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Supplemental Figure 2. Binding of natural and designed FH-based regulators to physiological,
convertase deposited C3b, iC3b and C3d. Relative binding of sCR1, FH18-20, FHA10-15 and FHL-1 to
opsonins C3b, iC3b, and C3dg as determined by SPR. Sensorgrams of all analytes were normalized to
molecular weight. The middle (iC3b binding) and right (C3dg binding) columns display percentage numbers to
indicate the percentage of signal obtained of each analyte for these surfaces in respect to the C3b signal (left
column) for the highest analyte concentration during the end of injection. Analytes were assayed in two-fold
dilution series in the running buffer HBS-P+ buffer (10 mM HEPES [pH 7.4], 150 mM NaCl, 0.005% Tween 20, 1
mM MgCl,) at 25?; C as indicated. Highest concentrations of each 1:1 dilution series were 1 uM for sCR1, 20 uM
for FH18-20, 0.5 pM for FHA10-15 and 20 pM for FHL-1. Double injections of reference subtracted sensorgrams
are shown throughout.

Surface plasmon resonance (SPR) experiments were performed on a Biacore 3000 instrument (GE Healthcare).
Sensorgrams were processed in Scrubber (v2.0c; BioLogic). Equal amounts of C3b were immobilized onto three
flow cells of a CM5 sensor chip (GE Healthcare) by convertase-mediated deposition by repetitive injections of a
mix of factors B and D (at 500 and 200 nM, respectively) and C3 (1 pM). C3b molecules on two separate flow
cells were processed with factor | (FI) in the presence of either FH or soluble complement receptor 1 (Celldex
Therapeutics) as cofactors to yield iC3b or C3dg, respectively.
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Supplemental Figure 3. Densitometry analysis of fluid phase cofactor activity.

The optical densities (densitometry) of the C3a‘ 43 kDa bands on each gel (see Fig. 5A) were normalized to the
density of the C3a‘ band of the negative control reaction. The relative optical densities are plotted for each
analyte and time point.



