Supplemental Digital Content 1 
Materials and Methods

Total leukocyte cell count.

The total leukocyte count was measured using the pocH-100i (Sysmex Corporation, Europe GmbH, Norderstedt, Germany) hematology analyzer. For this, 20 ul of whole blood was prediluted into 500 ul of pocH-100i diluent (Sysmex Corporation).

Soluble adhesion molecule and cytokine analysis in plasma.

Plasma was collected by aortic puncture. Soluble E-selectin, soluble ICAM-1, soluble VCAM-1, TNF-α, and IL-10 concentrations in plasma were analyzed by Milliplex® Map kit (sE-sel, sICAM-1 and sVCAM-1: Millipore, St. Charles, MO, cardiovascular disease Panel 1; TNF-α and IL-10: Millipore, Cytokine/Chemokine), according to the manufacturer’s protocol.
Blood biochemistry

Blood urea nitrogen analyses of plasma samples were performed by enzymatic degradation assay (Roche, Woerden, Netherlands). 

Results 
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Fig. 1: Total Leukocyte cell count. 

Leukocyte count was measured using the pocH-100i as described in Supplementary Digital Content 1 in plasma of 3 months old (white bars) and of 18 months old (black bars) mice.  Mice were treated with lipopolysaccharide only, or pre-treated with the NIMP-r14 monoclonal rat anti-murine antibody to establish neutrophil depletion or control Immuoglobulin G antibody 24 hour before lipopolysaccharide challenge. At time 0, mice were intraperitoneally injected with lipopolysaccharide at 1,500 EU/g and sacrificed 8 hour later. Values are means +/- SD; n=8; *P <0.0001 by ANOVA with post hoc comparison of all groups using Bonferroni correction. 
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Fig. 2: Soluble E-selectin, soluble ICAM-1, and soluble VCAM-1 levels in plasma. 

A. Soluble cell adhesion molecules were measured in plasma of 3 months old (open circles ₀) and of 18 months old (black circles•) mice in control conditions and upon lipopolysaccharide administration.

B. Effects of polymorphonuclear cell depletion of soluble adhesion molecule expression in plasma of mice challenged by lipopolysaccharide. Mice were treated with anti-NIMP antibody 24 hour before lipopolysaccharide challenge to deplete polymorphonuclear cells or control Immunoglobulin G antibody that did not affect leukocyte count. At time 0, mice were intra peritoneally challenged with LPS at 1,500 EU/g BW and sacrificed 8 h later. Plasma was collected by aortic puncture whereafter solubles were assessed by Milliplex® Map kit as described in Materials and Methods. Values are means; *P <0.05 by ANOVA with post hoc comparison of all groups using Bonferroni correction. 

IgG= rat Immunoglobulin G; LPS= lipopolysacharide; NIMP = monoclonal rat anti-murine;  s-Esel= soluble E-selectin; sICAM-1=soluble ICAM-; sVCAM-1= soluble VCAM-1
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Fig. 3: TNF-α and IL-10 protein levels in plasma and mRNA expression of TNF-α and IL-10 in kidney after lipopolysaccharide treatment in young and old mice, prior and after PMN depletion.
TNF-α (A) and IL-10 (C) protein levels in plasma, and TNF-α (B) and IL-10 (G) messenger RNA expression levels in kidney of 3 months (open circles) and of 18 months (closed circles) old mice in control conditions and upon being subjected to lipopolysaccharide exposure. A subset of mice was treated with anti-NIMP antibody 24 hour before lipopolysaccharide injection to deplete polymorphoneuclear cells or control immunoglobulin antibody that did not affect polymorphonuclear count. At time 0, mice were intraperitoneally injected with lipopolysaccharide at 0.5 µg/g and sacrificed 8 hours later. Plasma was collected by aortic puncture where after TNF-α and IL-10 in plasma (A, C) was assessed by Milliplex® Map kit as described in ‘Supplemental Materials and Methods’. TNF-α and IL-10 messenger RNA levels in kidney (B, D) are relative to GAPDH as housekeeping gene and were determined by quantitative RT-PCR. 

Values are means; *P <0.05 by ANOVA with post hoc comparison of selected groups using Bonferroni correction.

IgG= rat IgG; LPS= lipopolysacharide; NIMP = monoclonal rat anti-murine;  s-Esel= soluble E-selectin; sICAM-1=soluble ICAM-; sVCAM-1= soluble VCAM-1
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