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DNA was extracted with ammonium acetate and a 1 in 20 dilution was used in the PCR with 2.0 MgCl2.

The protocol used was Griffiths et al. 1998 with the P2/P8 primers.

The PCR reaction profile had to be adopted for this species.

94C for 2 minutes

followed by 40 cycles of:

94C for 45seconds

56.5C for 45 seconds

72C for 45 seconds

followed by 72C for 5 minutes

followed by 4C soak

Program is on the Tetrad 2 PCR machine, under main file called “P2P8-45s”

PCR products (female and male specific bands) could be resolved on 2% agarose gels stained with ethidium bromide.

Note

With the referenced (Griffiths et al. 1998) lower annealing temperature of 48C, the second amplified band which should be present in females failed to amplify clearly making it impossible to sex-type individuals.
