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Figure S2: GAEA modulates the E3 ligase activity of MEX3C.

(a, b) IB detection of proteins retrieved by in vitro-transcribed biotinylated GAEA from MDA-
MB-231 cell lysates (a) or indicated recombinant proteins (b). (c) IB detection using indicated
antibodies (top) or RT-QPCR detection of GAEA (bottom) retrieved by indicated antibodies in
MDA-MB-231 cells transfected with MEX3C or indicated mutants. Error bars, SD, n=3
independent experiments. Student’s t-test. (d, €) RNA copy number (d) or protein molecule
number measurement (e) of indicated RNA/protein molecules in MCF10A cells subjected to
indicated stimuli. Error bars, SD, n=6 independent experiments, one-way ANOVA. (f)
Immunoblotting (IB) detection of proteins retrieved by indicated in vitro-transcribed biotinylated
RNA from MDA-MB-231 cell lysates. (g) Saturation binding experiments showing the binding
capacity of MEX3C to biotinylated-GAEA-180 RNA (WT and U1825G/C1850G mutant, top
left and right), biotinylated-GAEA81-1800 DNA (bottom left) and AR 3-"UTR RNA (bottom right)
in Alpha format. Error bars, SD, n=3 independent experiments. (h) Competition binding assay to
determine Kgq for interaction between GAEA!8%1-1880 and MEX3C, with unlabeled GAEA801-1860
RNA titrated from 10 uM to 0.1 nM. Error bars, SD. n=3 independent experiments. (i, j) IB
detection using indicated antibodies of MCF10A cells harboring scramble or MEX3C sgRNAs (i)
or GAEA sgRNAs and indicated expression vectors followed by glucose stimulation (5, 25 mM)
(). (K) In vitro ubiquitination assay were performed with recombinant ubiquitin-UBE1-UBE2S-
MEX3C (WT or indicated mutants) in the presence of in vitro-transcribed biotinylated GAEA, and

immunoblotted with indicated antibodies (n.s. p>0.05, *p<0.05, **p<0.01, and ***p<0.001).



