attCaada7 - attCereaz Synthetic cassettes
attCaadaz
top strand (ts) sequence:
5-TTATAACAATTCATTCAAGCCGACGCCGCTTCGCGGCGCGGCTTAATTCAAGCGTTAGAT
AGyps value of the most stable structure without constraint=-15.5 kcal/mol
AGys value of the most stable structure with constraints (recombinogenic)=-15.5 kcal/mol
attCys pfold value calculated with constrained vs. unconstrained folding= 0.30
The most stable structure is the recombinogenic one:

attCaadA7bS
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attCereaz

ts sequence: 5’-ATCTAACCTGCCAATCCACCGGACGGTTTTCAACCGCCGGTGATCAGCGCGTTATAC
AGys value of the most stable structure without constraints=-14.0 kcal/mol

AGys value of the most stable structure with constraints (recombinogenic)=-14.0 kcal/mol
attCyps pfold value calculated with constrained vs. unconstrained folding= 0.44

The most stable structure is the recombinogenic one:

attCereAzbS

attCaada7 - VCR126 Synthetic cassettes
attCaaga7

ts sequence: 5’-TTATAACAATTCATTCAAGCCGACGCCGCTTCGCGGCGCGGCTTAATTCAAGCGTTAGAT



AGyps value of the most stable structure without constraints= -15.5 kcal/mol

AGps value of the most stable structure with constraints (recombinogenic)= -15.5 kcal/mol
attCyps pfold value calculated with constrained vs. unconstrained folding= 0.30

The most stable structure is the recombinogenic one:

attCaadA7bS
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VCR126

ts sequence: 5'- ATCTAACAAACGCCTCAAGAGGGACTGTCAACGCGTGGCGTTTCCAGTCCCATTGAGCCG
CGGTGGTTGCTGTTGTTGTGTTTGAGTTTAGTGGTAGTGCGTTGTCAGCCCCTTAGGCGGGCGTTATAC

AGyps value of the most stable structure without constraints= -24.1 kcal/mol

AGys value of the most stable structure with constraints (recombinogenic)=-16.7 kcal/mol
attCys pfold value calculated with constrained vs. unconstrained folding= 1.04x107

The most stable structure is a non-recombinogenic one (improperly folded).

The recombinogenic structure is:

VCRlzebS
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VCR126+ - VCR126+ Synthetic cassettes

VCR 126+
ts sequence: 5’- TTATAACAAACGCCTCAAGAGGGACTGTCAACGCGTGGCGTTTCCAGTCCCATTGGCCGC

GGTGGTTGCTGTTGTTGTGTTTGAGTTTAGTGGTAGTGCGTTGTCAGCCCCTTAGGCGGGCGTTAGAT



AGyps value of the most stable structure without constraints= -20.4 kcal/mol

AGys value of the most stable structure with constraints (recombinogenic)=-16.7 kcal/mol
attCys pfold value calculated with constrained vs. unconstrained folding= 3.09x107

The most stable structure is a non-recombinogenic one (improperly folded).

The recombinogenic structure is:

VC R]_zs*bS

VCR 126+

ts sequence: 5’- ATCTAACAAACGCCTCAAGAGGGACTGTCAACGCGTGGCGTTTCCAGTCCCATTGAGCCG
CGGTGGTTGCTGTTGTTGTGTTTGAGTTTAGTGGTAGTGCGTTGTCAGCCCCTTAGGCGGGCGTTATTA

AGys value of the most stable structure without constraints=-24.1 kcal/mol

AGys value of the most stable structure with constraints (recombinogenic)=-16.7 kcal/mol
attCys pfold value calculated with constrained vs. unconstrained folding= 7.86x10°

The most stable structure is a non-recombinogenic one (improperly folded).

The recombinogenic structure is:

VCRlze**bS

VCR316-- VCRg4 Synthetic cassettes



VCR 6+

ts sequence: 5’- TTATAACAAACGGCTCAAGAGGGACTGTCAACGCGTGGCGTTTCCAGTCCCAAGAACTGC
GGCGTTTACGGTTGCTGTGTTTGAGTTTAGTGTTAATGCGTTGCCAGCCCCTTAGCCGGGCGTTAGAT

AGyps value of the most stable structure without constraints=-19.6 kcal/mol

AGys value of the most stable structure with constraints (recombinogenic)=-19.6 kcal/mol
attCyps pfold value calculated with constrained vs. unconstrained folding= 0.35

The most stable structure is the recombinogenic one:

VC Rle*bS

VCReg4

ts sequence: 5’- ATCTAACAAACGCCTTAAGAGGGACTGCCAACGCGTGGCATTTCCAGTCCCAATGAGCCG
TGGTGGTTACGGTTGTTGTGTTTGAGTTTCGTTGTTATGCGTTGTCAGCCCCTTAGGCGGGCGTTATTA

AGyps value of the most stable structure without constraints= -19.8 kcal/mol

AGps value of the most stable structure with constraints (recombinogenic)=-19.8 kcal/mol
attCys pfold value calculated with constrained vs. unconstrained folding= 0.24

The most stable structure is the recombinogenic one:

VCR54bS
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Structures were determined by the RNAfold program from the ViennaRNA 2 package
(Methods).



