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Validation

Sample size was chosen as a result of previous experience regarding data variability in similar models and experiments. The determination of
sample size and data analysis for this study followed the general guideline for animal studies (https://pubmed.ncbi.nlm.nih.gov/12391400/).

No statistical method was used to predetermine sample size.

No data were excluded from the analyses.

All experiments except for human sample RT-PCR analysis were carried out in at least 3 biological replicates. The exact number of biological
replicates (number of mice, samples or cell culture dishes) is mentioned in the Figure legends. Human sample RT-PCR analysis was carried out
in technical independent 3 replicates due to the sample limitation.

The samples used in this study were randomly assigned to control or experimental groups.

The investigators were blinded for mouse genotype and treatment during surgeries, echocardiography, cardiac catheterization, organ weight
determination and all histological and immunofluorescence quantifications. There was no blinding for in vitro cellular experiment. The
investigators were blinded to group allocation during data collection and/or analysis. For the analysis of human complement measurements,
the investigators are also blinded.

The following primary antibodies were used for immunohistological staining:

Mouse anti-C3d (clone 3d29) (#TAB-1360CL, 1:100, Creative Biolabs)

Anti-Mouse-IgG-HRP (#NA931, 1:200, GE Healthcare Life Sciences)

The following primary antibodies were used for western blotting analysis:

Rabbit anti-p44/42 MAPK (#4695, 1:1000, Cell Signaling technology)

Rabbit anti-Phospho-p44/42 MAPK (#4370, 1:1000, Cell Signaling technology)

Rabbit anti-Phospho-p38 (#9211, 1:1000, Cell Signaling technology)

Rabbit anti-p38 (#9212, 1:1000, Cell Signaling technology)

Rabbit anti-SAPK/JNK (#9252, 1:1000, Cell Signaling technology)

Rabbit anti-Phospho-SAPK/JNK (#9251, 1:1000, Cell Signaling technology)

Anti-Rabbit-IgG-HRP (#NA934, 1:2000, GE Healthcare Life Sciences)

Anti-C3d (clone 3d29) (#TAB-1360CL, Creative Biolabs) has been validated in the previous report (J Clin Invest. 2013 May 1; 123(5):
2218–2230.).

Anti-p44/42 MAPK (#4695, Cell Signaling technology): Validation was stated on the manufacturer's website and confirmed for WB.

Anti-Phospho-p44/42 MAPK (#4370, Cell Signaling technology): Validation was stated on the manufacturer's website and confirmed




