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Supplemental Figure 1. KEL RBC clearance patterns after KELIg, in the absence of poly(I:C).  KEL RBCs were labeled with DiO and mixed with wild type RBCs labeled with DiI; this mixture was transfused into recipients that had been infused with KELIg. (A) Wild type and C3-/- recipients are shown; (B) Wild type and C1q-/- recipients are shown.
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Supplemental Figure 2. Gating strategy for splenocytes.  After gating on single cells, live cells, and non-T-cells/non-B-cells/non-RBCs, splenic red pulp macrophages, dendritic cells (CD8α and CD11b and plasmacytoid), resident and inflammatory monocytes, and neutrophils were evaluated.
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[bookmark: _Hlk74231852]Supplemental Figure 3.  Poly (I:C) and KELIg immunoprophylaxis result in increased transfused KEL RBC consumption by peripheral blood inflammatory monocytes in wild type compared with C3-/- mice. DiO labeled KEL RBCs were transfused to wild type or C3-/- mice treated with KELIg in the presence or absence of poly (I:C), and the percent of non-T/non-RBC peripheral blood cells were evaluated at one hour (A) and 16 hours (B) post-transfusion. These cell subsets were then evaluated for DiO fluorescence patterns, after first excluding TER119 positive RBCs on the surface of the WBCs; (C) shows the one hour and (D) shows the 16-hour time point. These data are representative of 2 independent experiments with 3 mice/group/experiment; error bars indicate standard deviation between mice.[image: ]


Supplemental Figure 4. Negative control conditions for in vitro B-cell assays.  DiO labeled KEL or wild type RBCs were incubated with KELIg (or not) in the presence (or absence) of sera, followed by incubation with peripheral blood derived WBCs from wild type donor mice.  (A) In wells using wild type RBCs, KELIg, sera, and WBCs from wild type donor mice, B220+ B-cells cells were separated by DiO positivity; the DiO positive and negative populations were then evaluated for their C3 positivity.  Shaded histograms are the DiO positive population, open histograms are the DiO negative population.  (B) In wells using KEL RBCs, no KELIg, sera, and WBCs from wild type donor mice, the same gating was completed.  (C) In wells using KEL RBCs, KELIg, no sera, and WBCs from wild type donor mice, the same gating was completed. These data are representative of 3 independent experiments.
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