Supplementary Figure 1
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Supplementary Figure 1  Verification of MACE data by realtime PCR performed on
individual hepatic RNA samples. a, b, ¢ C57BL/6J mice received 0.9% NaCl (n = 6), APAP
at 125 mg/kg (n = 12 for 24h, n = 6 for 48h), or APAP at 300 mg/kg (n = 7). After 24h/48h,
hepatic RNA was isolated. For controls and APAP (300 mg/kg), individually analyzed RNA
populations were the same that were used for pooling in MACE. Hepatic S100AS8 (a), Pla2g12a
(b), and Dusp5 (¢) mRNA was determined (realtime PCR) 24h (left panel) or 48h (right panel)
after APAP administration. Target mRNA normalized to GAPDH is shown as fold-induction
compared the control of the same time point (*p < 0.05, **p < 0.01, ***p < (0.001 vs. control
at the same time point; *p < 0.01, #¥p < 0.001). d C57BL/6J mice received 0.9% NaCl (n = 7)
or APAP at 300 mg/kg (n = 11). After 30h, hepatic RNA was isolated. mRNA for Ccn2, Ccl2,
Gadd45b (left panel), Mmp12, Mtl, and Mt2 (right panel) was determined by realtime PCR.
Target mRNA normalized to GAPDH is shown as fold-induction compared to control (*p <
0.05, **p < 0.01, ***p < 0.001 vs. control). Statistical analysis on raw data: (a and b-, c-left
panel) Kruskal-Wallis test with Dunn's post hoc test, (d Gadd45b, Mt1/2) Mann-Whitney-U-
test, data are shown as box-plots; (b-, c-right panel) ANOVA with Bonferroni post hoc test; (d

Ccn2, Ccl2, Mmp12) Student’s #-test; data are shown as means + SEM.



Supplementary Figure 2
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Supplementary Figure 2  C5aR1-deficient mice do not display enhanced liver injury at
6h and 24h after APAP administration. C57BL/6J C5aR1-deficient mice and their wild-type
counterparts received APAP at 300 mg/kg. After 6h (a - ¢, g), 24h (d - f, g), or 30h (g), liver
tissue and sera were analyzed. a, d Liver damage as detected by serum ALT (a, wt and c5arl™"
:n=4;d, wtand c5arl”: n = 8; #p < 0.05). b, e, g Analysis by BZ-II analyzer software of
necrotic areas in H&E-stained liver sections from APAP treated mice (b, wt and cSarl”: n = 4;
e, wt: n =7 and c5arl”": n = 6; g, 6h/24h see b/e and 30h: wt, n = 11 and cSarl™”", n = 12; ##p <
0.01 (for WT 30h APAP vs. WT 24h APAP and for WT 30h APAP vs. c5arl” 30h APAP)). c,
f Representative liver sections analyzed by H&E staining at 6h or 24h (¢, wt and cSarl™: n = 4;
f, wt = 7 and c5arl”", n = 6). Statistical analysis on raw data: a, b, e Student's t-test, data are
shown as means + SEM; d Mann Whitney-U-test, data are shown as box-plots; g Anova with
Bonferroni post hoc test, data are shown as means + SEM. Wild-type mice, WT; knockout mice,

KO. Scale bars: 50 pm.



