[bookmark: _GoBack]Additional file 5. Alignment of sequenced fragments of the pilot experiment. The number 1 over the alignment indicates position 1 for reference of mutations found.




Alignment F5*R5 – scaffold 20 

                                                            1                       
Bethune - F5*R5 scaffold 20    (1) CCGGTGTCTTCATTGTTGCGTCTTTCTCCGTCATGGTATTAGTCATGAAT
Macbeth - F5*R5 scaffold 20    (1) CCGGTGTCTTCATTGTTGCGTCTTTCTCCGTCATGGTATTAGTCATGAAT


                                   	 30			             65 		 Bethune - F5*R5 scaffold 20   (51) TTACTACTTTTTTCACTGCACATTCCATGACATAATCTGATTCTAACTGC
Macbeth - F5*R5 scaffold 20   (51) TTACCACTTTTTTCACTGCACATTCCATGACATAATCTGCTTCTAACTGC


                                                                               
Bethune - F5*R5 scaffold 20  (101) ATCGTTTTGTTAGAGTTTCTGGCTCGGATGGATTGTTAAATCATGGCCAC
Macbeth - F5*R5 scaffold 20  (101) ATCGTTTTGTTAGAGTTTCTGGCTCGGATGGATTGTTAAATCATGGCCAC


                                                                               
Bethune - F5*R5 scaffold 20  (151) TATTTTGGGCTCTCTTCATCAGTTTTGTCCTTGGCACTGCCTATTCAATC
Macbeth - F5*R5 scaffold 20  (151) TATTTTGGGCTCTCTTCATCAGTTTTGTCCTTGGCACTGCCTATTCAATC


                                                                          
Bethune - F5*R5 scaffold 20  (201) AATGTAAGTTCAGTTCGGCTCTATGTTCTTTCCGCAACCTGG---
Macbeth - F5*R5 scaffold 20  (201) AATGTAAGTTTTGTTCGGCTCTATGTTCTTTCCGCAACCTGGCTG



Alignment F13*R13 – scaffold 411

                                                                             1        
Bethune - F13*R13 scaffold 411    (1) ----GAGAAAAGCAAGACCAACCCCAATTCCTTCGTTAAGGAAACATACT
Macbeth - F13*R13 scaffold 411    (1) GTTAGAGAAAGGCAAGACCAACCCCAATTCCTTCGTTAAGGAAACATACT


                                                                                   
Bethune - F13*R13 scaffold 411   (47) GGTCCTCTTCGCTGGTCATAAACGGTACACGGACCGATCCATCATTCAGT
Macbeth - F13*R13 scaffold 411   (51) GGTCCTCTTCGCTGGTCATAAACGGTACACGGACCGATCCATCATTCAGT


                                                                                  
Bethune - F13*R13 scaffold 411   (97) AGGTGAAAATCATAGCGTTTAGTTGCCGATGCATCGAAATTCTGGTTCCA
Macbeth - F13*R13 scaffold 411  (101) AGGTGAAAATCATAGCGTTTAGTTGCCGATGCATCGAAATTCTGGTTCCA


                                             120                                     
Bethune - F13*R13 scaffold 411  (147) AACTCCTTCGAAGAAGAGCGCATTAGCGTAAATTAGCGGTGTTAAGTTGT
Macbeth - F13*R13 scaffold 411  (151) AACTCCTTCGAAGAAGAGCGCATTAGCGTAAATTAGCGGTGTTAAGTTGT


                                                                                  
Bethune - F13*R13 scaffold 411  (197) TAACTGCCCCTCGAGGAACAATTTCCTCTACGATTCCGTTCGTCCGTCTA
Macbeth - F13*R13 scaffold 411  (201) TAACTGCCCCTCGAGGAACAATTTCCTCTACGATTCCGTTCGTCCGTCTA









Alignment F23*R25 – scaffold 900 

                                                                                     
Bethune - F23*R25 scaffold 900    (1) GCCGACCTACTGTTCGTGGTATAATTTTCTAACTAGAAAACATTTTCATC
Macbeth - F23*R25 scaffold 900    (1) GCCGACCTACTGTTCGTGGTATAATTTTCTAACTAGAAAACATTTTCATC 


                                                                                   
Bethune - F23*R25 scaffold 900   (51) CAAAAAAATTCATAATCTTTCTGTTAATCGATGTTGATGGAAATATCAAT
Macbeth - F23*R25 scaffold 900   (51) CAAAAAAATTCATAATCTTCCTGTTAATCGATGTTGATGGAAATATCAAT


                                                       1                         28 
Bethune - F23*R25 scaffold 900  (101) TATTCTCAGGATAGTCCGGTTGCTACAGGATTCAGCTACGTGGAGGACGA
Macbeth - F23*R25 scaffold 900  (101) TATTCTCAGGATAGTCCGGTTGCTACAGGATTCAGCTACGTGGAAGACGA


                                                                                  
Bethune - F23*R25 scaffold 900  (151) ATCGTTGGTAGTTAGAACCGACTACGAGTCAGCAACTGATTTAACTACCT
Macbeth - F23*R25 scaffold 900  (151) ATCGTTGGTAGTTAGAACCGACTACGAGTCAGCAACTGATTTAACTACCT


                                                                          121        
Bethune - F23*R25 scaffold 900  (201) TGTTGAAGGCATTGTACAATGACAATGATGCCCTCCAGAAGAGCCCTCTC
Macbeth - F23*R25 scaffold 900  (201) TGTTGAAGGCATTGTACAATGACAATGATGCCCTCCAAAAGAGCCCTCTC


                                                                                  
Bethune - F23*R25 scaffold 900  (251) TATATCTTTGCCGAGTCTTATGGAGGAAAATTTGCTGTCACCCTTGGAGT
Macbeth - F23*R25 scaffold 900  (251) TATATCTTTGCCGAGTCTTATGGAGGAAAATTTGCTGTCACCCTTGGAGT


                                                                                  
Bethune - F23*R25 scaffold 900  (301) TACCGCAGTTAAAGCCATCGAAGCAGGAGAGTTAAGGCTCCAACTCGGAG
Macbeth - F23*R25 scaffold 900  (301) TACCGCAGTTAAAGCCATCGAAGCAGGAGAGTTAAGGCTCCAACTCGGAG


                                      
Bethune - F23*R25 scaffold 900  (351) GTTAAGAAA
Macbeth - F23*R25 scaffold 900  (351) GTTAAGAAA



Primers of the amplicons used for Ion torrent: black bar
Primers used for sequencing: red bar
Expected mutations: black outline
Unreferenced mutations: red outline


