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Figure S1: Sketches of all the experimental setups applied. Graphical illustrations of all the performed
experiments of this study, displaying time points and types of treatments, as well as the applied analyses. Graphs
were created with Biorender.



Q
O
o

4 " . 8 *

= ————— = x = ‘ 1o

G &} R — G 5

£ 3 ﬁ 3 * . g g

b . .

g 8 * n & B

= LR R = S =

5 o L. g 2 B s g z

g . oo § il £ £

< P A= T < || [ < 2

| T A EF I CER I - B b I o Fa

! B L] s 2 2

& a =1 &

o] . - - ' - 0 T - - - -
ctl 10 50 100 200 cil 10 50 100 200 ctl 0025 1 10 100 200
OUA [uM] QUA [uM] QUA [pM]
LPS (1 ngiml) LPS (10 ng/ml)

— — 4 * - —

= 5 — B =

5 [ . 3 3

e S 3 2 2

£ 2 —

b= ° o o

& B . & &

3 3 Ss T

g £ 2 o a € E

(<] <] . E . =] o

c c - . i ay = c

by Fal | gl H o T

2 E = 2 2

& & o =y 0 & 2

crl 005 1 10 50 100 cwl 005 1 10 50 100 cil 005 1 10 50 100 cl 005 1 10 50 100
IG (b DIG [uM] DIG [uM] DIG [uM]
LPS (1 ng/ml) LPS (10 ng/mi)

Figure S2. Intracellular Na* levels after treatment with different concentrations of cardiac glycosides. BMDMs
(a/b/e/f) and RAWs (c/d/g/h; hatched graphs) were treated with different concentrations of (a/b/c/d) OUA and
(e/t/g/h) DIG for one hour. (b/d/f/h) Cells were stimulated simultaneously with LPS. After cell lysis, [Na‘]i levels
were determined and normalized to control conditions (Ctrl) (means + s.e.m; n= 10-16; ordinary one-way
ANOVA with Bonferroni’s multiple comparisons test and Kruskal-Wallis test with Dunn’s multiple comparisons
test; *p <0.05).
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Figure S3. Intracellular K* levels after treatment with different concentrations of cardiac glycosides. BMDMs
(a/b/e/f) and RAWSs (c/d/g/h) were treated with different concentrations of (a/b/c/d) OUA and (e/f/g/h) DIG for
one hour. (b/d/f/h) Cells were stimulated simultaneously with LPS. After cell lysis, [K*]ilevels were determined
and normalized to control conditions (Ctrl) (means + s.e.m; n = 7-12; Kruskal-Wallis test with Dunn’s multiple
comparisons test and ordinary one-way ANOVA with Bonferroni’s multiple comparisons test; *p < 0.05).
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Figure S4. Rb* uptake assay confirms NKA-inhibition with cardiac glycosides. BMDMs (a/b) and RAWs (c/d)
were incubated in Rb* uptake buffer and simultaneously treated with LPS and OUA or DIG. After one hour,
macrophages were lysed and [Rb*]ilevels were determined and normalized to control conditions (Ctrl) (means
+s.e.m; n=12; Unpaired t test with Welch’s correction and Mann-Whitney test; *p < 0.05).
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Figure S5: Treatment with cardiac glycosides or mannitol induces no cellular cytotoxicity nor impairs the growth
of E. coli, and mannitol does not affect intracellular Na* levels. (a/b) BMDM were treated as in Fig. 4a/b. LDH
ratios were determined. Triton-X was used as a positive control for cell death in every group (means +s.e.m; n=
9-15; Ordinary one-way ANOVA with Bonferroni’s multiple comparisons test; *p < 0.05). (c/d) RAWs were
treated as in Fig. 4c/d. LDH ratios were determined. Triton-X was used as a positive control for cell death in
every group (means * s.e.m; n = 11-15; Kruskal-Wallis test with Dunn’s multiple comparisons test; *p < 0.05). (e/f)
E. coli were cultured in the absence of host cells in LB-media for 24 hours and treated with (e¢) OUA, (f) DIG or
(e/f) HS. OD600 values were determined at indicated time points (means + s.e.m; n = 6; two-way ANOVA with
Geisser-Greenhouse correction; *p < 0.05). (g) RAWs were incubated with HS or MAN for one hour where
indicated. Cells were stimulated simultaneously with LPS. After cell lysis, [Na‘]ilevels were determined and
normalized to Ctrl conditions (means + s.e.m; n = 8 -16; ordinary one-way ANOVA; *p < 0.05). (h) RAW 264.7
macrophages were stimulated with LPS and simultaneously treated as indicated. After 24 h, LDH ratios were
determined. Triton-X was used as a positive control for cell death in every group (means * s.e.m; n = 8-20;
Kruskal-Wallis test with Dunn’s multiple comparisons test; *p < 0.05).



