Procedures to assign flags and weights to microarray spot data

Spot data were flagged, using Microsoft Excel, with seven quality values (right column of the bellow table), where 1 means that all the quality controls were passed. The following table summarize the quality controls parameters, provided by the Feature Extraction software, that were taken into account, and the procedure to assign flags. The first ten parameters are boolean (full descriptions are provided in the Feature Extraction Manual from Agilent; n.c., not considered).
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The Grubb's test performed between the 8 spot data (duplicated spots in each array multiplied by four biological replicated arrays), led to detection of a number of outliers, indicated in the following table as percentage of the total of genes in each category.
	Flag
	% outliers

	1
	0.200%

	0.9
	9.804%

	0.8
	0.466%

	0.7
	0.553%

	0.6
	2.532%

	0.1
	2.211%

	0.05
	0.662%


These values served to obtain weigths for each spot data. A function was defined using the natural logarithms of the percentages of outliers of the best quality flag (1) and the worst quality flag (0.9), as the independent variable, and the weigths 1 and 0.1, respectively, as the dependent variable. With this function, spot weigths were calculated for the intermediate quality flags. Results are shown in the next table (red numbers are defined, and blue numbers are calculated).
	Flag
	% outliers
	Ln (% outliers)
	Weights

	1
	0.200%
	-6.2128
	1.00

	0.9
	9.804%
	-2.3224
	0.10

	0.8
	0.466%
	-5.3694
	0.80

	0.7
	0.553%
	-5.1976
	0.76

	0.6
	2.532%
	-3.6763
	0.41

	0.1
	2.211%
	-3.8118
	0.44

	0.05
	0.662%
	-5.0181
	0.72


Finally, all the spot data considered as outliers were not included in the analysis, since their weights were switched to 0 (0.26% of total spots).
