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Fig. S1a: Primer design for species confirmation.
Multalin (v 5.4.1; [42]) alignment 5´- 3´ of the COI gene of G. affinis (Gaf: JN026704.1) and G. holbrooki (Gho: JN026706.1). The primers are marked in bold and underlined, sequence differences in red. Primers were chosen to give maximum melting temperature differences between both species (Gaf: 66.0/68.0 °C, Gho: 60.4/67.4 °C). Alignment parameters: Symbol comparison table: blosum62, Gap weight: 12, Gap length weight: 2.
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Fig. S1b: Species-specific amplification COI primers.
[bookmark: _GoBack]PCR amplification of 327bp of the COI gene in G. affinis and G. holbrooki with Gaf primers (Gaf_F 66.0 °C, Gaf_R 68.0 °C) with a temperature gradient from 46-66 °C. Due to the huge differences in Tm of the chosen primer sequences between both species (Gho: 60.4/67.4 °C), there is hardly any product visible in G. holbrooki from 60 °C upwards. 1.5% agarose gel, 0.5%TBE, 5V/cm.
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1
CCTCTACNTA
CCTCTACNTA

51
GCCTACTCAT
GCCTACTGAT

101
GACCAGATCT
GACCAGATCT

151
TTTTATAGTT
TTTTATAGTT

CTATTTGGTG CTTGAGCTGG
CTATTTGGTG CTTGAGCTGG

CCGGGCCGAA CTCAGTCAGC
CCGGGCCGAA CTCAGTCAGC

ACAATGTAAT CGTTACAGCT
ACAATGTAAT CGTTACAGCT

ATACCCATCA TAATTGGAGG
ATACCCATCA TAATTGGAGG

201 Primer Gaf F

CCCTAATAAT

TGGTGCCCCC GACATGGCCT

CCCTAATAAT

251
AGCTTTTGAT
AGCTTTTGAT

301
GGTTGAAGCA
GGTTGAAGCA

351
GTAACCTAGC
GTAACCTAGC

401
CACCTAGCGG
CACCTAGCGG

451
CATTATTAAT
CATTATTAAT

501
TTGTGTGAGC

TGGTGCCCCA GACATAGCCT

TACTTCCCCC CTCATTTCTC
TACTTCCCCL CTCATTTCTC

GGGGCAGGAA CAGGCTGAAC
GGGGCAGGAA CAGGCTGAAC

CCATGCCGGA CCTTCTGTAG
ACATGCCGGA CCTTCTGTAG

GCATCTCCTC TATTCTGGGA
GCATCTCCTC TATTCTGGGA

ATAAAACCTC CCGCAGCCTC
ATAAAACCTC CCGCAGCCTC

Primer Gaf R
AGTCCTAATT ACAGCTGTCC

CATAGTTGGA
CATAGTTGGA

CAGGCACACT
CAGGCACACT

CATGCTTTTG
CATGCTTTTG

ATTTGGTAAC
GTTTGGTAAC

TTCCACGAAT
TTCCACGAAT

CTCCTCCTTG
CTCCTCOUT TG

TGTCTACCCC
TGTCTATCCC

ACTTAACCAT
ACCTAACCAT

GCTATTAATT
GCTATTAATT

CCAGTACCAA
CCAGTACCAA

TCCTTCTTCT

TTGTATGGGC

551
GTTCTTGCCG
GTTCTTGCCG

601
CACTTTCTTT
CACTTTCTTT

651
TG
TG

AGTCCTAATT ACAGCTGTAC

CAGGCATTAC AATACTTCTT
CAGGTATTAC TATACTTCTT

GATCCGGCGG GGGGCGGAGA
GATCCGACGG GGGGCGGAGA

TCCTECTTCT

ACAGATCGAA
ACAGATCGAA

CCCAATCCTC
CCCAATCCTC

50
ACAGCTCTGA
ACAGCTCTGA

100
TCTTGGAGAT
TCTTGGAGAC

150
TAATAATCTT
TAATAATCTT

200
TGACTAGTCC
TGACTAGTCC

250
AAACAACATA
AAACAACATA

300
CATCTTCTGG
CATCTTCTGG

350
CCTCTCGCAG
CCTCTTGCAG

400
CTTTTCCCTT
CTTTTCCCTT

450
TTATTACCAC
TTATTACCAC

500
ACACCATTGT
ACACCATTGT

550
TTCCCTTCCA
TTCCCTTCCA

600
ACCTAAACAC
ACCTAAACAC

650
TATCAACACC
TATCAACACC
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