Supplementary Figure legends.
Supplementary Figure 1. Comparison of derived overall fluorescence values and fluorescence profiles generated by sexing assay.
Screenshot from plate reader represents samples A1-A12 shown in Figure 3. Fluorescence measurements accumulated after 1, 5, 10 and 15 minutes are processed as described in text ([FAM tx-t10s]-[ROX tx-t10s]) and the derived overall fluorescence values plotted as histograms. It is clear that male and female samples can be discriminated after an incubation time as short as 5 minutes. For derived values, if [ROX tx – t10s] value is negative, sample is excluded from analysis (e.g. water ‘blank’, unreactive sample, empty well). 
Supplementary Figure 2. Typical fluorescence profiles and overall fluorescence signal generated by different quantities of female and male DNA. 
Five male and five female genomic DNA stocks were used to generate dilution series. Invader sexing reactions were performed on individual wells containing different DNA concentrations ranging from 32ng/well to 1ng/well. Screenshots show typical fluorescence profiles generated by the different quantities of female and male DNA. The profiles shown illustrate the typical fluorescence accumulated between 0 and 60 minutes.
Overall fluorescence signal for five male and five female samples at 20 minutes incubation was derived ([FAMt15-t10s]-[ROXt15-t10s]) and plotted against DNA quantity (n = 5; p < 0.005, error bars represent 1SD). It is clear that male and female samples can be discriminated using as little as 1ng of DNA. For derived values, if [ROX t15m – t10s] value is negative, sample is excluded from analysis (e.g. water ‘blank’, unreactive sample, empty well). 
Supplementary Table 1. Sex identification of crude lysate samples on the basis of derived fluorescence values.
[bookmark: _GoBack]Data collected at different incubation times from individual wells of 96-well plate, is processed as follows: FAM and ROX measurements are corrected for background readings at 10 seconds [tx-t10s], then ROX value is subtracted from FAM value ([FAM tx-t10s]-[ROX tx-t10s]). If the resulting value is positive, the sample is assigned as female; if the resulting value is negative, the samples is assigned as male. If [ROX tx – t10s] value is negative, sample is excluded (X) from analysis (e.g. water ‘blank’, unreactive sample, empty well).
