Primers for Isothermal assembly and mutant verification of asRNA_0067
	Template
	Product (bp)
	Primers

	pDS132.
	5142 

	pDS132-Iso.F: 5’ CATGTGGAATTCCCATGTCAGCCGTTAAG
pDS132-Iso.R: 5’-  GATCCTTTTTAACCCATCACATATACCTGCCG

	pDS132
	asRNA_0067: 922

	pDS132.F 5’-TGATGGGTTAAAAAGGATCG-3’
pDS132b.R 5’-AACAAGCCAGGGATGTAACG-3'

	Intergenic region virB1-virB2
(Fragment 1)
	441
	pDS132-RNA2_0067-Iso.UF:

5’-ATAGTGAACGGCAGGTATATGTGATGGGTTAAAAAGGATCGCAACCGATGCGCCGCCAGGG 
RNA2_0067-Iso.UR:
[bookmark: _GoBack]5’-GATTTGTCTTGCTGACTGCATTTCGGCAC


	asRNA_0067
(Fragment 2)
	481

	RNA2_0067-Iso.DF:
5’- CCAGCCGACTTGTGCCGAAATGCAGTCAGCAAGACAAATCAGGAATAAAGATCATGAAAACCGCTTCCC
RNA2_0067- pDS132-Iso.DR:
5’-ACACAGGAACACTTAACGGCTGACATGGGAATTCCACATGTGGATCGCCGCGATAACCTGC

	pDS132 with asRNA_0067
fragment

	922 with both inserts
134 without insert
	pDS132.F
 5’-TGATGGGTTAAAAAGGATCG-3’
pDS132b.R 
5’-AACAAGCCAGGGATGTAACG-3'

	asRNA_0067 
mutatant verification 

	881 bp in the mutant
957 bp in the WT

	pDS132-RNA2_0067-Iso.UF:
5’-ATAGTGAACGGCAGGTATATGTGATGGGTTAAAAAGGATCGCAACCGATGCGCCGCCAGGG
RNA2_0067- pDS132-Iso.DR:
5’-ACACAGGAACACTTAACGGCTGACATGGGAATTCCACATGTGGATCGCCGCGATAACCTGC





Primers for Isothermal assembly and mutant verification of RNA_0069
	Template
	Product (bp)
	Primers

	BAB2_0069 Fragment 1
	467
	pDS132-RNA2_0069-Iso.UF: 
5’-ATAGTGAACGGCAGGTATATGTGATGGGTTAAAAAGGATCGGAATGGCAGCAAATCGGCCTCGTGC
RNA2_0069-Iso.UR:
5’-TCAGCGCCGACGCAGGACGGA

	RNA2_0069 Fragment 2
	399
	RNA2_0069-Iso.DF:
5’TCCGAGCAAGGAAGTCCTTTCCGTCCTGCGTCGGCGCTGAGATGTCTGCCAATTATGTAGAGCGAT
RNA2_0069-pDS132-Iso.DR:
5’-ACACAGGAACACTTAACGGCTGACATGGGAATTCCACATGCAGAGAATGGACGATTATTATGATAGCCT

	pDS132 with the fragment RNA_0069

	866 with both inserts
121 without insert.
	pDS132.F
 5’-TGATGGGTTAAAAAGGATCG-3’
pDS132b.R 
5’-aacaagccagggatgtaacg-3'


	RNA_0069 mutant verification
	917 bp in the mutant
992 bp in the WT
	pDS132-RNA2_0067-Iso.UF:
5’-ATAGTGAACGGCAGGTATATGTGATGGGTTAAAAAGGATCGCAACCGATGCGCCGCCAGGG
RNA2_0067- pDS132-Iso.DR:
5’-ACACAGGAACACTTAACGGCTGACATGGGAATTCCACATGTGGATCGCCGCGATAACCTGC



