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Figure 3-�gure supplement 1. Identi�cation of RSE-interacting proteins by tandem mass spectrometry
A. Schematic of β-globin reporter mRNA constructs used for PP7-based a�nity puri�cation. The RSE sequence 
(top) and a control sequence, the antisense RSE sequence (AS-RSE; bottom) were inserted into reporter mRNAs 
containing the β-globin gene and the GAPDH 3’UTR.
B. mRNP pro�les of the transcripts described in A. Proteins were separated on a 4-12% SDS-PAGE gel and 
visualized by Krypton Infrared Protein Stain (Pierce).
C. Puri�ed mRNPs were subjected to trypsin digestion and tandem mass spectrometry. Spectral counts from 
selected proteins enriched in either the RSE-containing sample or the antisense RSE sample are shown.
Complete mass spectrometry data are compiled in Figure 3-source data 1.
D. Control for post-lysis reassortment. Extracts from cells in which protein A-tagged UPF1 was co-expressed with
the indicated GFP reporter mRNAs or extracts from cells separately expressing protein A-tagged UPF1 and the exogenous
mRNAs were used for a�nity puri�cation. mRNAs containing the GAPDH arti�cial 3’UTR were used as recovery controls. 
Top panels: Northern blots of co-transfected reporter mRNAs. Identical settings were used to image northern blots of input 
extracts and puri�ed material from co-expressed and mixed samples, respectively. Bottom panels: immunoblotting of 
mixed extracts with an α-UPF1 antibody indicates equal puri�cation e�ciency across all conditions.
E. Relative recoveries of the indicated mRNAs with a�nity puri�ed UPF1 were determined, normalized to recovery 
of mRNAs containing the GAPDH 3’UTR. Error bars indicate ± SD; n = 3 (**:p<0.01in two-tailed Student’s t-test
comparing the recovery of RSE-GAPDH to RSE-∆PTB-GAPDH). 
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