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assay using split GFP. (c) Split GFP assay, RETREG1 GFP1-10 and BPIFB3 GFP11 were co-630 

expressed with Climp63-mCherry or LC3-RFP. Green fluorescence indicates RETREG1 and 631 

BPIFB3 are in close enough proximity to interact. Immunofluorescence scale bars are 20 µm. (d) 632 

TEM of HBMEC depleted of BPIFB3 and RETREG1 alone or together. Top panel shows total cell 633 

morphology, scale bars represent 2 µm. Black boxes indicated regions magnified in bottom panel 634 

to show ER membrane and vesicle morphology. Lower panel scale bars are 500 nm. (e) 635 

Quantification of total cytoplasmic vesicles from seven cells in each knockdown condition. A One-636 

way ANOVA was performed to determine significance (**** < 0.0001).  637 

 638 

Figure 5. BPIFB3 inhibits RETREG1 reticulophagy in response to nutrient deprivation. (a) 639 

U2OS cells co-expressing RETREG1-GFP and LC3-RFP were co-transfected with or without 640 

BPIFB3-V5 and kept under fed or serum starved conditions. (b) Total RETREG1 puncta were 641 

quantified under each condition as indicated. (c) Quantification of the number of RETREG1 and 642 

LC3 positive positive puncta under either nutrient rich (fed) or nutrient deprived (serum starved) 643 
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conditions. A One-way ANOVA with Bonferroni correction was performed to determine 644 

significance (* < 0.05, ** < 0.01, *** < 0.001). 645 

 646 

Figure 6. BPIFB3 regulates RETREG1 specific reticulophagy during flavivirus infection. (a) 647 

RT-qPCR for DENV and ZIKV infection levels in cells depleted of BPIFB3 and RETREG1 alone 648 

or together. (b) Infectious particle production from BPIFB3 and RETREG1 depleted cells as 649 

determined by fluorescence focus unit (FFU) assays. (c) Cells depleted of BPIFB3 and RETREG1 650 

were infected with CVB at a MOI of 1 and analyzed for level of infection by RT-qPCR. Statistical 651 

significance was determined by 2-way ANOVA for each panel (* < 0.05, *** < 0.001). (d) U2OS 652 

cells overexpressing DC-SIGN to enhance infection were transfected with BPIFB3-V5 (green) 653 

and then infected with DENV or ZIKV. Cells were fixed and stained 48hrs following infection and 654 

immunostained for the indicated viral proteins (in red).  655 
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