Human Neutrophil Isolation

· Incubate RPMI/FBS
 in 37C water bath (located in fridge next to Adriana’s bench).

· Pour blood into a 50 ml tube (venous blood containing ~10 U of Na-heparin per 1 ml of blood). Check that blood is mixed.

· Pipette 1/2 volume Dextran T500 (3% solution)
 into the tube without producing bubbles (put pipetter on slow dial).  Mix gently.  (e.g. If 10 ml blood, then 5 ml Dextran)

· Wait 20 minutes for sedimentation.

· In a separate 50 ml tube put 25 ml Ficoll Paque Plus.

· Remove the upper layer (containing WBC) with a pipette and put into a clean 50 ml tube.

· Add enough RPMI/FBS to the WBC to total 20 ml.  Mix well.

· Carefully and slowly syringe (use 18G w/30 ml syringe) the WBC as a layer over the Ficoll Paque Plus.

· Centrifuge for 20 min at room temp (23C), 1000 x g, and the brake off!! Counterweigh exactly.
· Turn the small centrifuge to 4C so it can begin to cool (centrifuge next to radioactive work hood).

· Granulocytes are on the bottom of the tube.  Aspirate out the top layers (leave pellet) in cell culture room.

· Wash and mix granulocytes by adding 20-50 ml of PBS/FBS/EDTA.
  (The PBS/FBS/EDTA must be chilled on ice. Keep it in fridge until use).

· Centrifuge for 10 min at 4C and 300 x g.  The brake can be on.

· Suck out top layers.

· Resuspend cells in enough PBS/FBS/EDTA to total 200-250 (l, gently mix, then transfer to a small 1.5 ml tube.

· Add 40-50 (l of microbeads
 (in TT fridge, MACS CD15)

· Mix well and put in fridge for 15 min.

· Set up the columnv on the magnet with a disposal tube beneath.

· Pour some PBS/FBS/EDTA into a flask and place under the hood for wash use.

· Wash cells by filling 1.5 ml (containing cells and beads) tube with PBS/FBS/EDTA.

· Centrifuge for 10 min at 4C, 300 x g.

· Wash the column with 500 (l of PBS/FBS/EDTA. Don’t let column get/run dry – watch!

· Resuspend centrifuged cell pellet in enough PBS/FBS/EDTA to total 1 ml.

· Pipette the resuspended cell pellet into the column. 

· Rinse with 3 x 500 (l of PBS/FBS/EDTA or until starts running clear.  

· Remove column from separator.  

· Add another 1000 (l of PBS/FBS/EDTA and flush out with the plunger provided into a new 15 ml Eppendorf tube.

· Immediately add 4-5 ml of RPMI/FBS.

· Transfer to 24-well plate, 500 (l per well.




� RPMI with 10%FBS. 


� 3g Dextran 500 + 100 ml PBS


� PBS x 1 containing 0.5% FBS, 2mM EDTA 


� MACS CD15 


vSeparation column 25MS – Miltenyi Biotec, Order number 430-042-201





