Details of primers and PCRs

Table S1. Primers for CYTB and CR

Marker Position Primer sequences 5’-3’ Reference

CYTB Forw-14159 TCATCATCATTCTCACATGGAATC Meadows et
Rev-15298 CTCCTTCTCTGGTTTACAAGACCAG 21 [1]

CR Forw-15400 ACACCCAAAGCTGAAGTTCTAC Géspardy
Rev-16087 GTTGGTTTCACGCGGCATGGT etal-[2]
Forw-15983 AACTGCTTGACCGTACATAGTA Hiendleder
Rev-592 AGAAGGGTATAAAGCACCGCC etal- 3]

A primer pair designed for the cytochrome b coding region (14,159—
15,298) after Meadows et al. [1] consisted of CYTB-F 5-
GTCATCATCATTCTCACATGGAATC-3 "and CYTB-R 5'-
CTCCTTCTCTGGTTTA CAAGACCAG-3 and applied following the
amplification protocol presented here: an initial cycle of 94°C for 30 s, 6
cycles of 30 s at 94°C, 30 s at 54°C, 45 s at 72°C, 6 cycles of 30 s at 94°C, 30
s at 53°C, 45 s at 72°C, 21 cycles of 30 s at 94°C, 30 s at 52°C, 45 s at 72°C;
and a final extension step 72°C for 7 min.

Two primer pairs were applied to amplify the sequence of control
region: a first pair for the beginning of the region as described by
Gaspardy et al. [2] and a second pair as described by Hiendleder et al. [3].

First, the following amplification protocol was used for the newly
designed primers (MtOA_F15400 5-ACACCCAAAGCTGAAGTTCTAC-
3" and MtOA_R16087 5-GTTGGTTTCACGCGGCATGGT-3'): an initial
cycle of 94°C for 20 s, followed by 34 cycles of 94°C for 30 s, 62°C for 30's,
72°C 45 s, and a final extension step 72°C for 7 min. The expected PCR
product size was 688 bp. The second amplification protocol was used as
follows (MtOA_F15983 5-AACTGCTTGACCGTACATAGTA-3" and
MtOA_R592 5-AGAAGGGTATAAAGCACCGCC-3'): an initial cycle of
94°C for 30 s, 6 cycles of 30 s at 94°C, 30 s at 54°C, 45 s at 72°C, 6 cycles of
30sat94°C, 30 s at 53°C, 45 s at 72°C, 21 cycles of 30 s at 94°C, 30 s at 52°C,
45 s at 72°C; and a final extension step 72°C for 7 min. Aligned and
trimmed CR sequences corresponded to positions 15437-16616 on the
reference sequence (AF010406 [3]).

Table S2. Composition of the PCR mixture.

Reagent

Amount

DreamTaq™ Green PCR Master Mix
Primer mix (forward and reverse)

DNA

BSA (Bovine Serum Albumin)

PCR grade water

5ul

1-1 pd (10 uM)

1-10 pl (approx. 10 ng/ul)
1ul (20 mg/ml)

to volume

Total volume

25 ul
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