
Appendix C

Amplification Procedures

For DNA amplification we used the following master mixes [volumes calculated for 6 samples plus a negative and a positive control (49 µL)] and thermocycler protocols. 

COI: master mix - 303.8 µL water, 45 µL dNTP’s, 45 µL 10X buffer, 22.5 µL LCOI490 (forward primer, GGTCAACAAATCATAAAGATA, Folmer et al., 1994), 22.5 µL HCO2198 (reverse primer, TAAACTTCAGGGTGACCAAAAAATCA, Folmer et al., 1994) and 2.25 µL Taq polymerase (Takara Bio Inc., Japan); thermocycler protocol - start at 94 °C for 60 seconds, 5 cycles of denaturing (94 °C for 60 seconds), annealing (45 °C for 90 seconds), and extension (72 °C for 90 seconds), then 35 cycles of denaturing (94 °C for 60 seconds), annealing (50 °C for 90 seconds) and extension for 72 °C for 60 seconds) with a 5 minute final extension at 72 °C (Folmer et al. 1994, Hebert, Cywinska & Ball, 2003). 

EF1-a: master mix - 312.8 µL water, 36 µL dNTP’s, 45 µL 10X buffer, 22.5 µL DiploEF1aF (forward primer, GCCTGGGTTTTGGATAAACTTAAGGC, Sota and Tanabe, 2009), 22.5 µL DiploEF1aR3 (reverse, CCTCCAATCTTGTAAACGTC, Sota and Tanabe, 2009) and 2.25 µL Taq; thermocycler protocol - start at 94 °C for 120 seconds, 30 cycles of denaturing (94 °C for 20 seconds), annealing (50 °C for 20 seconds) and extension (72 °C for 45 seconds) with a 7 minute final extension at 72 °C (Sota and Tanabe, 2009). 

12S - 16S (3’ end): master mix - 290 µL water, 45 µL dNTP’s, 45 µL 10X buffer, 22.5 µL LR-J-APHE1 (forward primer, GTTTCACCTTCATACCAGC, Marek and Bond, 2006), 22.5 µL SR-N-145XXdip2 (reverse primer, GGACGTCAAGTCAAGGTGCAG, Marek and Bond, 2006), 13.5 µL DMSO and 2.25 µL Taq; thermocycler protocol - start at 95 °C for 120 seconds, then 29 cycles of denaturing (94 °C for 30 seconds), annealing (52 °C for 30 seconds) and extension (72 °C for 60 seconds) with a 2 minute final extension at 72 °C (Marek and Bond, 2006; 2007; Marek and Moore, 2015). 

[bookmark: _GoBack]12S - 16S (5’ end): master mix - 312.8 µL water, 45 µL dNTP’s, 45 µL 10X buffer, 11.25 µL LR-J-12887dip2 (forward primer, CCGGTCTGAACTCAGATCATGT, Marek and Bond, 2006), 11.25 µL SR-N-145XXdip2 (reverse primer, GGACGTCAAGTCAAGGTGCAG, Marek and Bond, 2006), 13.5 µL DMSO and 2.25 µL Taq; thermocycler protocol - Start at 95 °C for 120 seconds, then 29 cycles of denaturing (94 °C for 30 seconds), annealing (52 °C for 30 seconds) and extension (72 °C for 60 seconds) with a 2 minute final extension at 72 °C (Marek and Bond, 2006; 2007; Marek and Moore, 2015). 

28S: master mix - 299.3 µL water, 36 µL dNTP’s, 45 µL 10X buffer, 22.5 µL D1 (forward primer, GGGAGGAAAAGAAACTAAC, Marek and Moore, 2015; Lavrov, Boore and Brown, 2002; Hillis and Dixon, 1991), 22.5 µL D3 (reverse primer, GCATAGTTCACCATCTTTC, Marek and Moore, 2015; Lavrov, Boore and Brown, 2002; Hillis and Dixon, 1991), 13.5 µL DMSO and 2.25 µL Taq; thermocycler protocol - start at 94 °C for 120 seconds, then 35 cycles of denaturing (94 °C for 20 seconds), annealing (52 °C for 20 seconds) and extension (72 °C for 70 seconds) with a 5 minute final extension at 72 °C (Marek and Moore, 2015; Maddison and Anderson, 2016).
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