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anti-PrcB

FIG S1 Immunodetection of Nox-Flag expression. Nox-Flag was detected with an anti-flag
antibody. PrcB was used as a loading control.
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FIG S2 Growth kinetics upon treatment with Pyridaben (2 pg/ml and 4 ug/ml) or vehicle DMSO.
Drug was added at day 1, and samples were harvested at day 2. These results are representative
of 5 independent experiments.
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FIG S3 Growth kinetics of wild-type (WT) and wild-type expressing nox (WT::nox) treated with
pyridaben (Pyr) or the 2-Mercapto-Quinazolinone (2-MQ) DDD00853663 alone or in combination
at concentrations (2x, 5x or 10x MIC). Isoniazid (INH) at 2x and 5x MIC was used as a positive
control. Strains were grown in Sauton’s minimal medium (fatty acid free; glucose and glycerol as
carbon sources). Results are averages of technical triplicates. Error bars correspond to standard
deviation. These data are representative of 3 independent experiments.



wit wt::nox wit wt::nox
ns * %k % ns
ns —l
3 % %k %k
| ns — ‘ ns |
ns
| ns |
ns ns
ns | | l I 1
1 | ns ns ns * Kok kokokok
- c 2000 ns ns ns
054 NS Ns ns 0.5 |_I -52000 ml—”_ ° |_||_||_| = NADH
° SR 5 g B3 NAD+
= 0.4 = 0.4+ 2 1500 2 1500
© © - o
< 0.3- o 0.3- g g
< - < 1000 < 1000
=z 4 £ £
F 0.2 $ 0.2 8 s
2 2 g s E
Z 0.1- Z 0.1 5 3
g 0- =z 0-
0.0- 0.0- & N O ¢ & D 0O
(] AN
® o & © & o & O & ¥ S oS & OGN
O S 3 © S o & 37V & o x
B 9% x Gl o% x +® Y S PR
& N & & ? & N o o
o Cy) \“0- < &
q:“ ,"\“ W Vv
c d
wt wt::nox wt wt::nox
2k %k % %k % 2k ok Xk

— * kKK *okk ok
ns * !
— ‘ * ns
ns ns i i
* %

— * ok kX * * k¥ *

(-

3x10°

== \
£ £ 35 2x108 5 2x10°
x10° .
mg 3 v g 3 ; 3 2x10
o 3 : £
S 2 S 2- = =
E E <€ 1x10° < 1x10°%
14 1
[ s s 0- L e S 0T
2D O PGP N+ 3 PR P S« 3 2 8 QWO
& Vg S & VTN & N & VN
L,V < ¥ NS 37 ¥ S <Y
3§ N & N\ RIS £ \‘P 0 + N &
© < © LN © e R
9V i v v

FIG. S4 Physiological characterization of wild-type (WT) and wild-type expressing nox (WT::nox)
in response to pyridaben (Pyr) 5x MIC, 2-Mercapto-Quinazolinone (2-MQ) DDD00853663 5x MIC
and both drugs in combination. Strains were cultured in modified Sauton’s (fatty acid free; glucose
and glycerol as carbon sources). (a) NADH/NAD+ ratio and (b) intracellular NAD(H) concentration
in response to a 24 h treatment. (c) Oxygen consumption rate (OCR). Glycerol (carbon source)
and Pyr, 2-MQ, a combination of both compounds, or vehicle (DMSO) were added to bacteria
suspensions (from a culture in logarithmic phase) in PBS-tyloxapol (ODsgonm Of 0.5) until a stable
OCR was achieved. (d) ATP intracellular levels in response to a 24 h treatment. Results are
averages of technical replicates. Error bars correspond to standard deviation. Data are
representative of 3 independent experiments. Statistical significance was assessed by one-way



ANOVA followed by post hoc test (Tukey test; GraphPad Prism). *P< 0.05; **P< 0.01;
***P <0.001; ***P <0.0001; ns - not significant.
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FIG. S5 Survival of wild-type (WT) and wild-type expressing nox (WT::nox) to treatment with
pyridaben (Pyr) 5x and 10x MIC, 2-Mercapto-Quinazolinone (2-MQ) DDD00853663 5x and 10
MIC or in combination during PBS-tyloxapol starvation. Results are averages of technical
triplicates. Error bars correspond to standard deviation. These data are representative of 2
independent experiments.



