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Figure 2-�gure supplement 2. RSE inhibition of UPF1 binding is independent of translation
A. Schematic of GFP reporter mRNA constructs used in immunoprecipitation assays. RNAs containing the GFP ORF and an arti�cial 
NMD-inducing 3’UTR comprising a portion of the human GAPDH ORF and the GAPDH 3’UTR (Singh et al., 2008) were modi�ed to
contain the RSE (top) or the SMG5-397 sequence (middle). As a control to illustrate the behavior of mRNAs with short 3’UTRs 
(untreated condition) or shorter overall length (puromycin treatment), we used constructs without added RSE or SMG5-397 
sequence in which the GFP termination codon was changed to CAA (bottom), resulting in termination at the downstream GAPDH 
stop codon. 
B. Upf1 association is reduced on 3‘UTRs containing the RSE. Plasmids expressing the indicated mRNAs were co-transfected in
293 cells with a construct expressing the GFP ORF followed by the bovine growth hormone (bGH) polyadenylation signal. 
Endogenous Upf1 was immunoprecipitated from transfected cells grown in the absence or presence of puromycin (100 μg/mL 
for 3 hrs.) as indicated, and co-purifying mRNAs were analyzed by northern blot. 
C. Quanti�cation of relative RNA recovery upon Upf1 immunoprecipitation, normalized to the recovery of co-transfected 
GFP-bGH mRNAs. The amount of RSE-containing RNA recovered was set to 1. Error bars indicate ± SD; n ≥ 3 (*: p<0.05, **: P<0.01 
in two-tailed Student’s t-tests when compared to RSE recovery). Under both untreated and puromycin-treated conditions, the 
RSE caused reduced accumulation of UPF1 on mRNAs relative to the SMG5-397 control. 

n.s.

n.s.

p=0.022 p=0.410 p=0.001 p=0.172


