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Figure S1. TG-based rat liver TXG-MAPr dendrogram, related to Figure 1. A) Module dendrogram as produced 
by Ward2 clustering algorithm applied to pair-wise Pearson correlations for each module across all treatment
 conditions. B) Module dendrogram is shown highlighting manual adjustment of branch lengths and the 
anti-clockwise labelling system of branches.
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Figure S4. Trib3 and Mthfd2 log2FC across positive single cell necrosis compounds, related to Figure 3. A) Heatmap of 
Trib3 and Mthfd2 log2FC across all single cell necrosis positive stressors in TG rat in vivo data. B) Scatterplot of rLIV:176
 maximum EGs over time and concentration, Mthfd2 (rat) and MTHFD2 (PHH) maximum log2FC over time and 
concentration, for all TG compounds (x-axis). The size of the circles is proportional to the average score of single cell 
necrosis in rat, and the color indicated the DILI Rank status, when available.



Figure S5. Validation of HepG2 TRIB3-eGFP reporter cell line, related to Figure 4. 
Overview of all readouts related to the siRNA knock down experiment of the HepG2 BAC-eGFP TRIB3 cell 
line exposed to DMSO (0) and di�erent concentrations of tunicamycin (3,6,12,24 μM) at timepoint 0 and 
24 hrs, 48 hrs, and 72 hrs after exposure. 



Figure S6. Validation of HepG2 TRIB3-eGFP reporter cell line, related to Figure 4. 
HepG2 BAC-eGFP TRIB3 western blots (3 biological replicates) stained with anti-TRIB3 antibody. 



Figure S7. Validation of HepG2 TRIB3-eGFP reporter cell line, related to Figure 4. 
HepG2 BAC-eGFP TRIB3 western blots (3 biological replicates) stained with anti-alpha-tubulin antibody. 



Figure S8. Validation of HepG2 MTHFD2-eGFP reporter cell line, related to Figure 4. 
Overview of all readouts related to the siRNA knock down experiment of the HepG2 BAC-eGFP MTHFD2 cell 
line exposed to DMSO (0) and di�erent concentrations of tunicamycin  (3,6,12,24 μM) at timepoint 0 and 24 
hrs, 48 hrs, and 72 hrs after exposure. 



Figure S9. Validation of HepG2 MTHFD2-eGFP reporter cell line, related to Figure 4. 
HepG2 BAC-eGFP MTHFD2 western blots (3 biological replicates) stained with anti-MTHFD2 antibody. 



Figure S10. Validation of HepG2 MTHFD2-eGFP reporter cell line, related to Figure 4. 
HepG2 BAC-eGFP MTHFD2 western blots (3 biological replicates) stained with anti-alpha-tubulin antibody.
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Figure S11. Selection of compounds for HepG2 TRIB3-eGFP and HepG2 MTHFD2-eGFP screen, related to Figure 5. 
A) Time and dose-response plot of TG:rLIV:176 EGs across compounds inducing single cell necrosis in TG rat in vivo data. 
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C. Rat − Negative for scNecrosis no path
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E. Rat − Negative for scNecrosis − cluster 1
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G. Rat − Negative for scNecrosis − cluster 2

Figure S12. Rat liver and PHH gene expression data for TRIB3, MTHFD2 and DDIT3 for the compounds included in the screening, 
related to Figure 5. Rat liver and PHH gene expression data for TRIB3, MTHFD2 and DDIT3 for the scNecrosis4 positive 
compounds included in the screening (A and B), for the scNecrosis4 negative compounds, no other pathologies (C and D), 
for the scNecrosis4 negative compounds but positive for pathologies, in cluster I (E and F) and cluster II of Figure 5 (G and H). 
The size of the circles represents the scNecrosis average score.



Figure S13. HepG2 TRIB3-eGFP and HepG2 MTHFD2-eGFP compound screening, related to Figure 5.  The upper 
panel shows a direct comparison of the reporter cell lines based on their microscopic images. The lower panel 
shows an overview of all compounds’ activation of the reporter cell lines based on the fraction of eGFP positive 
cells. 



Figure S14. HepG2 TRIB3-eGFP and HepG2 MTHFD2-eGFP compound screening, related to Figure 5. 
Upper panel contains the normalized eGFP intensity in the nucleus (CHOP, TRIB3) or the cytoplasm 
(MTHFD2). Middle panel displays the normalized cell count (x1000) compared to the DMSO control of the 
individual cell line at the individual point. Lower panel show the fraction of PI positive cells compared to the 
DMSO control. 
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