3055 (10%): L3055 cells were cultured for 48 hours with low serum (2.5%) to induce apoptosis and cell death was measured by measuring annexin V binding expression. Supernatants from ANCA IgG but not normal IgG treated neutrophils significantly increased B cell survival, equivalent to a BLyS at 10ng/ml. Using CFSE to label actively dividing B cells, we were also able to demonstrate that neutrophil supernatants added to L3055 cell culture were able to significantly increase cell proliferation over 48 hours. Both the proliferation and survival of B cells was significantly down regulated through the addition of a BLyS neutralising antibody, indicating that BlyS contained in supernatants was bioactive and responsible for the observed changes. We have shown that ANCA stimulated neutrophils release BLyS and can support B cell survival. The work may be particularly relevant in light of proposed uses of novel anti-BLyS monoclonal antibody therapies to treat a number of autoimmune diseases.
