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Figure S1. SDHB knockdown by Sdhb targeting siRNAs. Two different SDHB targeting siRNAs (see
materials and methods) were used for SDHB knockdown, labeled as siRNA A and siRNA B. The
combination of two siRNAs was labeled as siRNA AB (which is named as ‘siSdhb’ in the
manuscript). Panel A: Sdhb targeted Western blot membrane after transfection with siRNA A,
siRNA B, mock siRNA or the combination of siRNA A and B. Panel B: -actin targeted Western blot
membrane after transfection with siRNA A, siRNA B, mock siRNA or the combination of siRNA A

and B.
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Figure S2: Succinate to fumarate ratios in PC12 (Panel A), HeLa (Panel B) and H295R (Panel C) cell
lines after itaconate treatment. Ita: itaconate; veh: vehicle; suc/fum: succinate to fumarate ratio. ****:
p <0.0001.
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Figure S3: Normalized succinate levels after atpenin treatment in PC12, HeLa and H295R cell lines.
veh: vehicle; suc: succinate. ***: p <0.0001.
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Figure S4. HeatMap. Visualization of changes in metabolite concentrations in HeLa (Panel A) and
H295R (Panel B) cell lines after itaconate and atpenin treatment. Fold-changes of different metabolic
concentration were calculated (values measured after treatment were divided with control values)
then the given values were log2 transformed. These values were used for construction of the
heatmap and represented with color scale (red+/white 0/green-). atp24: 24 h atpenin treatment;
atp48: 48 h atpenin treatment; ita24: 24 h itaconate treatment; ita48: 48 h itaconate treatment; SUC:
succinate; LAC: lactate; PYR: pyruvate; CIT: citrate; MAL: malate; FUM: fumarate; GLU: glutamate;
ASP: aspartate.



Table 1. Intracellular normalized concentrations of all measured metabolites (umol/ug). All data are presented as mean + SD. CIT: citrate; FUM: fumarate; LAC: lactate;

MAL: malate; PYR: pyruvate; SUC: succinate; ASP: aspartate; GLU: glutamate. Ita: itaconate treatment; veh: vehicle treatment. NA: not applicable.

Samples  FUM j4 LAC j4 MAL p PYR p SucC j4 ASP j4 GLU j4 CIT P
PCl2ita 79+
< 27814586 202425 109.4 + 41 352+38 < 2093+27.3 849.8 + 742 3116422 <
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pci2 28+ 217.4+100 33.9+10.1 4524179 28+04 12254267 496.5+1102 < 0
siSdhb 07 40013 0.827 0.0269 0.7137 < < 0.0001
PC12 are ' : : 0.0001 0.0001 NA
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Table S2. Intracellular normalized concentrations of all measured metabolites (umol/pg). All data are presented as mean + SD. CIT: citrate; FUM: fumarate; LAC: lactate; MAL:

malate; PYR: pyruvate; SUC: succinate; ASP: aspartate; GLU: glutamate. Ita: itaconate treatment; veh: vehicle treatment.

Samples FUM p LAC p MAL p PYR p SUC p ASP p GLU p CIT p
PC12 atpenin 24 13+ 5044+ 3348+
h 05 00001  1983%58 ., 19209 4650 6618 4414 40.7 <0.0001 Y2829 40001 12.7 <0.0001 PTEOL 4500
56+ 1391+ 5821+
PC12 veh 24 h e 122.1+48 222409 61.4+19 0.4+0.9 1 ol 15.3+0.0
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H295R veh4gh ~ S8% 4545 37.9+14 481+ 0 85+9.9 2771+ 0 NA
0.7 236.8 Sl 26.8 £9. 18.3
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