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Figure S1. (A) Co-precipitation of ectopically expressed vacuolar protein sorting 35 ortholog (Vps35) with endogenous Vps26. Post-nuclear supernatants of HeLa cells transfected with plasmids expressing dsRed–Vps35 or dsRed–Vps35D620N were incubated with protein-A resins pre-coupled with antibodies for Vps26 or for FLAG. Protein complexes bound on resins were washed four times in lysis buffer, each for 15 minutes, and eluted into SDS-PAGE sample buffers for Western blot analysis with antibodies for Vps35. (B) HeLa cells contained and released significantly more copies of HSV-1 virions than HEK293T cells. Titers of herpes simplex virus (HSV)-1 virions were determined by relative abundance of UL30 inside initial infected cells (replication) and cells exposed to respective conditioned media for 2 hours (infectivity).

Figure S2. Comparison of co-localization of Tetherin–eGFPc between Vps35 wildtype and D620N mutant in fixed cells. HeLa cells on glass coverslips were transfected with plasmids expressing Tetherin–eGFPc along with plasmids expressing dsRed-Vps35 or with plasmids expressing dsRed-Vps35D620N and processed exactly the same as in Figure 6. (A) Confocal images. Scale bars: 10m. (B) Plots show size distribution of structures co-labeled with Tetherin–GFPc and dsRed–Vps35 or with Tetherin–eGFPc and dsRed–Vps35.

Figure S3. Co-localization of Tetherin–eGFPc with dsRed–Rab11 (A) or with GM130 (B). HeLa cells on glass coverslips were transfected with plasmids expressing Tetherin–eGFPc alone or together with plasmids expressing dsRed–Rab11. After being treated with cycloheximide, cells were fixed and processed for fluorescence microscopy. Cells transfected with Tetherin–eGFPc expressing plasmids alone were incubated with antibodies against GM130 followed by Cy3-conjugated secondary antibodies. Shown are confocal images. Scale bars: 10m.
Video S1. Tetherin-GFPc traffics together with dsRed-Vps35
Video S2. Tetherin-GFPc traffics together with dsRed-Vps35D620N
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