A single dose of estrogen during hemorrhagic shock protects against Kidney Injury whereas estrogen restoration
in ovariectomized mice is ineffective.
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Supplementary informations

Supplementary figure 1: Full-lenght blot of caspase 8 presented in Figure 4c
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Supplementary figure 2: Full-lenght blot of caspase 1 presented in Figure 5d
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Supplementary figure 3: Full-lenght blot of caspase 11 presented in Figure 6d
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Supplementary Figure 4. Macrophage recruitment one day after hemorrhagic shock: a) Representative Pictures of F4/80 immunostaining on
kidney sections (magnification x400, counterstaining with HE); b) F4/80 expression (immunostaining analysis), n=5 in all groups; ¢) EmR1
(=F4/80) mRNA expression; d) Ym1 (M2 macrophage marker) mRNA expression; €) CCL2 mRNA expression. For EmMR1, Ym1 and CCL2 mRNA
expression: n=6 in all groups. Sham: non-shocked mice; Intact + V: intact mice treated by vehicle (NaCl); Intact + aE2: Intact mice receiving a unique
administration of 25 pg estradiol at the end of resuscitation; Intact + V and Intact + aE2 groups are submitted to hemorrhagic shock. Data are
presented as mean * s.e.m.* P<0.05 ; ** P<0.01 for indicated comparison.

Comment : Since acute renal ischemia also involves macrophages at the time of damages and repair, their markers of recruitment were studied one
day after shock. In control group, shock induced a mild change in these markers that was partly prevented by the bolus of estradiol as shown by F4/80
staining (Supplementary Figure 4a, b and c). Shock was also associated with an increase in the chemoattractant CCL2 (Supplementary Figure 4e). In
the group that has received the bolus of estrogen at the end of shock, a recruitment of YM1 mRNA expression, a marker associated with the M2
phenotype, was observed (Supplementary Figure 4d).

These preliminary results indicate that the bolus of estradiol was associated with a differential renal macrophage expression one day following shock.
A differentiation of renal macrophages toward a M2 profile would potentially be associated with a repairing activity. This preliminary observation
requires further work to establish the direct effect of estradiol on both tubular cells and macrophages infiltration in this situation.



