Supplemental Figure 1.  Antibodies specific to MPO (A) and total IgM antibodies (B) were measured by ELISA.  Reactivity to MPO was tested with both native human MPO and recombinant mouse MPO.  Shown are representative results from one experiment, with all samples assayed in duplicate.  Similar results were obtained in 5 separate culture experiments.  Samples that had absorbances more than twice the negative control (B cell culture medium only) were considered positive.  Total splenocyte and enriched B cell cultures from LC Tg, but not HC Tg, produced anti-MPO specific antibodies.  (C) Results of an isotype analysis of all immunoglobulins and anti-MPO specific antibodies produced in response to LPS stimulation of splenocytes from low copy and high copy transgenic mice.  Although antibodies of various isotypes were made by splenocytes from both LC and HC Tg mice, anti-MPO antibodies produced by LC Tg mice were IgM.  Little or no anti-MPO antibody was produced by splenocytes from HC Tg mice.

Supplemental Figure 2.  Anti-MPO B cells from LC Tg mice are not anergic.  Shown are the results of a CFSE proliferation assay following culture of 106 total splenocytes in the absence or presence of MPO, LPS or anti-IgM F(ab’)2 for 3 d.  Single axis histograms depicting CFSE levels are shown for all B220+ B cells and MPO-binding B cells for non-transgenic control (C), LC and HC Tg mice.  The thin black line indicates unstimulated cells, the thick dark gray line indicates cells stimulated with LPS, and the thick light gray line indicates cells stimulated with anti-Mu.  A peak of CFSE fluorescence shifted to the left indicates that some anti-MPO B cells from LC Tg mice proliferate in response to LPS.  Most anti-MPO B cells from HC Tg mice do not proliferate in response to LPS.  Both non-MPO binding and MPO-binding B cells in non-transgenic control (C) mice proliferate in response to anti-Mu stimulation;  these cells are most likely follicular B cells.  As the percentage of follicular B cells decreases and the percentage of anti-MPO B-1 cells increases in LC and HC Tg mice, the proliferation in response to anti-Mu is decreased.  No proliferation was observed in response to MPO (results not shown).
