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IgG-FH, Anti-P-FH, IgG-control Anti-P

MW — 145,221 Da MW — 144,828 Da
Length: 1316 AA Length: 1314 AA

MW — 212,757 Da MW — 213,383 Da
Length: 1918 AA Length: 1924 AA

Supplemental Figure 1. Fusion proteins used in this study. IgG-FH,_; contains the first five domains of
mouse factor H (FH,;) linked to a non-targeting mouse immunoglobulin. Anti-P-FH, 5 consists of mFH, 5
linked to a neutralising mouse anti-mouse properdin antibody (Anti-P, see Miwa T et al., J Immunol, 190:
3552-3559, 2013). Controls proteins included an isotype-matched non-targeting mouse immunoglobulin (IgG-
control) and the neutralising mouse anti-mouse properdin antibody (Anti-P). MW — molecular weight; AA —
amino acids; Da — Daltons.
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Supplemental Figure 2. WES blot analysis to detect FH,_; in plasma samples from FH-deficient mice
injected with either (A) IgG-FH,; or (B) Anti-P-FH, ;. The 94kDa immunoglobulin heavy chain linked to
mouse FH,; (HC-FH,;) is detectable up to 11 days after injection of IgG-FH,5 and up to 4 days after
injection of Anti-P-FH, 5 protein (red boxes). Controls included plasma from wild-type mice where the full
length factor H protein is detected (FH, black boxes, lane C1) and non-injected FH-deficient mice, where no
FH is evident (lane C2, black boxes). As expected, neither FH nor FH, 5 is detectable in plasma samples from
mice injected with Anti-P or IgG-control.
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Supplemental Figure 3. Glomerular complement immunostaining 96 hours following injection of
IgG-control or Anti-P-FH,_; in wild-type mice Representative glomerular images are shown. FH/FHR —
Factor H/Factor H-related proteins. Bar 100 microns.
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Supplemental Figure 4. The role of properdin (P) on the deposition of Anti-P-FH,; in glomeruli of FH-
deficient mice. Cfh”- mice were injected with either IgG-control or Anti-P (Treatment One) followed 24-hours later by
either 1gG-control or Anti-P-FH, 5 (Treatment Two). Animals were culled 120-hours after treatment one and
glomerular staining for IgG, P and FH/FHR was assessed. Representative images are shown. Anti-P injection
markedly reduced P (row one, column two) but not FH/FHR (remains unchanged) or IgG (remains absent) staining.
Administration of Anti-P-FH,_5 24-hours after IgG-control resulted in the appearance of granular staining with anti-
IgG, anti-FH/FHR and anti-Properdin antibodies as seen following injection of Anti-P-FH,_; alone (See Figure 3B).
This granular staining reduced when Anti-P-FH, 5 injection was preceded by Anti-P injection which depletes both
circulating (See Figure 1H) and glomerular (See Figure 3B) P. Glomerular staining with anti-IgG was only evident in
mice injected with Anti-P-FH,_; (row three, columns 3 and 4) and was significantly lower in mice that received Anti-P-
FH, 5 preceded by anti-P. We concluded that the deposition of Anti-P-FH, 5 in glomeruli of Cfh”- mice was partly
dependent on P. Horizontal bars denote median values and whiskers denote interquartile range. P value derived
from Mann Whitney test. Bar 100 microns.



