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Supplementary Information 2
Protocol for the sex-determination test via restriction enzyme Mfe1
PCR master mix for one sample:
· 5 μl GoTag DNA buffer (Promega)
· 0.5 μl dNTPS (Sigma Aldrich)
· 1 μl Tocc-CAPS-F
· 1 μl Tocc-CAPS-R
· 15 μl ddH2O
· 0.125 μl GoTag polymerase (Promega)
· 1 μl template DNA
PCR steps:
1. 95°C for 3 minutes
2. 95°C for 30 seconds
3. 54°C for 30 seconds
4. 72°C for 30 seconds
Repeat step 2. to 4. for 29 additional cycles.

Digestion master mix for one sample:
· 2.5 μl CutSmart buffer 10x (NEB)
· 16.5 μl ddH2O
· 1 μl Mfe1-HF 0.1x (NEB)
· 5 μl PCR product
Digestion:
37°C for 2 hours
Stop the digestion by adding 5 μl of loading dye 6x.

Gel electrophoresis:
2% LE agarose gel in 1x TAE buffer which is stained by GelRed. Let it run for at least 2 hours and 15 minutes at 50 Volts. Use a 100 bp ladder.


Protocol for the sex-determination test via sex-specific primers
PCR master mix for one sample:
· 5 μl GoTag DNA buffer (Promega)
· 0.5 μl dNTPS (Sigma Aldrich)
· 1 μl Tocc-female-F
· 1 μl Tocc-female-R
· 1 μl Tocc-male-F
· 1 μl Tocc-male-R
· 15 μl ddH2O
· 0.125 μl GoTag polymerase (Promega)
· 1 μl template DNA

PCR steps:
1. 95°C for 3 minutes
2. 95°C for 30 seconds
3. 54°C for 30 seconds
4. 72°C for 30 seconds
Repeat step 2. to 4. for 29 additional cycles.

Gel electrophoresis:
2% LE agarose gel in 1x TAE buffer which is stained by GelRed. Let it run for at least 2 hours and 15 minutes at 50 Volts. Use a 100 bp ladder.


