In vitro experiments with thioglycolate-elicited neutrophils and macrophages.

 For isolation of polymorphonuclear leukocytes (PMN), thioglycolate-induced peritoneal exudate was used as a source of recently extravasated PMN. Mice received an intraperitoneal injection of 1 ml of thioglycolate. Three hours later, the peritoneal exudate cells (PEC) were removed, washed once in RPMI 1640 medium supplemented with 5% FCS, and then incubated on a plastic surface for 1 h at 37°C in the same medium. The nonadherent cells were removed and shown to be >98% PMN based on nuclear morphology. For macrophage preparation, the peritoneal exudate was removed 4 days after the injection of thioglycolate. The PEC were incubated either in two-well chamber slides (for later immunohistochemical study) or in 24-well plates (for later RT-PCR) and infected at a multiplicity of infection (MOI) of 2 for GFP–HSV-1, and immunohistochemical staining for VEGF was conducted at 18 h p.i.

Preparation of peritoneal exudate PMN. 

Inflammation was induced by injecting 1 ml of 3% thioglycolate broth (BD) or 0.1 ml of uric acid solution into the peritoneal cavity of the mouse. The uric acid solution (noncrystalline form) was prepared by mixing with saline (10% [wt/vol]) and sonicated for 10 min. Immediately before inoculation, the milky white precipitated uric acid solution was shaken vigorously. Peritoneal exudate cells were harvested 4, 18, or 24 h after injection by two lavages of the peritoneal cavity with 5 ml of cold phosphate-buffered saline (PBS; total volume, 10 ml). Thioglycolate- and uric acid-induced peritoneal cells (TGPMN and UAPMN, respectively) were then washed by centrifugation at 200 × g for 10 min at 4°C, and hypotonic lysis was performed to eliminate red blood cells, regardless the presence of a red pellet. After centrifugation and an additional wash, the cells were resuspended in KRG. The numbers and populations of peritoneal exudate cells were determined by staining the nuclei with Türk reagent and by cytospin centrifugation followed by May-Grünwald-Giemsa staining, respectively. TG injection into the peritoneal cavity gave a yield of 1 to 2 × 107 cells/mouse depending on time of incubation (4 or 18 h) (Table 1). The purity of the thioglycolate-induced PMN was 88% 4 h postinjection and 65% after 18 h (Table 1). For uric acid-induced extravasation to the peritoneum, similar yields were achieved. The levels of purity of the uric acid-induced PMN were 95% and 78%, after 4 h and 24 h, respectively. The remaining cell population was composed of mononuclear cells. Due to their higher levels of purity, peritoneal exudate cells (TGPMN and UAPMN) collected 4 h postinjection were used in the following experiments. The levels of viability of both PMN populations were confirmed as being >95% by trypan blue exclusion.

