VALIDATION SCREENING
of interactions found using for additional interactions
yeast two-hybrid between ORFs 3-7 & 10

Step 1: Preliminary experiment
Determine optimal combination of orientations
Each infiltration = 3 leaves x 2 plants

1) | YC ProteinA | + YN ProteinB | + mCherry + p19
2) | YC ProteinA | + | ProteinB YN + mCherry + p19
3) Protein A YC | + YN ProteinB | + mCherry + p19
[ S S S S S S S R i
i 4) | ProteinA | YC | + | ProteinB YN +mCherry +p19 |-
e e e e e e e
5 | YC ProteinB | + YN Protein A | + mCherry + p19
6) | YC ProteinB | + [ Protein A YN + mCherry + p19
7) Protein B YC | + YN Protein A | + mCherry + p19
8) Protein B YC | + | Protein A YN + mCherry + p19
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Step 2: Secondary experiment
Use optimal combination of orientations and appropriate controls
Each infiltration = 3 leaves x 3 plants

1) Protein A YC | + | ProteinB YN + mCherry + p19
2) ProteinA | YC | + CIPK24 YN + mCherry + p19
3) CIPK24 YC | + | ProteinB YN + mCherry + p19

4) mCherry + p19

Figure S1: A summary of the bimolecular complementation workflow
followed to perform validation and screening assays. mCherry: pGPTVII-
mCherry, expressing red fluorescent protein mCherry; p19: silencing
suppressor; YC: C-terminus of yellow fluorescent protein (YFP), YN: N-
terminus of YFP.



