
 



Supplementary Fig. S4. PROX1 regulates cellular pathways involved in oncogenesis in 

KLECs, enhances KSHV lytic cycle and virus release, binds to ORF50, and during the lytic 

cycle to the ORF50 promoter. (A) Frequency of KSHV-encoded circ-RNA assessed by RNA-seq 

in KLECs treated with control or PROX1 targeting siRNAs. (B) Significantly enriched pathways of 

DEG (differentially expressed genes) in KLECs treated with siPROX vs. siCTL, subjected to RNA-

seq, and identified by KEGG pathway analysis. FDR: false discovery rate. (C-F) iSLK.219 cells 

were transduced with lentiviral vectors expressing the indicated proteins or left non-treated (NT) 

and one day later treated with dox and harvested at the indicated timepoints. (C) Cells were 

analyzed by RTqPCR for the indicated viral targets 24h after reactivation. Single values from n=3 

independent experiments are shown. Bars represent mean ± SD. (D) Immunoblotting for the 

indicated viral proteins, actin as a loading control. h.p.r.= hours post reactivation. The experiment 

was repeated two independent times. (E) High content image analysis for the indicated markers 24 

h.p.r. Average % of positive cells expressing indicated proteins/condition. Single values from n=6 

biological replicates are shown. Bars represent mean ± SD. (F) Titration of released infectious virus 

from iSLK.219 cells transduced as indicated and reactivated for 72h. Single values from n=4 

independent replicates are shown. Bars represent mean ± SD. (G) iSLK.219 cells were analyzed by 

RTqPCR for the indicated viral targets. Single values from n=3 independent replicates are shown. 

Bars represent mean ± SD. (H) Immunoblotting for the indicated viral proteins, actin as a loading 

control. Representative, cropped immunoblots are shown, uncropped blots are shown in (I) 

Immunoblot analysis for the indicated proteins using cell extract whose luciferase activity was 

measured in Fig. 6B. TUBG1 as a loading control. (J) Co-Immunoprecipitation of Myc-tagged 

PROX1 WT or MUT with ORF50 in iSLK.219 cells reactivated (dox) for 24h. The experiment was 

repeated two independent times. (K) Precipitation of streptag-ORF50 with either PROX1 WT or 

MUT in HEK293FT transfected as indicated. Red asterisks indicate non-specific bands. The 

experiment was repeated three independent times. (L) ChIP using the indicated antibodies followed 



by RTqPCR for the indicated regions upstream of the ORF50 promoter in latent iSLK.219 cells 

transduced with PROX1 WT-expressing lentivirus. Single values from n=2 independent replicates 

are shown. Bars represent mean ± SD. P values in panels (C), (E), (F) were calculated using 

ordinary one way-anova followed by Dunn´s correction for multiple comparisons *: p<0.033; **: 

p<0.02, ***: p<0.001.  

 


