Supplementary File S5.

Details of 10 primer-pairs used in the study and the thermal profile used for the polymerase chain reactions (PCR) 

In order to facilitate high throughput PCR and sequencing, a universal Forward or Reverse primer was attached to each degenerate primer (F or R, respectively). These nondegenerate, nonhomologous 5' tails were then used to sequence all PCR products regardless of which genes have been PCRed, sidestepping traditional gene specific sequencing primer design and/or cloning of PCR products followed by sequencing.

Universal primer tails (used for sequencing)

T7Promoter(F) 5' TAA TAC GAC TCA CTA TAG GG 3'

T3(R) 5' ATT AAC CCT CAC TAA AG 3'

The following primers have the universal primers (in bold) attached to them:

Arginine Kinase (596 bp)
ArginineF 5' TAA TAC GAC TCA CTA TAG GGT nAC yGA rkC CCA rTA yAA G 3'

ArginineR 5' ATT AAC CCT CAC TAA AGT TGA TsA GyT CrG CGA TG 3'

CAD (850 bp)

This was best done in two pieces using CAD743nF/CADmidR and CADmidF/CAD1028R, each yielding ca. 450 bp. The full sequence length is 850 bp.

CAD743nF 5' TAA TAC GAC TCA CTA TAG GGG GNG TNA CNA CNG CNT GYT TYG ARC C 3'

CAD1028R 5' ATT AAC CCT CAC TAA AGT TRT TNG GNA RYT GNC CNC CCA T 3'

CADmidF 5' TAA TAC GAC TCA CTA TAG GGk gga tty tcn gay aaa caa atn gc 3'

CADmidR 5' ATT AAC CCT CAC TAA AGc att cwg ckg cwa ctg tat c 3'

COI (1487 bp)
Sequenced in two fragments. 

First half:

HybLCO 5' TAA TAC GAC TCA CTA TAG GGG GTC AAC AAA TCA TAA AGA TAT TGG 3'

HybHCO 5' ATT AAC CCT CAC TAA AGT AAA CTT CAG GGT GAC CAA AAA ATC A 3'

Second half:

HybJerry 5' TAA TAC GAC TCA CTA TAG GGC AAC AYT TAT TTT GAT TTT TTG G 3'

HybPat 5' ATT AAC CCT CAC TAA AGA TCC ATT ACA TAT AAT CTG CCA TA 3'

EF-1α (1240 bp)

Sequenced in two fragments, 

First half:

HybStarsky 5' TAA TAC GAC TCA CTA TAG GGC ACA TYA ACA TTG TCG TSA TYG G 3'

HybMonicaR 5' ATT AAC CCT CAC TAA AGC ATR TTG TCK CCG TGC CAr CC 3'

Second half:

HybAlF 5' TAA TAC GAC TCA CTA TAG GGG AGG AAA TYA ARA ArG AAG 3'

HybEFrcM4 5' ATT AAC CCT CAC TAA AGA CAG CVA CKG TYT GYC TCA TRT C 3'

Occasionally needs to be done in three fragments, Starsky/Luke, Cho/Verdi and EF51.9/EFrcM4

HybLuke 5' ATT AAC CCT CAC TAA AGC ATR TTG TCK CCG TGC CAK CC 3'

HybCho 5' TAA TAC GAC TCA CTA TAG GGG TCA CCA TCA TYG ACG C 3'

HybVerdi 5' ATT AAC CCT CAC TAA AGG ACA CCA GTT TCI ACT CTG CC 3'

HybEF51.9 5' TAA TAC GAC TCA CTA TAG GGC ARG ACG TAT ACA AAA TCG G 3'

GAPDH (691 bp)

HybFrigga 5' TAA TAC GAC TCA CTA TAG GGa arg ctg grg ctg aat atg t 3'

HybBurre 5' ATT AAC CCT CAC TAA AGg wtt gaa tgt act tga tra grt c 3'

MDH (733 bp) 

The most successful combination for good quality samples was:

HybMDHF 5' TAA TAC GAC TCA CTA TAG GGG AYA TNG CNC CNA TGA TGG GNG T 3'

MDHmidR 5' ATT AAC CCT CAC TAA AGa ayt gng trg atg art grt tnc c 3'

For the full product we used HybMDHF/HybMDHR, or two above and the two below for degraded DNA

MDHmidF 5' TAA TAC GAC TCA CTA TAG GGg cnc cnt cwa tnc cna aag a 3'

HybMDHR 5' ATT AAC CCT CAC TAA AGA GNC CYT CNA CDA TYT TCC AYT T 3'

IDH (710 bp)

IDHdeg27F 5' TAA TAC GAC TCA CTA TAG GGG GWG AYG ARA TGA CNA GRA THA THT GG 3'

IDHdegR 5' ATT AAC CCT CAC TAA AGT TYT TRC AIG CCC ANA CRA ANC CNC C 3'

RpS2 (411 bp) 

RpS2_nF 5' TAA TAC GAC TCA CTA TAG GGA TCw CGy GGT GGy GAT AGA G 3'

RpS2_nR 5' ATT AAC CCT CAC TAA AGA TGr GGC TTk CCr ATC TTG T 3'

RpS5 (617)

HybrpS5degF 5' TAA TAC GAC TCA CTA TAG GGa tgg cng arg ara ayt gga ayg a 3'

HybrpS5degR 5' ATT AAC CCT CAC TAA AGc ggt trg ayt trg caa cac g 3'

Wingless (412)

HybLepWG1 5' TAA TAC GAC TCA CTA TAG GGG ART GYA ART GYC AYG GYA TGT CTG G 3'

HybLepWG2 5' ATT AAC CCT CAC TAA AGA CTI CGC ARC ACC ART GGA ATG TRC A 3'

PCR Mixture 

We used dNTPs from Fermentas in a concentration of 10mM. We pipetted aliquots of the stock dNTP solution into small microcentrifuge tubes filled with ca. 100 µl of dNTPs. We did not reduce the concentration of the dNTPs (e.g. by adding water). The aliquots were stored in the freezer until needed for the PCR reactions. Our PCRs were always run in a volume of 20 µl using the recipe below.

	Reagent
	Volume

	dH2O
	12.5 µl

	10x buffer
	2.0 µl

	MgCl2
	2.0 µl

	Primer 1
	1.0 µl

	Primer 2
	1.0 µl

	dNTP
	0.4 µl

	AmpliTaq Gold polymerase
	0.1 µl

	DNA extract
	1.0 µl

	For a total of
	20.0 µl


PCR cycling profile for COI, wingless and EF-1α primer pairs Al/EFrcM4, Cho/Verdi and EF51.9/EFrcM4:
· 95°C for 5 min

· 40 cycles of:

· 94°C for 30 sec

· 50°C for 30 sec

· 72°C for 1 min 30 sec

· A final extension period of 72°C for 10 min.

PCR cycling profile for all other primer pairs:
· 95°C for 5 min

· 40 cycles of:

· 94°C for 30 sec

· 55°C for 30 sec

· 72°C for 1 min 30 sec

· A final extension period of 72°C for 10 min.

