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A PCR reaction prior to sequencing was performed using Seq7 and Seq8 primers in a 50µl reaction volume consisting of 0.25µl each of 100µM forward and reverse primers, 2µl template DNA, 24µl NEB Q5 Hot Start High-Fidelity Master Mix, and 23.5µl deionized water. PCR was done with a Bio-Rad PCR machine, programmed for 30s initial denaturation at 98°C with 35 cycles of 10s denaturation at 98°C, 30s annealing at 65°, 20s extension at 72°C, and 2min final extension at 72°C. PCR products were verified by gel electrophoresis at 140V on a 2% agarose gel in 1X TBE buffer with a 1kb ladder. The gel was stained for 5 min in 1X gel red, destained for 5 min in TBE buffer, and visualized using a Bio-Rad transilluminator.


