Supplementary Methods
Genetic analysis and other complement studies 
Plasma C3, FH and FI levels were measured in serum or plasma using a sandwich ELISA method. MCP levels in peripheral blood lymphocytes were determined by flow cytometry. Auto antibodies to FH were analysed by ELISA using purified FH-coated plates. 

For genetic analysis, genomic DNA was prepared from peripheral blood cells according to standard procedures. In sixteen patients, the CFH, CFI, MCP and CFHR1 genes were analyzed by Sanger sequencing. In these cases all gene exons were amplified from genomic DNA by using specific primers derived from the 5’and 3’intronic sequences and automatic sequencing was performed in an ABI3730 sequencer using a dye terminator cycle sequencing kit (Applied Biosystems). Five patients were analyzed for mutations in the complement genes using two different next generation sequencing (NGS) panels that we developed to screen the complement genes and other genes associated with aHUS and C3G. The Ion proton NGS panel includes the CFH, MCP, CFI, C3, CFB, DGKE, THBD, CFHR1, CFHR2, CFHR3, CFHR4, CFHR5, CFP and ADAMTS13 genes. In this protocol the targeted genomic enrichment is performed using the multiplex PCR Ampliseq platform and the libraries generated using the Ion Xpress Library kit 4471269. Sequencing was performed on a 318v2 chip and the Ion PGM Sequencing 200 kit v2 4482006 using an IonProton sequencer. The Illumina NGS panel was designed to include all the complement genes and some additional genes that have been described relevant to the pathologies under consideration; 48 genes in total. Targeted genomic capture in this case is performed using Nextera rapid capture custom Enrichment Kit from Illumina and sequencing data generated in a Miseq equipment using Miseq reagent kit v2 (300 cycles). Sequence data from both NGS panels was analyzed using the Burrows–Wheeler Alignment and Picard software with additional filtering using customs tools. Variant calling was performed both with bcftools and VarScan and the variant calling files generated merged in one single file using customs tools. Variant annotation was carried out with ANNOVAR. Common variants with a minor allele frequency value >1% in any population were excluded. We identified novel and/or pathogenic variants we used different databases (Exome Variant Server, 1000 Genomes, NCBI dbSNP, aHUS mutation database (www.fh-hus.org) or our in-house database), combined multiple functional prediction methods (SIFT, PolyPhen2, etc) and performed functional determinations in the plasma of the carriers. The analysis of copy number variations within the CFH-CFHRs gene region was performed by multiplex ligation-dependent probe amplification (MLPA) with the P236 A1 ARMD mix 1 (MRC-Holland, Amsterdam, Netherlands).








