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Fig. S3. Interaction of VP30 mutants with NP and nucleocapsids (A) Coexpression of NP with VP30wt and VP30 
fragments. HUH7 cells were transfected with plasmids encoding NP and VP30wt (upper row), VP30NTD (middle 
row) or VP30CTD (lower row). At 16 h post transfection, cells were fixed and stained for immunofluorescence
analysis. As primary antibodies a rabbit anti-flag (Sigma, dilution 1:200) and a mouse anti-NP antibody (dilution 
1:20) was used. Bound antibodies were detected using a rhodamine labeled goat anti-rabbit IgG and FITC-labeled 
goat anti-mouse antibody (both Dianova, dilution 1:200). (B) Coimmunoprecipitation analysis of VP30 and VP30 
mutants with NP. HUH7-cells were cotransfected with plasmids encoding VP30wt or VP30 mutants and NP. At 12 
h post transfection, cells were metabolically labeled with [35S] Promix. The proteins were immunoprecipitated with 
an anti-Flag monoclonal antibody (dilution 1:500) and protein A-Sepharose, separated by SDS-PAGE, dried, 
visualized by Bio-Imager analysis, and quantified with the software package TINA. Asterisk: degradation product of 
VP30; †: unknown cellular proteins (C) Analysis of VLPs by proteinase K digestion. HEK293 cells were transfected
with plasmids encoding all structural proteins of EBOV, the 3E5E-Rluc minigenome, the T7 DNA-dependent RNA 
polymerase and the firefly luciferase. If indicated, plasmid encoding VP30 was replaced by VP30 mutants. 
Released and purified VLPs were treated with proteinase K in absence (lanes 2, 5, 8, 11) or presence of Triton 
X100 (lanes 3, 6, 9, 12) or left untreated (lanes 1, 4, 7, 10). Proteinase K digestion was stopped by addition of 
PMSF, samples were separated by SDS-PAGE, blotted onto PVDF membrane and detected with a goat anti-
GP/NP antibody (dilution 1:10,000) and a mouse anti-flag antibody (dilution 1:15,000). As secondary antibodies a 
peroxidase-coupled goat anti-mouse (Dianova, dilution 1:30,000) and donkey anti-goat IgG (Dianova, dilution 
1:40,000) antibody were used. (D) Intracellular expression of viral proteins (GP, NP and VP30, same antibody 
dilutions as under C) was confirmed by Western blotting. 


