RIK-xxSxP Mode |
RIKxxxSxP Mode Il
RKSSLS PHOT1

RDYF R S G S ETQD PIF7(S139,5141)
RDYF RAGAETQD PIF7(2A)
RDYF RD G D ETQD PIF7(2D)

RDYF - - - - ETQD  PIF7A
KTVSLC CDC25C
KDGSCS PIF7(S78,S80 )

PIF7(5A): S7T8A,S80A,S125A,S139A,S141A
PIF7(5D): S78D,S80D,S125D,S139D,S141D

b Light condition | Sequence Modifications Phospho site Probabilities

White light SGSETQDTEGDEQETR S3(Phospho) S(1):50.0;S(3):50.0

White light SGSETQDTEGDEQETR S1(Phospho) S(1):50.0;S(3):50.0

White light SGSETQDTEGDEQETR S3(Phospho) S(1):6.1;5(3):93.4; T(5):0.4
5 min Shade SGSETQDTEGDEQETRGEAGR | S3(Phospho) S(1):8.1;S(3):91.8;T(5):0.1
5 min Shade SGSETQDTEGDEQETR

1hr Shade SGSETQDTEGDEQETR

1hr Shade SGSETQDTEGDEQETR

tensity founts] (10°3)

Experimental m/z = 907.01
Theorefical m/z = 907.57

b-ions b3 b4 b5 b6 b9

SGII_I__UDTIIJ—IIILR

y15 y14 y13 y12 y11 y10 y9 y8 y7 y6 yb vy4 y3 y2 y-ons

Bl il

b10 b11 b12 b13 b14 bi1d

1
11l by ‘. L
w0 1000

—— Fremrsor, Premursor-H:0, Premrsor-H:O-NH,, Frearsor- NH; —— 3, y-H:0, y-NH; —— b, bH:0, bNH,

Experimental m/z = 907.36
Theoretical m/z = 907.57

baNH;  y@-H,O
327.05 380.19

v\ b [ o
276.00 '343.01 ]495-19 44407
2 =

b-ions b3 b4 b5 b6 b7 b8 b9 b10 bi11 b12 b13 b14 b15

\ 'S o/S[ET/alo[TE /o b E[alE TR

y15 y14 y13 y12 y11 y10 y9 y8

yoHO0 b y12-H;0, y1*-NH;
51501 5212 803.96

Yoo
106429
\ - | = 66220
P \sma 7215

"
101517
el

963 2%
o~ Haf
1161 27

Yio© yu-NH; Yu-H0 bis”
7936 109031 139040 144436

0 Vi l
by b5
115736 30754 buP oy bep 3
‘ |1”H 153740 157660 1657 5
i

y7 y6 y5 y4 y3 y2 y-ions

\ LA
@

L R NN

miz

—— Precursor, Precursor-H;O, Precursor-H;O-NH;, Precursor-NH; —— b, b-H:0, b-NH; —— y,y-H:0, yNH;

HetPhos 2.8:! predicted phosphorylation sites

in Segquence

S80 S125 $203
578 $139/5141

L
Threshold
Serine
Threonine
Turosines

Phosphorylation potential

=}

Figure 3-figure supplement 1. Potential phosphorylation sites on PIF7. (a) Two known 14-3-3 binding
sequences (mode | and mode Il) and putative 14-3-3 binding sequences in PIF7, PHOT1 and CDC25C are
listed. The consensus phosphorylation sites are labeled in red. S139 and S141 of PIF7 were identified by
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LC-MS/MS from PIF7 immunoprecipitated proteins isolated from transgenic plants overexpressing

PIF7-Flash. S78 and S80 of PIF7 were predicted as phosphorylation sites by NetPhos 2.0. (b) Identification

of PIF7 phosphorylation sites from an LC-MS/MS experiment using immunoprecipitated PIF7 proteins

isolated from 35S::PIF7-Flash transgenic plants. The light treatment of the samples, the sequence of the
mapped peptide, the modifications of the peptide and the probability for each site are presented in the table.
The peptide with phosphorylated modifications was identified by mass spectrometry. (¢c) Phosphorylation

sites of PIF7 as predicted by NetPhos 2.0 (http://www.cbs.dtu.dk/services/NetPhos/).




