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Figure S1. ChIP-Exo measurement of pre-initiation complex (PIC) on PFK26-MOB]1 promoter. All

the data in this figure were extracted from the dataset reported in Rhee and Pugh, 2012. Two vertical dash
lines mark the locations of TATA-like element of PFK26 promoter (left) and MOBI promoter (right). The

PIC forms symmetrically on the two TATA elements. No significant polll ChIP signal was detected

between the two TATA elements.
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Figure S2. Fkh2 binds to wild-type PFK26-MOB]1 promoter. ChIP measurements of Fkh2
binding on wild-type PFK26-MOB 1 promoter and a control region (background). The error bars

in the plot represent the standard errors in the ChIP signal among three biological replicates.



>
oc)

Wild-type 18, + 1.5SmM diamide
2.54 msn2/4 deletion +1M sorbitol
8 S % e
&= & 14 —*
<3 20 S22 ..
g 4 g £ 1.24
.; b 15_ .; b 10 [ ]
= = = =
e e 0.8 °
% s 1.0- » @
= @ = £ 0.6
S E S E
E @ 054 E wn 0.4- J
. . 0.2
@
OIO T T T T T T T T 1 0.0 ./T’ T T T T
0 5 10 15 20 25 30 35 40 45 0 10 20 30 40 50
C Time after induction (min) D Time after induction (min)
1.5 2.5-
—_
(3 12| -Msn2 = 20
2T + Msn2 3 2
7]
= & 094 + Msn2(6A) 2 9 15l
e v ~ =
o S = »n
W~
£ 2 061 S =
= = 1.0
o = 0~
& Y »
® & 0.3- = 2
H 7)) & 2 0.54
< 8 Ak
N = 0.0 2
2 0.0
Ry
~ -0.34 .
-0.54
0 10 20 30 40 50 60 0 10 20 30 40 5 60
Time after induction (min) Time after induction (min)

Figure S3. Msn2/4 is at least partially responsible for the stress response of PFK26. A) Mutation in Msn2
reduces the heat shock activation of PFK26. PFK26 1s induced upon heat shock in wild-type cells (black
curve), and msn2 mutation significantly reduced this heat shock response (measured at a single time point; red
dot). Data are from Gasch et al., 2000. B) PFK26 induction by diamide and sorbitol. Besides heat shock,
PFK26 is induced under many stress conditions, including oxidative stress (diamide and H202), reductive
stress (DTT), nitrogen depletion, osmotic stress (1M sorbitol), and diauxic shift (Gasch et al., 2000). These
observations are consistent with the idea that PFK26 is under the regulation of the general stress response
activator Msn2/4. C) PFK26 is induced by ectopic expression of Msn2 or Msn2(6A), an Msn2 with mutations
in the phosphorylation sites so that it remains inside the nucleus (Elfving et al., 2014). Note that Elfving et al.
used a highly specific synthetic biology approach to control Msn2 expression, and any gene rapidly induced in
this assay is most likely to be under the direct regulation of Msn2. D) The induction rate of PFK26 in panel C
is similar to other well-known Msn2/4 target genes, such as SS417 and HSP26 (Venters et al., 2011; Macisaac et

al., 2006). All evidence above supports that Msn2/4 is at least partially responsible for PFK26 activation.
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Figure S4. Tbfl ChIP on Synthetic promoters. A) Tbfl can bind to the synthetic promoter containing
wild type Tbfl binding site, and this binding is significantly reduced with Tbfl binding site mutation
(tbf1*). Bkg: background in theYER129W ORF (same as in B). B) Tbfl can bind to CLN2 promoter with

wild type tbfl binding sites (Tbfl) both upstream and downstream of SBFs but not the one with mutant

tbfl binding sites (tbf1*).
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Figure S5. Nucleosome mapping on PFK26-MOB1 promoter using different MNase concentration.
From left to right: we digested the chromosome with 0.2X, 0.4X or 1 X MNase concentrations, which
converts ~20%, 50%, and 80% of chromosomal DNAs into mono-nucleosomes, respectively. We then
purified the mono-nucleosome DNA and measured nucleosome occupancy using qPCR (Methods). The
measurements were performed on the wild-type promoter (black), or with Mcm1/Tbfl binding site

mutation (cyan/purple). The error bars represent the standard errors in three biological replicates.
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