Human erythrocytes release ATP by a novel pathway involving
VDAC oligomerization independent of pannexin-1
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Sup Fig 1 Dose-response of TSPO ligands on ATP release
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Supplementary Figure 1. Dose-response of TSPO ligands on ATP release measured using off line setup.
Red blood cell suspensions (10% final haematocrit) were stimulated (10 min at 37 °C) with TSPO ligands
Ro5-4864 or NCS1018. 6 independent experiments were performed by triplicate. Results are expressed
as mean + SEM and considered different from vehicle (addition of equal volume of DMSO or Ethanol)
values when *p<0,05; **p<0.01; ***p<0.001; ****p<0.0001, n=6.



Fig Sup 2. Specificity of anti-hVDAC1 polyclonal antibody
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Supplementary Figure 2. Specificity of anti-hVDAC1 polyclonal antibody. Antibody’ sspecificity was
tested using human lymphoid (Jurkat), erythroid (UT7) and primary CD34+ cells, transfected with
scramble shRNA or anti VDAC1 shRNA. Monomer, dimer and tetramer bands of VDAC1 were identified
in Jurkat cells. CD34+ and UT7 cells showed only monomer. Immunoblotting shows that in the 3 cells
types, shVDAC significantly reduced both monomer and polymer expression.



Fig Sup 3. VDAC polymerization by 3V
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Supplementary figure 3. VDAC polymerization is induced by adrenergic cocktail 3V. Red blood cells
(RBCs) samples were incubated at 37 °C and stimulated with adrenergic cocktail 3V. Then ghost
membranes were obtained by hypo-osmotic treatment and lysed with 1% Triton X-100. Proteins were
separated by SDS-PAGE under non-reducing conditions and labelled using an anti-human VDAC polyclonal
antibody. Bands densities were quantified to calculate dimer/monomer and trimer/monomer ratios.
Results are expressed as mean + SEM; n=3; *p<0,05



Fig Sup 4. Lytic vs Non lytic ATP release
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Supplementary Figure 4. TSPO ligands induced non-lytic ATP release. Human red blood cells (10% final
haematocrit) were incubated at 37 °C and stimulated with different TSPO ligands or the adrenergic cocktail
3V. After each experiment, total ATP content and haemolysis were measured as described in material and
methods section. A) Total (grey bars) and lytic (black bars) ATP after ligands addition are shown. B) Lytic
(black bars) and non-lytic (grey bars) ATP after ligands addition, expressed as percentage of total ATP (lytic +
non lytic). Results are expressed as mean + SEM, n=5, and were considered different from vehicle when
*p<0,05; **p<0.01; ***p<0.001



Fig Sup 5. Pannexin-1 inhibition and haemolysis
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Supplementary Figure 5. Pannexin-1 inhibitors do not modify 3V-induced haemolysis. Human red
blood cells (10 % final haematocrit) were incubated at 37 °C and pre-stimulated with different
pannexin-1 inhibitors carbonexolone (CBX, 10 uM) or probenecid (PBC, 10 uM) 10 min before the
addition of the adrenergic cocktail 3V. Values represent the % of ATP from haemolytic origin after de
addition of 3V. Results are expressed as mean + SEM, n=3



Sup Fig 6 Chemical structure of TSPO ligands
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Supplementary Figure 6. Chemical structure of TSPO ligands. Structure of the four TSPO ligands used in
this study.
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