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Fig.1 Viability and proliferation of MLC after 96 h of culture

PBMC were adjusted to 2 × 106 cells/mL. PBMC were pre-incubated for 15 min with 50 μM zinc, 50 μM iron (Fe2+), a combination of 50 μM zinc and 50 μM iron (Fe2+), 50 μM Fe3, 2.5 μM TPEN,  200 μM BIP, 250 µM nicotinamide (NAD), 0.5 mM ascorbic acid (Asc), 1 mM sodium sulfite (Na₂SO₃),100 µM potassium chlorate (KClO₃) for 15 min or left untreated as a control. MLC were generated and incubated for 4 days with indicated concentrations.
(A) Cell viability was determined by propidium iodide (PI) staining and analyzed by flow cytometry (n=6). Statistical significances were calculated by one-way ANOVA using Dunnett´s multiple comparisions test as a post-hoc test. No significant differences were observed between control and treatment groups.
(B) Total cell number was quantified using a hemocytometer to assess proliferation (n=6). 
Results show mean values + SEM. Statistical significances were calculated by one-way ANOVA using Tukey´s test as a post-hoc test. No significant differences were observed between treatment groups.
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Fig.2 Viability and proliferation of PBMC after 48 h of culture
PBMC were adjusted to 1 × 106 cells/mL. PBMC were pre-incubated with 50 μM zinc, 50 μM Fe2+, 50 μM Fe3+, 2.5 μM TPEN or 200 μM BIP for 15 min or left untreated as a control. PBMC were incubated for 48 h with the indicated concentrations. 
(A) Cell viability was determined by propidium iodide (PI) staining and analyzed by flow cytometry (n=4).
(B) Total cell number was quantified manually using a hemocytometer to assess proliferation (n=4). 
Results show mean values + SEM. Statistical significances were calculated by one-way ANOVA using Tukey´s test as a post-hoc test. No significant differences were observed between treatment groups.
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Fig.3 Viability of PBMC after 96 h of culture
PBMC were adjusted to 2× 106 cells/mL. PBMC were pre-incubated with 15, 30 ,50, 100 or 200μM Fe2+, for 15 min or left untreated as a control. PBMC were incubated for 96 h with the indicated concentrations. 
Cell viability was determined by propidium iodide (PI) staining and analyzed by flow cytometry (n=3)
Results show mean values + SEM. Statistical significances were calculated by one-way ANOVA using Dunnett´s test as a post-hoc test. Significant differences compared to the control group were labeled (**** p <0,0001). The arrow indicates the concentration that was used for our main experiments.
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Fig.4 Viability of PBMC after 96 h of culture
PBMC were adjusted to 2× 106 cells/mL. PBMC were pre-incubated with 125, 250, 375, or 500μM Ascorbic acid, for 15 min or left untreated as a control. PBMC were incubated for 96 h with the indicated concentrations. 
Cell viability was determined by propidium iodide (PI) staining and analyzed by flow cytometry (n=3)
Results show mean values + SEM. Statistical significances were calculated by one-way ANOVA using Dunnett’s test as a post-hoc test. Significant differences compared to the control group were labeled (*p < 0,0332). The arrow indicates the concentration that was used for our main experiments.
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Fig.5 Viability of PBMC after 96 h of culture
PBMC were adjusted to 2× 106 cells/mL. PBMC were pre-incubated with 250, 500, 750 or 100 μM Sodium sulfite, for 15 min or left untreated as a control. PBMC were incubated for 96 h with the indicated concentrations. 
Cell viability was determined by propidium iodide (PI) staining and analyzed by flow cytometry (n=3)
Results show mean values + SEM. Statistical significances were calculated by one-way ANOVA using Dunnett’s test as a post-hoc test. No significant differences were observed between treatment groups. The arrow indicates the concentration that was used for our main experiments.
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Fig.5 Viability of PBMC after 96 h of culture 
PBMC were adjusted to 2× 106 cells/mL. PBMC were pre-incubated with 2,5, 5 or 10 μM TPEN for 15 min or left untreated as a control. PBMC were incubated for 96 h with the indicated concentrations. 
Cell viability was determined by propidium iodide (PI) staining and analyzed by flow cytometry (n=3)
Results show mean values + SEM. Statistical significances were calculated by one-way ANOVA using Dunnett’s test as a post-hoc test. Significant differences compared to the control group were labeled (**** p <0,0001). The arrow indicates the concentration that was used for our main experiments.
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Fig.6 Viability of PBMC after 96 h of culture 

PBMC were adjusted to 2× 106 cells/mL. PBMC were pre-incubated with 2,5, 5 or 10 μM TPEN for 15 min or left untreated as a control. PBMC were incubated for 96 h with the indicated concentrations. 
Cell viability was determined by propidium iodide (PI) staining and analyzed by flow cytometry (n=3)
Results show mean values + SEM. Statistical significances were calculated by one-way ANOVA using Dunnett’s test as a post-hoc test. Significant differences compared to the control group were labeled (*p < 0,0332, ** p <0,0021). The arrow indicates the concentration that was used for our main experiments.
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Fig.7 Viability of PBMC after 96 h of culture 

PBMC were adjusted to 2× 106 cells/mL. PBMC were pre-incubated with 5, 50, 100, 500, 1000 or 5000 µM Potassium chlorate for 15 min or left untreated as a control. PBMC were incubated for 96 h with the indicated concentrations. 
Cell viability was determined by propidium iodide (PI) staining and analyzed by flow cytometry (n=3)
Results show mean values + SEM. Statistical significances were calculated by one-way ANOVA using Dunnett’s test as a post-hoc test. No significant differences were observed between treatment groups. The arrow indicates the concentration that was used for our main experiments.
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Fig.8 Viability of PBMC after 96 h of culture 

PBMC were adjusted to 2× 106 cells/mL. PBMC were pre-incubated with 10, 50, 100, 250 or 500 µM Nicotinamide for 15 min or left untreated as a control. PBMC were incubated for 96 h with the indicated concentrations. 
Cell viability was determined by propidium iodide (PI) staining and analyzed by flow cytometry (n=3)
Results show mean values + SEM. Statistical significances were calculated by one-way ANOVA using Dunnett’s test as a post-hoc test. No significant differences were observed between treatment groups. The arrow indicates the concentration that was used for our main experiments.



Titration of zinc and iron (III) 

Titration of zinc in MLC were published in aCampo et al. (2021) Biol. Trace Elem. Res. 79:15-22.
Titration of Fe3+ were not done, since the concentration have to be equimolar for comparison with Fe2+. However, supplementary figure 1 shows that there is no difference in vitality (1A) and proliferation (1B) in MLCs treated with Fe2+ vs. Fe3+.
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