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Figure S2, related to Figure 2B. SDS-PAGE of size exclusion chromatography 
fractions (App, sample applied to SEC). 
 
  



 
 

 
Figure S3, related to Figures 1 and 3. (A) Dot blots of fractions from co-flotation 
assay probed with anti-gB antibody. gB730t, ectodomain lacking the MPR; gB773t, 
full-length ectodomain including the MPR. Liposome-associated proteins float to the 
top fractions, while non-associated proteins remain at the bottom. 
(B) Comparison of clustering of gB (left) on native HSV1 virions (from Figure 1 
inset) and (right) ectodomains lacking the MPR on liposomes (cf. Figure 3H). 
  



 
 

 
 
Figure S4, related to Figure 4 Subtomogram averaging of gB membrane complex 
(A) Convergence of the iterative alignment and averaging process in the final stage of 
refinement. RMSD between each iteration and the previous one is plotted for the 
angle around the view vector (open square, in degrees), direction of the view vector 
(cross, in degrees) and the particle location (open triangle, in pixels). The final map 
shown in Figure 4C-L was from iteration 10 (marked in red). (B-F) Three-fold 
symmetry was apparent in the averaged density early in the iterative refinement 
process. (B-E) Isosurface rendering of the unsymmetrised average. Views rotated 
sequentially by 30° around the long axis of the protein are shown in (B-D) and an 
orthogonal view to (D) onto the crown region is shown in (E). (F) Rotational self-
correlation plot of the average. (G) Resolution assessment of the averages. Fourier 
shell correlation is plotted for the average in which the emerging angle of the spikes 
were assumed to be normal to the membrane and kept fixed during refinement 
(dashed line; see also Figure 4A and B) and for the final refined average after 
emerging angle refinement (solid line; see also Figure 4C-L). 
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Table S1, related to Figure 2 
Hydrophobicity of residues forming the putative fusion loops and the membrane 
proximal regions (MPR) of members of the class III fusion proteins. 
 
Protein 
namea  

Fusion Loop 1  Fusion Loop 2  MPR  

 Residuesb  KDc CCSd Residuesb KDc CCSd Residuesb KDc CCSd 
VSV G DFRWYGPK85-92 -1.66 -1.07 GYATV131-135 0.72 -0.14 421-467 -0.42 -0.7 
Baculo gp64 GGSLDPNT79-85 -0.88 -2.35 NNNHFA149-154 -1.51 -2.7 461-481 0.36 -0.98 
EBV gB GWYA111–114 -0.2 2.17 WLIWT193–197 1.15 6.8 689-729 0.94 1.09 
HSV1 gB GHRY176–179 -2.35 -3.42 RVEAF258–262 0.16 -1.06 731-773 1.18 0.81 
aProtein names and corresponding Swiss–Prot entry number: glycoprotein G of the vesicular stomatitis 
virus (VSV G, P03522), baculovirus major envelope glycoprotein gp64 (baculo gp64, P17501), and 
Glycoprotein B of the herpes simplex 1 (HSV1 gB, P06437) and Epstein–Barr virus (EBV gB, 
P03188).  
bNumbering of residues corresponds to that of unprocessed proteins, taken from original publications.  
cAverage hydrophobicity calculated based on Kyte and Doolittle (KD) scale (Montgomery et al., 1996).  
dAverage hydrophobicity calculated based on combined consensus scale (CCS) (Leikina et al., 2004). 
The larger number corresponds to higher hydrophobicity. 
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