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Supplementary Fig 1: Liproxstatin-1 and Ferrostatin-1 protect LUHMES cells against RSL3-induced ferroptosis. RSL3 (20nM) induced cell death after 24 hours and is prevented by a 1 hour pre-incubation with Liproxstatin-1 (LPX; 5µM) or Ferrostatin-1 (Fer-1; 5µM). 







Supplementary Fig 2: Reduction of LOXs mRNA in siRNA transfected cells. mRNA expression of 15-LOX, 15B-LOX and 12B-LOX in LUHMES upon siRNA knockdown by select pooled siRNA compared to media alone (NT) and scrambled siRNa control. Knockdown of 15-LOX, 15B-LOX, 12B-LOX by siRNA was so efficient as to produce an undectable readout by RTqPCR.
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Supplementary Fig 3: Dose response curves of FA-supplemented cells to RSL3-induced ferroptosis. LUHMES cells were treated with a dose range of AA (A), ADA (B), DHA (C), LA (D), OA (E) or PA (F) for 2 hours before addition of 10nM RSL3 (red curve) and compared to media alone (black curve). Results expressed as mean  SEM in three independent experiments.
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Supplementary Fig 4: Dose response curves of PUFA-supplemented cells to STS-induced apoptosis. LUHMES cells were treated with a dose range of AA (A), ADA (B) or DHA (C) for 2 hours before addition of 0,5µM Staurosporine (STS) to induce apoptosis (green curve) and compared to media alone (black curve). Cell viability was measures after 24 hours. Results expressed as mean  SEM in three independent experiments.
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Supplementary Fig 5: Fatty acid supplementation modulates the proportion of PE, PC, PI that incorporates the corresponding fatty acid. Phosphatidylethanolamine (PE), Phosphatidylcholine (PC) and Phosphatidylinositol (PI) species were measured in LUHMES cells at 24 hours treatment with 20 µM AA, 10 µM ADA, 10µM DHA, 20µM LA, 20µM OA or 20µM PA and compared to media alone or Vehicle (Ethanol). The three graphs for each FA illustrate the major phospholipids that contain the corresponding FA as a proportion of total PE, PC, or PI respectively. Results expressed in mean  SEM of three replicates, n=1 experiment.



























	 
	Forward Primer (FP)
	Reverse Primer (RP)
	Supplier

	ACSL4
	5'-TGTACTGTACTGAAGCCCACACTT
	5'-TTCATCTCTTGGACTTTGCTCA
	TIBMOLBIO

	ALOX12
	5'-CTGAAGATGGAGCCCAATG
	5'-AACAGTGTTGGGGTTGGAGA
	TIBMOLBIO

	ALOX12B
	5'-GTGATCCGGAATTGCAGTCT
	5'-ACGGTTCGCAAGCACCTA
	TIBMOLBIO

	ALOX15
	5'-GCAGCCTGATGGGAAACTC
	5'-GGGGATCCGTAGGCAAGA
	TIBMOLBIO

	ALOX15B
	5'-GATCTTCAACTTCCGGAGGAC
	5'-GAACTGGGAGGCGAAGAAG
	TIBMOLBIO

	ALOX5
	5'-GGAAACACGGCAAAAACAAT
	5'-GGAAACACGGCAAAAACAAT
	TIBMOLBIO

	ALOXE3
	5'-CAGCACGCTGCTGTCAAC
	5'-GATGGAGCATTGGGCATC
	TIBMOLBIO

	CASP3
	5'-TGGAATTGATGCGTGATGTT
	5'-TCCAAAAATTATTCCTTCTTCACC
	TIBMOLBIO

	LPCAT3
	5'-ACTGGCTCTTCATGGGTTACTC
	5'-TGGCCAAGGAAATAGATGGA
	TIBMOLBIO

	TBP
	5'-CGGCTGTTTAACTTCGCTTC
	5'-CACACGCCAAGAAACAGTGA
	TIBMOLBIO



Supplementary Table 1: Sequences of primers used in this study for Quantitative RT-PCR.
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Supplementary Table 2: Kinetics of ROS production in LUHMES cells supplemented with a combination of iron and fatty acids. LUHMES cells were treated with 20µM AA, 10µM AA, 10µM DHA, 20µM LA, 20µM OA, 20µM PA or Media for 2 hours before addition of 20µM Fe3+. Lipid (A), mitochondrial (B) and cytosolic (C) ROS production were then measured in live cells using BODIPY 581/591 C11, MitoSoxRED and H2DCFDA respectively at 7, 12 and 24 hours after Fe treatment. Results show mean (m) and SEM for each condition, n=2 independent experiments. 
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