














Figure 3. The BRI1Y898F Mutant Complements bri1 and Causes BR Hypersensitivity.

(A) Growth phenotypes of 6-week-old soil-grown Arabidopsis plants. Two independent transgenic lines for each mutation are
shown. Scale bar, 2 cm.

(B) Hypocotyl length (normalized to the DMSO control) of 5-day-old seedlings grown in the dark and in the presence of
increasing concentrations of brassinolide (BL). For each transgenic line, at least 15 seedlings were measured. Box plots show
the first and third quartiles, split by the medians (lines), with whiskers extending 1.5-fold interquartile range beyond the box. P
values (one-way ANOVA and Tukey'’s post hoc) * <0.05; ** <0.01 relative to BRI1-mCitine (mCit);bri1.

(C) Total protein isolated from 5-day-old seedlings treated with increasing concentrations of BL for 1 h subjected to
immunoblotting (IB) with a-BES1 to detect BES1 dephosphorylation. The percentage of dephosphorylated BES1 relative to
the total BES1 from three independent experiments is shown on the right. Error bars indicate s.d. (n = 2, biological replicates
[independent experiments]). P values (Student’s t-test), * <0.05; ** <0.01 relative to BRI1mCit; bri1.
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Figure 4. Y898F, Y945F, and Y956F Mutations Impair BRI1 Endocytosis.

(A) and (C) Images of epidermal cells from root meristems of 5-day-old transgenic Arabidopsis seedlings expressing different
BRI1 mutants tagged with mCitrine (mCit) pre-treated with cycloheximide (CHX) (50 uM) for 1.5 h (A) or pre-treated with CHX
(50 uM) for 1 h, followed by a combined treatment with CHX (50 uM) and Brefeldin A (BFA) (50 uM) for 30 min (C). Green fire
blue LUT in ImagedJ was applied to the images to enhance contrast and highlight the differences between different transgenic
lines. Scale bars, 5 um.

(B) and (D) Measurements of the relative plasma membrane (PM) BRI1-mCit fluorescence and BFA body size. For each
transgenic line, at least 50 cells from five seedlings were measured.

(E) Time of residency in the PM of BRI1-mCit. The box-plot was based on kymograph analysis of at least 100 tracks from 5
cells of at least three seedlings.

In (B), (D), and (E), box plots show the first and third quartiles, split by the medians (lines), with whiskers extending 1.5-fold
interquartile range beyond the box. P values (one-way ANOVA and Tukey’s post hoc) * <0.05; ** <0.01 relative to BRI1-
mCit; briT.



Biotin
peptide 1: *(DVYKAX)VYKA%VYKAD

peptide 2: *@VAKAXDVAKA%VAKAD
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Figure 5. AP2M Binds to the Y898KAI Motif.

(A) Schematic representations of the N-terminally biotinylated peptides used for the in vitro peptide pull-down assay and the
protein domain structure of Arabidopsis AP2M. MHD, the C-terminal y homology domain of AP2M. The mutated residues
are shown in bold italics, and the two residues (D183 and W424) in AP2M that are important for cargo recognition through
the YXX® motif binding are indicated.

(B) Coupling of 200 ng of peptides to magnetic streptavidin beads, followed by incubation with purified GST-AP2M-MHD
(top) or GST-AP2M-MHDD183A;W424A (bottom). The beads were collected and washed, followed by immunoblotting with
a-GST. FT, Flow-through.

(C) Quantification of the interactions shown in (B). Error bars indicate s.d. (n = 2, biological replicates [independent
experiments]). P values (Student’s t-test), * <0.05 relative to the peptide 1 pull-down control.
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