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Fig S1. "N-HSQC spectrum of LMO44 145°L4-DEAF1. The protein (115 pM) was in 20 mM
sodium acetate, 35 mM NaCl, 1 mM DTT (dithiothreitol) at pH 5.0. Spectra were recorded on a 600
MHz spectrometer at 310 K.
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Fig S2. Overlay of ®N-HSQC spectra for LMO4, jy1.,°L4-DEAF1(black) and
LMOA4 m2*DEAF1 404 415(blue). The proteins were in 20 mM sodium acetate, 35 mM NacCl at pH 5.0.



The LMOA4 jm1+2°L4-DEAF1 samples contained 1 mM DTT. The LMO4 y2*DEAF 1404418 SaMple
also contained TCEP (tris(2-carboxyethyl)phosphine-HCI; 0.5 mM), chloramphenicol 34 pg/m Lt
and Complete EDTA-free protease (Roche; ~0.5 mM). Spectra were recorded on a 600 MHz
spectrometer at 298 K. The top and bottom panels are identical except that the bottom panel includes
labels showing peak assignments for LMO4 ;,2*DEAF 1404415 [1] (BMRB: 18898). Labels for S208
from the linker and DEAF1 are in orange. The peaks marked with an asterisks (*) were aliased for
LMOA4, m2*DEAF 1404 418 and the likely corresponding peaks in LMO4 jy1.+2°L4-DEAF1 are indicted
(grey lines and labels).

There is substantial overlap of the spectrum of the smaller complex with that of the larger complex.
Although the peaks for LMO4 y1.2°L4-DEAF1 have not been assigned, by inference peaks
corresponding to residues from S208 and DEAF1,04 411, and most residues in the LMO4;;, domain
from LMOA4, m*DEAF 1404415 are recapitulated in the spectrum of the larger construct. Peaks
corresponding to DEAF14, 415 are either in crowded regions (making them impossible to distinguish)
or appear to have shifted.
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Fig S3. The 434-36 triple alanine mutant of DEAF1 is destabilised in yeast compared to wild-
type. Yeast-two hybrid assays were used to compare the interaction of wt and mutant pGAD10-
DEAF 1404 435 a57-479 With pGBT9-LMO4 and pGBT9-DEAF 1,5 566, Via the LMO4 interaction domain
and coiled-coil domain of DEAFL, respectively. The 43436 triple alanine mutant construct shows
significant loss of self interaction through the coiled-coil domain under selection conditions that allow
interaction with LMO4 (-L-W-H plus 0.5-5 mM 3-AT), suggesting that the mutant construct is
destabilised and/or degraded compared to the wild-type (“wt”). Note that self interaction of DEAF1
via the coiled-coil domain was reported previously [2], and no growth of the mutant with LMO4 is
seen under high stringency selection conditions (-L-W-A; Fig 1c).
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