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| 130 short Figure 6-figure supplement 1. Contribution of
- - | 100 * PO Mot2 to the ubiquitination of Mei2.
a-ELAG 050 (A) In vivo ubiquitination of Mei2-3xHA in wt and
i long mot2A cells as described in Figure 6B. Samples of
- - 130 expo. the mot2A mutant were serial diluted to estimate the
- 100 levels of ubiquitinated Mei2 species when similar
amounts of total Mei2 are used from the two strains.
_| “ (B) In vivo ubiquitination of Mei2-3xHA as described
c in Figure 6B but in mts2-1 and mts2-1 mot2A cells
ol grown in EMM-LEUOQ.5X at 28°C before a temperature
a-Ubi 3 D&; shift at 37°C for 1 hour.
T (C) Quantification of Mei2 ubiquitinated species
= relative to total protein levels and expressed relative
to mts2-1 cells. Error bars represent the standard
3 . _ ~deviation from three independent experiments. Stars
-6His-Ubi  genote statistical significance relative to the mts2-1
1234 56738 Mei2-3xHA strain (t-test p-value = 1.89E-2).

(D) In vivo ubiquitination of 3xFLAG-tagged Mei2 as described in Figure 6B but in cells expressing
endogenous levels of the protein (e.g. Mei2-3xFLAG) or overexpressing it (€.g. PBnmt1-3xFLAG-Mei2).
Total and ubiquitinated Mei2, as well as ubiquitin conjugates were analysed using anti-FLAG and anti-
ubiquitin antibodies respectively. Shown are short and long exposures for the anti-FLAG immunoblotting.
(E) Quantification of Mei2 ubiquitinated species relative to total protein levels and expressed relative to
Mei2-3xFLAG wild type cells. Error bars represent the deviation from the mean of biological duplicates.



