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Figure S1. Relative GTP and (p)ppGpp levels after entry into the stationary phase.

Relative GTP concentration (green squares) and relative (p)ppGpp concentration (blue
triangles) in wt genetic background after entry into stationary phase. The GTP concentration
is normalized to 1 at time 0. The GTP concentration data are from two independent
experiments; the graph shows the mean and the error bars the range. (p)ppGpp concentration
are from the same experiments as GTP (Figure 1), shown relative to GTP.
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Figure S2. Effect of novobiocin-induced relaxation of chromosome on ATP levels.

Cells were grown in MOPS media supplemented with 20 amino acids with [3P] HsPOs to early

exponential phase (ODeoo ~ 0.3). At time 5 min the cells were treated with novobiocin (5 pug/ml).
Levels of ATP were determined by TLC from the same TLC plates as GTP levels in Figure 2D.
The ATP level at time 5 min was set as 1. Results are averages from two measurements. The

error bars show the range.
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Figure S3. SC and LIN promoter DNA on agarose gel.

100 ng of DNA was resolved on 0.8 % agarose gel. M, DNA Mw marker (GeneRuler DNA
Ladder Mix), -/+ the treatment with restriction enzyme Pstl. The DNA gel was stained with
GelRed. The marker was assembled electronically with the rest of the gel — indicated with the
dotted line.
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Figure S4. The affinity of RNAP for iNTP in vitro changes on different DNA templates.

Multiple-round transcriptions as a function of GTP concentration: representative primary data
and their graphical comparison for rrnB P1 (A), rrnB P2 (B), rrnO P1 (C) and rrnO P2 (D). For
LIN rrnO P1 levels of transcripts were close to the background so that they were almost not
detectable. The panel marked with the asterisk (*) shows the same data as the panel above but
adjusted for brightness for better visibility. The Kcrr values are in Supplementary Table 1. The
experiment was performed in at least three biological replicates.
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Table S1: The Kcre values for the promoters tested in the transcriptions in vitro.

The values were calculated at least from three independent experiments, showing the mean
and + SD. ND means “not detectable”, as primary signal from transcription from LIN variant
of rrnO P1 was too close to background (see Figure S4C).

Ratio
Kere [uM] SC+SD | LIN+£SD | SC/LIN
Poeg 369 511+78 | ~14x
rrmmB P core |277+24 |440+25 | ~1.5x
rrnB P1 242 +31 | 361+46 | ~1.5x
rrnB P2 62+13 427 +61 | ~7x
rrmQO P1 240+18 | ND
rrnO P2 98 +22 269 £ 8 ~ 3x

5

Microorganisms 2020, 8, 87; d0i:10.3390/microorganisms9010087 www.mdpi.com/journal/microorganisms



microorganisms m\py

Table S2. Alternative o factor-dependent promoters used in the study.

Promoter consensus elements are in bold. The 3" ends of the sequences are transcription +1

positions.
o Product
promoter . Sequence of promoter Reference
factor function*
Protection of
proteins
B PtrxA against TCAGGTTTTAAAACAGCTCCGGCAGGGCATGGTAAAGTACA [1]
oxidative
stress
Motility and
D PmotA chemotaxis AATGTCCCTAAAGTTCCGGGCACCAAAACCGATATTAACCATA [2]
Regulator of
E PspollID | mother cell ATATTCCCAAAAGAATGCTAATACACTGTTACA [3]
expression
Forespore
F PspollQ encasement by | TTGTATATATTTTCAGAAAAGTGTTCAGAATGTTGCTG [4]
the spore coat
Cell division,
control of
H PspoVG sporulation AAAAACGAGCAGGATTTCAGAAAAAATCGTGGAATTGATACACTA | [5]
initiation
N PzpaB DNA gyrase* | ATTTACGTTTTAGAAAGACTAGATATAAAGATTACG [6]
N PzpbY unknown* ATTTACGTTTTCAAAGGCACAGATATAATAACA [6]
N PzpdG DNA pol III* ATTTACGTTTTTGCCGGTCCAGATATAAATACTTITG [6]
N sigN P3 Sigma factor” ITTTCGTTTACGTTTCTATTTCTCTAGATAAAATCATTAAG [6]

Microorganisms 2020, 8, 87; d0i:10.3390/microorganisms9010087

*according to [7].

# as published in [6].
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