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Fig. S1: KSRP mice show no differences concerning cell frequency and surface activation markers. Cells were isolated 

from the bone marrow and differentiated with 10 ng/ml M-CSF to BMDM or directly isolated from the different organs 

and unstimulaed (w/o) or stimulated (1 µg/µl LPS, 6h) used for flow cytometic staining. Analysis of Bone marrow-derived 

macrophages (BMDM) (A), Peritoneal macrophages (B), splenic macrophages (C) and liver macrophages (D) concerning 

macrophage freuqnecy and activation marker expression. and liver macrophages (D) concerning macrophage frequency 

and activation marker expression. Cells were stained for flow cytometric analysis as described earlier (Bednarczyk M et 

al., 2022.). To this regard, cells were incubated with FITC-conjugated anti-CD86 (GL-1) and anti-MHCII (M5/114.15.2), 

PerCP-eFluor710-conjugated anti-CD80 (16-10A1), APC-conjugated anti-F4/80 (BM8), eFluor450-conjugated anti-CD86 

(GL-1), Super Bright 700-conjugated anti-CD11b (M1/70), PE-conjugated anti-CD80 (16-10A1) and PE-eFluor 610-
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conjugated anti-MHCII (M5/114.15.2). Antibodies were purchased from BD Biosciences (Franklin Lakes, NJ, USA), Thermo 

Fisher (Scientific, Waltham, MA, USA) or BioLegend (San Diego, CA, USA). 
 
 

 
Fig. S2: KSRP BMDM show no differences concerning metabolic activity under basal conditons (A) and in response to 

LPS stimulation (B). Bone marrow progenitor cells were isolated from KSRP WT and KO mice and differentiated with M-

CSF for 7 days to generate bone marrow-derived macrophages (BMDM). Seahorse Cell Mito Stress assays were performed 

according to the manufacturer’s protocol and specifications for a Seahorse XFp Analyzer (Agilent, Santa Clara, CA, USA). 

In brief, the day before the assay, BMDM were plated at 30,000 cells per well in standard cell culture medium in Seahorse 

XFp Cell Culture Miniplates (Agilent, #103025-100). The following day, medium was exchanged for Seahorse assay 

medium consisting of XF RPMI (Seahorse XF RPMI medium, Agilent, #103576-100) supplemented with 1 mM pyruvate 

(Agilent, #103578-100), 2 mM glutamine (Agilent, #103579-100), and 10 mM glucose (Agilent, #103577-100). Cells were 

treated with 1 µg/µl LPS incubated for 6 h in a 37 °C 10% CO2 incubator. Meanwhile, Seahorse sensor cartridges (Seahorse 

XFp FluxPak, Agilent, #103022-100) were loaded with 1.5 µM oligomycin, 1.0 µM FCCP, and 0.5 µM rotenone/antimycin 

A (Seahorse XFp Cell Mito Stress Test Kit, Agilent, #103010-100). Plates were placed into a Seahorse XFp Analyzer and the 

program “Seahorse XF Mito Stress Test” was ran.  

 
 

 
Fig. S3: Unstimulated BMDMs (WT and KSRP-/-, each n=3) were subjected to RNA-seq analysis. Shown is a heatmap 

representation of the top 10 significantly downpregulated (left panel) and significantly upregulated (right panel) genes in 

WT versus KSRP-/- BMDM (hierarchical clustering). The color legend denotes the level of gene expression (low: blue; high: 

red).  



Int. J. Mol. Sci. 2024, 24, x FOR PEER REVIEW 3 of 3 
 

 

 


