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Figure S1. GST-tagged eAT-hook of Tip5 is co-purified with a C-terminally truncated version of the protein. (A) Mass spectrometry analysis of the Coomassie-stained bands of a Tip5 eAT-hook purification. Two proteins co-eluted after GST-tag affinity purification as shown in Figure 1B. The Coomassie-stained bands were excised from the gel, trypsin digested and subjected to MALDI-TOF analysis. Full spectra of the upper band, lower band, and trypsin alone are shown. (B) The faster migrating protein is a C-terminally truncated Tip5-GST-eAT peptide. Zoom-in images of the spectra display the presence of amino acids 198-218 in both co-purified proteins (grey shaded area in the upper panel), and the lack of the peptide containing the C-terminal amino acids 230-246 in the faster migrating protein (grey shaded area in the lower panel).
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Figure S2. Sequence logo visualizations of eAT-hooks and AT-hooks. (A) pLogo visualization of mouse eAT-hook peptide sequences. Fixed G-R-P positions are labelled with grey shading. The title indicates that eAT-hooks were used as foreground (FG) and all G-R-P-containing peptides of the mouse proteome as background (BG) sequences. The n(fg) and n(bg) values at the bottom left of the pLogo indicate the number of aligned foreground and background sequences used to generate the image, respectively. The red horizontal bars on the pLogo correspond to P = 0.05. (B) pLogo visualization of mouse AT-hook peptide sequences. Labels are as described in (A). (C) Two Sample Logo of the differences between eAT-hooks and AT-hooks. The combined groups of human and mouse eAT-hooks vs. AT-hooks were compared. The comparison was performed without Bonferroni correction and thus statistically less significant results are also visualized. Note the dominant appearance of arginine residues in eAT-hooks in addition to the differences shown in Figure 2C.
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Figure S3. The eAT-hook domain influences the subcellular localization of PTOV1. (A) Deletion of the eAT-hook domain leads to a distinct subcellular localization of PTOV1. HCT116 cells were transfected with a GFP-tagged wild type (WT) and an eAT deletion mutant of PTOV1 (eAT) as indicated on the left. Cells were fixed 48h post-transfection and GFP signals were visualized by fluorescence microscopy. DNA was counterstained with DAPI. The numbered arrows in the PTOV1 WT picture mark cells with different nuclear-cytoplasmic distributions of the protein. Bars indicate 10 µm. (B) Western blot analysis shows the overexpression and structural integrity of PTOV1 WT and PTOV1 eAT in transfected HCT116 cells. Thirty micrograms of whole cell extracts of transfected and non-transfected HCT116 cells were separated on a SDS-polyacrylamide gel and immunodetection of GFP and actin was performed after western blotting. The star indicates cross-reaction of the GFP antibody with an unidentified protein.
Table S1. Lists of human and mouse eAT-hooks and AT-hooks.
The four lists of peptide motifs are shown. Predicted and validated RNA binding of human eAT-hook containing proteins is indicated. The AT-hook sequences were N- and C-terminally extended to 43 amino acids length, in which the G-R-P tripeptides are central.
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