Figure S3
A

-—\ sgNT sgHK2

2 0 DMSO ironomycin DMSO ironomycin

Row Z-score

uracil

R
acetyl-

[ | o

Rllutamate
ADH =
Aminoadipic acid
hydroxyéprollne
2-dehydro-D-gluconate
malaté
fumarate )
Citraconic acid
aconitate
citrate/isocitrate
cholesteryl sulfate
orotate
dihydroorotate
6-phospho-D-gluconate
glyoxylate
Blycerate

-gluconate o .
2-Hydroxy-2-methylbutanedioic acid
Pyrdglutamic acid
fructose-1-6-bisphosphate
dihydroxy-acetone-phosphate
Blycolate

“sedohe tulose-1/7-ﬁh03ﬁhate
D-glyceraldehyde-3-phosphate
a-kKetoglutarate
N-acetyl-glucosamine-1/6-phosphate
N-acetyl-glucosamine
3-phosphoglycerate

UDP-D-glucuronate
CMP

UDP-N-acetyl-glucosamine
hxdroxyphenylpyruvate
phenylpyruvate

serine |

glutamine

valine .

Bhenylalanlne )
yroglutamic acid

leucine/isoleucine

methionine

tryptophan

aré;mme
dGMP
AMP
histidine

Uric acid
UDP-D-glucose
UDP
asparagine
ornithine

UMP )
CDP-ethanolamine
Kynurenic acid

succinate
myo-inositol
lucono-delta-lactone
-oxobutanoate
AD

adenine

pantothenate,

glutathlone disulfide
GTP

C
N-Acetyl-L-alanine
asl&)artate
NADPH
%!utathlone

JI
alanine
lactate
uridine
ﬁyruvate

omocysteic acid .
S-methyl-5'-thioadenosine




Figure S3
B

N .

-2 0 2
Row Z-score

C

glucose concentration [mM]

sgNT sgPGP
DMSO ironomycin DMSO ironomycin
_ -~

Iucose1 hosphate
uctose— phos(E)hate

ucose- -
ceral ehy e-3-phosphate

0s hoD luconate
Iaég P 9

O

Metformin

67 =25
=15+
| w2 S
S 4l +15 S
X 8 o 101
T -+ 10 + ¥
— O
@ =5 gl
T 2 oF 51
O -0 N
S
~ 0_
O | I 1
0 2 4 7
Time (days)

DMSO

E vehicle
=2 mM
5 mM

il

200

ironomycin [NM]

Sne
— ﬁEﬁB
L‘;._- ﬁébd

T

% of Pl+ cells
(normalized to control)

S rglx%wgr?;ﬁ)yruvate

P ethanolamlne
Taurod eox cholic acid

@ %( lic acid

%I -glucuronate

|

%Btlg N acetyl-glucosamine
M
-D-glucose

lalanine

%/Iutamlc acid

Ieuclne |soleucme
rgii
ine

U"\'/Icpacid
ornithine

ﬁf&ﬁloglne sulfoxide

%/nurenlc acid
hreonine
omoserine

CTP
cholesteryl sulfate

ﬁmlnoadl ic acid
line

% Al-|garoxy-2 methylbutan.
cgratellsocg\rate
S-&rh g?g-D-gluconate
Citraconic acid

|gutate

uraC|I
artate

?f%?&soex; SRRt
d|hydroorotate

Phenformin
25+
204
154
104
5] 0.06
0-
DMSO 200 500
ironomycin [nM]
E vehicle
E2.5uM

Il 50 uM



Figure S3| (related to Figure 3). Metabolic remodelling to reduce glycolytic flux and
mitochondrial respiration protects against ironomycin. A-B, Heatmaps showing the
differential abundance of metabolites in the sgHK2 cell line (A) and the sgPGP cell line (B)
compared to a non-targeting sgRNA cell line (sgNT). We treated cell lines with 500 nM
ironomycin or DMSO for 24 hours and collected the samples to perform mass spectrometry
analyses. Purple squares outline the decreased metabolites after ironomycin treatment. Black
squares outline the increased metabolites after ironomycin treatment. Red squares outline the
metabolites increased in the KO cells in comparison with the control cells. C, Proliferation
curve showing cell viability assessed by flow cytometry (PI exclusion) of MV4;11 cells
cultured with various glucose concentration in the absence of ironomycin treatment. A
representative experiment is shown. D-E, Proportion of death in cells treated with ironomycin
in combination with metformin (D) or phenformin (E). We performed FACS analysis of PI
fluorescence in MV4;11 cell line treated with ironomycin for 48 hours after a 30 minutes
pretreatment with metformin or phenformin (n=2 biological replicates, means = SD *p < 0.05).
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