FACS analysis of Macrophage population in healthy and fatty liver

· Thoracic wall and peritonal cavity of sacrificed mice are opend and gastrointestinal organs are move tot he side. 
· The portal vein is opended with a little cut and liver is perfused with HANKS buffer I at 8 ml/min. To prefend pressure the inferior vena cava is opened.
· Perfuse the liver until no more blood is visible, then change to HANKS buffer II (HANKS buffer I with Collagenase and CaCl2)
· Digest the liver with almost 50 ml HANKS buffer I (ca. 5 min)
· Remove the liver, excise non-liver tissue and the gallbladder
· Place the liver in 10 ml DMEM (10% FCS)
· Dissociate the liver in a 10 cm- Petridish throughly with forceps and pipette
· Pass the saturated DMEM through a 70 µm cell striner attached to a 50 ml collection tube. 
· Wash the petri dish and remaining tissue with more DMEM and well mixing until cell solution reaches 50 ml.
· Gently mix the cell suspension by inverting the collection tube and then centrifuge at 54 xg for 2 min at 4 °C.
· Collect the supernatant in a clean 50 ml tube. Then centrifuge again at 54 xg for 2 min at 4°C. 
· Repeat the washing step two more times. 
· Centrifuge the supernatant at 300 xg for 10 min at 4°C. 
· Remove the supernatant, fill up to 50 ml with DMEM and centrifuge at 54 xg for 2 min at 4°C. 
· Collect the supernatant in a clean 50 ml collection tube and centrifuge at 54 xg for 2 min at 4°C 
· Repeat the precious step two additional times. 
· Centrifuge the supernatant at 300 xg for 10 min at 4°C. 
· Remove the supernatant and resuspend the non-parenchymal cell pellet in FACS buffer (PBS + 2%FCS) and use the cell suspension for FACS staining. 

FACS staining: 
· Cell suspension is transfered equally to FACS tube filled with 1 ml FACS buffer
· FACS tubes are centrifuged at 1500 rpm for 5 min at 4°C.
· Antibodys are diluted in FACS buffer. 100 µl antibody solution is transfered to the cells and mixed.
· Cells are stained 1h on ice for 1h. 
· Cells which have to permeabilized are treated with leucoperm before the staining and antibody staining occurs for 30 min at RT.
· Cells which needed secondary antibody are stained for 30 min on ice fort he first and second antibody. In between cells are washed with 3 ml FACS buffer and centrifuged at 1500 rpm for 5 min at 4°C. 
· After the staining cells are washed with 2 ml FACS buffer twice. 
· Cell pellet is resuspendend with FACS buffer in a suitable dilution for FACS analysis.

HANKS buffer I:
· NaCl 8,0 g
· KCl 0,4 g
· Hepes 3,57 g
· Na2HPO4x2H2O  0,06 g
· KH2PO4 0,06 g
· Ad 1L aqua bidest. pH 7,4

HANKS buffer II:
· 100 ml HANKS buffer I
· 7200 U Collagenase 
· 1 ml CaCl2 0,5 M
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