Supplemental 1

A) 100 ) 100
90 90
" wt SD N I - wt SO
3 I I (7] wt SD-Fe £ 80 1 114 1t | wt SD-Fe
§ W phet SD § 70 (00 Ewoso
2 { [l pkc1 SD-Fe ] {11 | tor1 SO-Fe
=z si2 SD L; 60 1 wt SD+Rapa
8 W sr2S0-Fe g | Bl wt SO-Fe+Rapa
N | 3 01 sch9 SO
2 3 40 ] sch9 SD-Fe
. 1
8
g g 2]
"l ‘
0+

25

.
wo® C‘,\o@'

Figure S1. TORC1, Sch9, Pkc1 and SIt2 are not involved in Aft1 nuclear localization.
Cultures were grown in SD or SD-Fe to exponential phase at 30°C. Samples were
collected to elucidate Aft1 subcellular localization. (A) wt, pkc1 and slt2 strains
transformed with pAft1GFP. (B) wt, tor1 and wt treated with Rapamycin for 2 hours (Rapa)
and sch9 bearing pAft1GFP.
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Figure S2. The absence of Ypk1 causes iron regulon deregulation during iron

starvation. In vivo fluorescence observation at indicated times of wt and ypk7 strains



bearing pAft1GFP. Cells were grown in SD or SD-Fe media until exponential phase,
cultures were divided, cycloheximide (+CHX) was added before to both of them. The SD
ones were washed and transferred to a media without iron with CHX; iron (+Fe) and
CHX were added to SD-Fe culture.
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Figure S3. The absence of Ypk1 causes iron regulon deregulation during iron starvation.
wt and ypk1 strains in BY4741 background transformed with the plasmids pAft1GFP and
pFET3-LacZ. Samples were collected to analyze Aft1 subcellular localization, the 13-
galactosidase activity and intracellular iron content. For Aft1 subcellular localization and
intracellular iron content cells were logarithmically grown in SD medium plus amino acids
or in iron-free SD (SD-Fe). For the 3-galactosidase activity, cells were grown at 30°C in
SD media to ODe00:0.4. Aliquots were taken washed and transferred to SD or SD-Fe
media for 8 hours. Every 2 hours samples were taken to determine the [3-galactosidase
activity reporter construct.



Supplemental 4

A)
100 .
00, : Jwso
. ~801 - 7] wt SD-Fe
S £ 704 B /ag7 SD
% 5601 I /ag7 SD-Fe
}:3-550. {.| lac1SD
» = 40 - [ /ac1 SD-Fe
= 8304 % cka2 SD
<=20; I cka2 SD-Fe
104
0 4
W
B)
300+
[{] | wtSD
il [ | wt SD-Fe
o I /ag?1 SD
) [ /ag? SD-Fe
2> 2004 | lac1 SD
N 2 Ml /ac1 SD-Fe
88 . -] cka2 SD
S & 1501 - ] cka2 SD-Fe
~ O O I
wg
“ 2 400+
4
«Q
50 A1F i "
0 -
2 4 6 8 Time (hours)
C)
2 504 [ /ag? SD
p { ' lac1 SD
e 1.5 i<-] cka2 SD
E i wt SD-Fe
2 104 & B /ag? SD-Fe
S N —— Il lac1 SD-Fe
£ 05| |MHiE cka2 SD-Fe
0 {

Figure S4. Levels of sphingolipids modify Aft1 localization. (A) Aft1 subcellular
localization in wt, lac1, lag1 and cka2 strains, (B) R-galactosidase activity assay in wt,
lac1, lag1 and cka2 strains, and (C) Intracellular iron assays in wt, lac1, lag1 and cka2

strains were performed as in Figure 4.
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Figure S5. Aft1 nuclear localization is a prosurvival strategy to sphingolipids pathway
impairment. wt, wt pAft1C291F, ypk1 and ypk1 pAft1C291F cultures were logarithmically

grown in SD or SD-Fe medium plus amino acids to be subsequently plated in triplicate on

YPD plates. Plates were grown at 30°C for three days in triplicate, here a representative

plate is depicted.



