Jan. 14, 2005

ISOLATION OF MOUSE PERITONEAL NEUTROPHILS
I.
Stimulation of neutrophil production with thioglycollate.

Dissolve 3 gm thioglycollate in 100 mL ddH2O and autoclave on liquid cycle for 20 min. Cool solution to ~50ºC. 
Hold the mouse by the base of its tail and by the skin around its shoulder blades and neck. Spray the abdomen with 70% ethanol. With a 23-gauge needle, inject 1 mL of 3% thioglycollate into the mouse’s peritoneum. The needle should penetrate about 1 cm into the peritoneum. This is usually done about 18 hrs before isolation of neutrophils on the next morning. 
II.
Isolation of peritoneal neutrophils.

Asphyxiate mouse with CO2: I wrap a ~5 cm x 5 cm chunk of dry ice with paper towels, place it inside a large P1000 pipet tip box, and then place the mouse inside the chamber. Asphixiation usually occurs in ~1 min.
Spray the abdomen with 70% ethanol. With a 23-gauge needle, inject 3 ml sterile PBS into the peritoneum and again, the needle should penetrate ~1 cm. Massage the abdomen for ~1 min. Cut away the skin layer over the abdomen. Cut through muscle layer about ~2 cm in length. With an 18-gauge cannula, withdraw as much peritoneal fluid as possible. Ideally, you should get ~2 ml fluid. Always try to avoid accidental suctioning of any intestinal epithelia into your collected ascites. Of course, always keep your ascites isolate on ice.
Pellet your cells @ 500g x 10 min @ 4ºC in preferably a swinging bucket rotor or SS34 rotor.

III.
Hypotonic lysis of red blood cells (RBCs).

Resuspend cell pellet in 1 mL ddH2O for no more than 20 sec!! Add 1 mL 2X 50 mM HEPES, pH 7.4/Hank’s buffered salt solution (HEPES-HBSS) and pellet cells as described above. Aspirate HEPES-HBSS and repeat hypotonic lysis until all RBCs are lysed. This may take 2-4 repetitions depending on how many RBCs are in your prep. 
IV.
Remove macrophages.

After your last spin, resuspend neutrophils in 25 mM HEPES, pH 7.4/10% FBS/DMEM (w/o NaHCO3!). Pipet 10 L onto hemacytometer and count cells. 
Pipet cells into either 60-mm or 35-mm dishes and incubate at 37ºC for 1 hr (not in 5% CO2!). Macrophages will strongly adhere to cell culture dishes while neutrophils remain in suspension. Collect your suspended cells and wash off plates twice with medium. Combine washes with suspended cells and centrifuge as described above. 

Resuspend cells in HEPES/FBS/DMEM and count cells.

