Immunostaining

Cells were fixed in 1% paraformaldehyde  for 30 minutes at 4°C, washed, then permeabilized with the saponin 0,1% for 30 minutes at 4°C. Staining was performed using optimal concentrations of monoclonal antibodies to CD1-FITC and CD2-PE. After two washes, cells were analyzed by a Flow cytometry. For each antibody, negative staining levels were set by comparison with an isotype-matched control sample. 

Fluorescence-activated cell scanning analysis (Flow cytometry)

Cells were analyzed by a FACScan cytometer (Becton Dickinson, Mountain View, CA) equipped with a 15 mW argon ion laser tuned at 488 nm. The emitted fluorescence was split as follows: FL1 530 ± 15 nm -- green, FL2 585 ± 21 nm -- orange, and FL3 >650 nm -- red.

Cells were analyzed by a dual-laser FACSCalibur cytometer (Becton Dickinson, Mountain View, CA) equipped with a 15 mW argon ion laser tuned at 488 nm and 15 mW 635 nm red-diode laser. The emitted fluorescence was split as follows: FL1 530 ± 15 nm -- green, FL2 585 ± 21 nm -- orange, FL3 >670 nm – red and FL4 661± 8 nm – far-red

Forward and side scatter signals were used to establish the live gate to exclude debris and cell clumps. A minimum of 10,000 gated evens by sample were acquired. The fluorescences of FITC and PE were collected respectively in green and orange channels with logarithmic amplifiers. An electronic compensation  was used to correct spectral overlap between the fluorescences. Fluorescence gates were set so that more than 95% of cells labeled with the appropriate isotype-matched control Mab fell in the negative region. All cells above this gate were regarded as positive.

The fluorescence of 7-AAD was collected in red channel on a linear scale. A second live gate was set using the FL3-A and FL3-W parameters of the doublet discrimination module (DDM), allowing single cell measurements. Fluorescence intensity distribution was analyzed with the CellQuest software. 

The percentages of cells in different phases of cell cycle were calculated by ModFit software (Verity Software House, Topsham, ME).
