
Figure 5- �gure supplement 1. PTBP1 binding recapitulates the RSE’s position-dependent NMD inhibition
A. Schematic of tet-regulated β-globin reporter mRNA constructs containing six closely spaced PTBP1 binding sites at the 
5’ end, in the middle, or at the 3‘ end of the SMG5 3’UTR. 
B. Decay assays of reporter mRNAs containing the RSE at di�erent positions in the 3‘UTR. Constructs encoding the 
tet-regulated transcripts described in panel A (pcTET2-βwt-PTB6-SMG5, pcTET2-βwt-MPTB6-SMG5, or pcTET2-βwt-3’PTB6-SMG5; 
top bands) were co-transfected with the constitutively expressed wild-type β-globin reporter (pcβwtβ; bottom bands) in HeLa
Tet-o� cells. Remaining RNA levels at indicated time points were normalized to levels of the wild-type β-globin transfection 
control. Half-lives and 95% con�dence intervals were obtained from 3 independent experiments (p-values from two-tailed 
ANCOVA analysis when compared to pcTET2-βwt-PTB6-SMG5). 
C. Schematic of β-globin reporter mRNA constructs containing four MS2 coat protein binding sites at the 5’ end of the SMG5 
3’UTR.
D. Tethering reporter constructs (top bands) were co-transfected with plasmids expressing the indicated MS2 fusion protein 
(vector control, PAPBC, or PTBP1) and the constitutively expressed wild-type β-globin reporter (pcβWTβ; bottom bands). 
RNA was harvested 30 min after transcription was halted by addition of doxycycline and at 2 hr intervals thereafter.  Remaining 
RNA levels at indicated time points were normalized to levels of the wild-type β-globin transfection control. Half-lives and 
95% con�dence intervals were obtained from 3 independent experiments (p-values from two-tailed ANCOVA analysis when 
compared to pcTET2-βwt-4xMS2-SMG5 co-transfected with MS2 protein alone). ‡ denotes an aberrantly processed
mRNA isoform that was excluded from quanti�cation.
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