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Touchdown PCR protocol designed for the amplification of the

microsatellite markers developed for the blue duck

PCR amplifications were performed using the same protocol for all loci and resulted in similar PCR efficiencies. All reactions were
conducted in a final volume of 15 pL containing 0.4 uM each reverse and fluorescent dye—labeled M13 (-21) primer, 0.2 pM forward
primer with the M13 (-21) universal sequence added, 1x buffer,2 mM MgCl,, 0.2 mM each dNTP, 4mM tetramethylammonium chloride
(TMAC), 1 unit Taq polymerase and 25 ng DNA. PCR amplifications were done on a PTC 225 thermal cycler (M] Research, Waltham,
MA, USA) as follows: 94°C for 3 min; 38 cycles of 94°C for 15 s, annealing temperature T for 30 s (with T decreasing from 59°C to
53°C every two cycles, then 51°C for 4 cycles and 49°C for 26 cycles), and 72°C for 20 s; and a final extension of 72°C for 20 min.



