
21 
 

(V-vacuole; N-nucleus; PN-perinuclear; CER-cortical endoplasmic reticulum; i-scale 

bar 30 M; ii-scale bar 3 M; iii-scale bar 1.5 M). (E) Comparison of Top1 mobility in 

gTop1-13Myc tagged vtc4 and in WT yeast overexpressing empty vector or vt-Ppx1. 

(F) Comparison of Nsr1 mobility in vtc4 and in WT yeast overexpressing empty vector 
or vt-Ppx1. The figures presented are a representation of at least three independent 
repeats unless otherwise stated. 
 
Figure 8- Engineering a yeast strain to study endogenous polyphosphorylation in 

DDY1810 ppn1ppn2 background. 

(A) Total polyP from gTop1-3HA tagged ppn1ppn2 cells overexpressing empty 

vector control or vt-Ppx1 and gTop1-3HA tagged vtc4 overexpressing empty vector 
control. PolyP corresponding to 5 μg of total RNA was fractionated on a 30% 
polyacrylamide gel (PAGE), stained by negative staining with DAPI (left) and 
quantified by malachite green assay (n=4). (B) Nuclear polyP of the same strains as 

in (A). Run as in (A) but with polyP corresponding to 40 g of RNA [n=3 (two biological 
replicates in which one of the biological replicates has two technical replicates)].  (C) 
Comparison of Top1 and Nsr1 mobility in total protein extracts (left panel) and nuclear 

protein extracts (right panel, n=2) from gTop1-3HA tagged vtc4 and ppn1ppn2 
(DDM) overexpressing vt-Ppx1 or empty vector. Protein samples were extracted under 
denaturing conditions, run on NuPAGE and blotted with anti-HA (to detect Top1), anti-
Nsr1, anti-VPH1 (as a vacuolar marker control), anti-Ppx1 and anti-Histone 3 (as a 
nuclear marker control). All yeast strains are in DDY1810 background. The figures 
presented are a representation of at least three independent repeats unless otherwise 
stated. 
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