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Appendix to Methods: A measure for the concentration of a fluorescent marker in a population of FACS analyzed cells

 FACS analyses gives together with the scans  several characteristics of the distribution of cells in ranges, or the different quadrants (when more than one marker is used)  above or between set boundaries in fluorescence): a/ percentage (events, i.e.   cells with fluorescence(s) between the given limits); b/  Geo Mean,; c/ Median; etc. The fluorescence value is proportional to the amount/extent of, e.g., apoptosis or antibody reaction.  The background fluorescence (isotype control) is determined using samples where the main (first antibody, TdT enzyme in TUNEL, etc) reaction is omitted and only the secondary fluorescent label is present. Other boundaries (ranges) may also be set. GeoMean is the geometrical mean fluorescence of the distribution {CELL (I), Fluorescence (I), I=1,2…N}. GeoMean is a measure for a “typical” amount of the fluorescent marker [antigen or typical extent of apoptosis in the cell assembly], and is appropriate for skewed (not simple Gauss-ian) distributions.
  Geo Mean= [FL(1)*FL(2)*…*FL(N)]1/N  . It is comparable (in the same range) as the common Mean=[ΣFL(I)]/N; FL(I) - fluorescence of cell I.

By itself the Percentage[%] of cells assigned to a particular interval of fluorescence (e.g. as immuno-positive) may be misleading when the absolute level of fluorescence (proportional to the antigen content in the cell) is low – a high percentage doesn’t by itself means a lot of the antigen. The GeoMean gives a measure of the average content of the antigen per cell. But if the population of cells with fluorescence (e.g. antigen content) around the GeoMean value presents a small percentage of the whole than the total amount of positive cells will be low. Only if both percentage and GeoMean have considerable values can we speak of  a subpopulation of cells with high concentration of the marker (antigen, strand-breaks in the TUNEL assay, etc). So it is convenient to introduce a combined measure for the “typical”, “average” fluorescence for the cell population (with immunoreactive species within a given fluorescence range), which is proportional to the concentration of a particular protein (or extent of a particular reaction) in the cell. This can be done by multiplying the  [%positive cells] by the mean fluorescence [GeoMean] of these positive cells:

Product=[Percentage of cells (considered positive, i.e. with fluorescence above background)] * [Geo mean fluorescence of these positive cells – background fluorescence]

This product was used to plot the FACS results in the present study.

