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Figure S1: Binding of 9C12 variants to C1q and TRIM21, Related to Figure 1.  
(A) Western blot showing TRIM21 KO in 293T and HeLa cells (generated by CRISPR/Cas9). (B-D) Staining for 
FcγRI (CD64), FcγRII (CD32) and FcγRIII (CD16) on THP-1 cells (B), HeLa cells (C) and 293T cells (D). THP-1 cells 
serve as a positive control for the expression of CD64 and CD32. (E) ELISA showing binding of 9C12 variants 
to TRIM21 (left) and C1q (middle) and binding of TRIM21 to C1q occupied 9C12 (right). Error bars depict +/- 
SD of duplicates from one representative experiment. (F) Titration of NHS against 9C12 to determine the Ad5-
specific antibody concentration in NHS as 97.2µg/mL. (G) Detection of the amount of antibody bound to virus 
when 9C12 was used at 1µg/mL - 0.001µg/mL and NHS was diluted 1:100 – 1:10000. 
Original western blots are included in Figure S6.  

 



 
 
 

 
 

Figure S2: C1 and C4 mediate neutralization of Ad5, Related to Figure 2.  
(A) Neutralization of Ad5 in HeLa TRIM21 KO cells using 9C12-WT in presence of the indicated proteins. (B) 
Neutralization of Ad5 in HeLa TRIM21 KO cells using 9C12-WT and P329A in the presence of buffer (HBS++) 
or C1/C4. (C) Cartoon of the early steps of the complement cascade. C1q binds to antibody, which activates 
the proteases of the C1 complex, C1r and C1s. C1s cleaves C4 into C4a and C4b. This exposes a highly reactive 
thioester in C4b, which attaches to nearby hydroxyl and amino groups. C1s also cleaves C2, and C2a associates 
with C4b forming the C3 convertase. (D) Schematic of C4 protein with cleavage sites for C1s and Factor I 
shown in red. Adapted from (Law & Dodds 1997). (E) Western blot of C4 (α-chain) cleavage in NHS (top) or 
C1q depleted serum (bottom) in the presence of Ad5 and 9C12-WT over 60 min (long exposure). 
Original western blots are included in Figure S6.  

 
 
 
 
 
 
 
 
 
 
 



 
 
 
 

 
 

Figure S3: C1 and C4 neither mediate viral particle aggregation nor prevent their internalization, Related to 
Figure 3.  
(A) The size of Ad5 particles acquired using nanoparticle tracking analysis. Sizes were determined for Ad5 
alone, Ad5+9C12-WT, Ad5+9C12-WT+C1 and Ad5+9C12-WT+C1/C4. Slight increases in particle size upon 
addition of 9C12 and C1 likely reflect an increase in particle circumference, not formation of immune 
complexes. (B) Ad5 copy number after 30 min of continuous infection in HeLa TRIM21 KO cells using Ctrl or 
CAR siRNA. The viral copy number was determined by qPCR (left). CAR dependent attachment was 
determined as the ratio of viral copies in siCtrl cells to viral copies in siCAR cells (right). (C) Histograms of the 
internalization assay shown in Figure 3D.  

 
 
 
 
 
 
 
 
 
 
 
 
 
 
 



 
 

 
 

Figure S4: Galectin 3 staining increases proportionally to virus multiplicity of infection, Related to Figure 4.  
HeLa TRIM21 KO cells were infected with the indicated multiplicity of infection (moi) of Ad5. Cells were 
harvested 30 min post infection and stained with an anti-Galectin 3 antibody. Left: Virus staining is depicted 
in green, Galectin 3 staining is depicted in red. The images were acquired using a 63x objective. Right: 
Quantification of Galectin 3 puncta per cell in the indicated conditions. Error bars show mean +/- SEM of the 
indicated number of cells (n).  

 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 



 
 

 
 
 

Figure S5: C1q transcripts become downregulated during Ad5 infection, Related to Figure 6.  
(A) Table of genes of the complement pathway (Kegg pathway map 04610) comparing log2 fold changes 
between uninfected mice and mice infected with Ad5 (GSE119119). (B) Expression levels of the Kupffer cell 
marker clec4f (left) and C1qa (right) in mice after 48h after treatment with clodronate liposomes and 4h post 
infection with Ad5. 
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Figure S6: Original western blots of the indicated main figures, Related to Figures 1, 2, 4, S1 & S2.  These 
are complete western blots for the indicated figures. Molecular weight markers are given at the side. 
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