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Figure S1. A-E: The expression of TLR4 and RAGE on neutrophils treated with PBS
(A), normal IgG (B), ANCA-IgG (C), ANCA+S100A8/A9 (Spg/ml) (D), and
ANCA+S100A12 (1pg/ml) (E), respectively. F: The proportion of TLR4" RAGE"

neutrophils. *P<0.05, **P<0.01,***P<0.001.
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Figure S2. A: Levels of IL-8 in the supernatant of different groups were detected by
ELISA. B: The expression of C5 mRNA in neutrophils of different groups was
determined by quantitative real-time PCR. *P<0.05, **P<0.01,***P<0.001,

*#%4P<0.0001, ns: not significant.



8 3
A —~y g .
L Ll ¢ c ET——
3L 27 —
E
SaNTRRE . o 58
Normal-lgG - - - . 391_ *
ANCA-IgG et e e e e £
@
S100A8/A9(lug/ml) - - - &+ : N ﬁ
S100A8/A9(5ug/ml) - - - . 4 . i Normal-lgG '*_ TroTrTeTe T
S100A8/A9(10ug/ml)- - - - _ . . . ANCA-IgG S+ o+ o+ o+ o+ 4 s
S100A8/A9(1ugiml) - - - + - - - - -
$100A12(1ug/ml) . S100A8/AS(5ug/ml) - - - - .
S S100A&/A9(10ug/ml) - - - -+ oL
100A12(5ug/ml) - - - - L Ly S100A12(1ugimi) - - Sl s L
S100A12(5ug/ml) - - - - - .+ -
S100AT2(10ug/mi) ’ T - - S100A12(10ug/ml) - - ...
B 8 2.5 - ek
- Wy O Y e T =
. S s ss B8 es @ OAPDH %51115 —
ANCA-IgG R gg'
B O 1.0
S100A8/A9(5ug/ml) + + 4+ + - - - _ s~
S i
S100A12(lug/ml) - - - -+ 4 4+ 4 2 0.5 IJ_I
o
TLR4 - + - + - + - + ] 0.0 T T T T
ANCA-IgG + + o+ o+ o+ + + o+
RAGE A A S S100A8/AO(BUg/m)+ + + 4+ - - - -
S100A12(1ug/ml) .- -+ o+ o+ 4
TLR4 -+ - s
RAGE S+ 4 - -+ s

Figure S3. S100A8/A9 and S100A12 promoted the expression of complement C5
protein in ANCA-induced neutrophils through TLR4/RAGE. The full-length blot of
GAPDH in figure S3A was vague for the strong exposure intensity. A: The C5 protein
expression of neutrophils after incubated with different stimulants. B: Western-blot
analysis of complement C5 expression in PMNs after the blockade of TLR4 and RAGE.

*P<0.05, **P<0.01,***P<0.001, ****P<(0.0001.
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Figure S4. ELISA of complement C5 of PMN lysates. *P<0.05, **P<0.01,***P<0.001,

*#%xP<0.0001.
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Figure S5. Lower ANCA IgG concentrations were tested for the release of complement
factors. The level of C5a (A), CBb (B), and sC5b-9 (C) in the groups of lower ANCA
IgG concentrations and their matched control IgG. D: The expression of C5 mRNA in
the groups of lower ANCA IgG concentrations. E: Western-blot analysis of complement
C5 protein in the groups of lower ANCA IgG concentrations. F: Complement C5
protein of PMN lysates detected by ELISA. *P<0.05, **P<0.01,***P<0.001,

*#x%P<0.0001, ns: not significant.



