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Supplemental Fig. 1 

HEK293 Flp-In cells expressing FLAG-tagged
EJC protein

Optional: 100 μg/ml cycloheximide (3 hrs)

Optional: 0.1% formaldehyde for 10 min 
followed by quenching with Tris-Glyine

Lysis under native (no X-link) 
OR denaturing conditions (HCHO X-link)

FLAG immunoprecipitation

Native buffer washes (x 2; no X-link)
OR denaturing washes (x 2; X-link)

Native buffer washes (x 2)

RNase I treatment on FLAG beads
(see Fig. S1B for optimization)

Native buffer washes (x 4)

2nd immunoprecipitation under native conditions

Denaturing elution

Native buffer washes (x 6)

Proteins
(Western blot, 
e.g. Fig S1C) RNA

Diagnostic: 5'-end label RNA for footprint 
analysis (e.g. Fig S1B, D)

Preparative: RNA 3’end dephosphorylation

3'-adapter ligation

Reverse transcription (with biotinlylated dNTPs)

PAGE, gel extraction, biotin pulldown of cDNA

cDNA precipitation 

cDNA circularization

PCR with Illumina-compatible oligos

FLAG affinity elution
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Supplemental Fig. 1. Overview of RIPiT-Seq and xRIPiT optimal RNase I conditions.
A. Major steps in RIPiT and subsequent high-throughput sequencing library preparation.
B. Autoradiogram showing 32P-labeled RNAs from RNase I titration for FLAG-RNPS1:EIF4A3 
xRIPiT. Top: FLAG cell lines, RNase I concentrations, and epitope/proteins subjected to IP. Sides: 
nucleotide (nt) size markers. Red rectangle: region with optimal RNA footprint lengths.
C. Western blots showing proteins (on the right) in total extract (TE, lanes 1-3) or RIPiT elutions 
(lanes 4-7). Top: FLAG cell lines and formaldehyde (HCHO) crosslinking conditions.
D. Autoradiogram as in B showing RNA footprints from RIPiTs shown in C.


