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>pLELVd (2050 bp)
CGATGCTTCTTTGAGCGAACGATCAAAAATAAGTGCCTTCCCATCAAAAAAATATTCTCAACATAAAAAACTTTG
TGTAATACTTGTAACGCTGCCCCATAGGGTGGTGTGTGCCACCCCTGATGAGACCGAAAGGTCGAAATGGGGTTT
CGCCATGGGTCGGGACTTTAAATTCGGAGGATTCGTCCTTTAAACGTTCCTCCAAGAGTCCCTTCCCCAAACCCT
TACTTTGTAAGTGTGGTTCGGCGAATGTACCGTTTCGTCCTTTCGGACTCATCAGGGAAAGTACACACTTTCCGA
CGGTGGGTTCGTCGACACCTCTCCCCCTCCCAGGTACTATCCCCTTTCAAGGATGTGTTCCCTAGGAGGGTGGGT
GTACCTCTTTTGGATTGCTCCGGCCTTCCAGGAGAGATAGAGGACGACCTCTCCCCATAGGGTGGTGTGTGCCAC
CCCTGATGAGACCGAAAGGTCGAAATGGGGGAAATCATCCTTAGCGAAAGCTAAGGATTTTTTTTATCTGAAATG
CGTTGCTGGCGTTTTTCCATAGGCTCCGCCCCCCTGACGAGCATCACAAAAATCGACGCTCAAGTCAGAGGTGGC
GAAACCCGACAGGACTATAAAGATACCAGGCGTTTCCCCCTGGAAGCTCCCTCGTGCGCTCTCCTGTTCCGACCC
TGCCGCTTACCGGATACCTGTCCGCCTTTCTCCCTTCGGGAAGCGTGGCGCTTTCTCATAGCTCACGCTGTAGGT
ATCTCAGTTCGGTGTAGGTCGTTCGCTCCAAGCTGGGCTGTGTGCACGAACCCCCCGTTCAGCCCGALCCGCTGCG
CCTTATCCGGTAACTATCGTCTTGAGTCCAACCCGGTAAGACACGACTTATCGCCACTGGCAGCAGCCACTGGTA
ACAGGATTAGCAGAGCGAGGTATGTAGGCGGTGCTACAGAGTTCTTGAAGTGGTGGCCTAACTACGGCT (A”MA
GAAGGACAGTATTTGGTATCTGCGCTCTGCTGAAGCCAGTTACCTTCGGAAAAAGAGTTGGTAGCTCTTGATC
GCAAACAAACCACCGCTGGTAGCGGTGGTTTTTTTGTTTGCAAGCAGCAGATTACGCGCAGAAAAAAAGGATC T(
AAGAAGATCCTTTTTACCAATGCTTAATCAGTGAGGCACCTATCTCAGCGATCTGTCTATTTCGTTCATCCATAG
TTGCCTGACTCCCCGTCGTGTAGATAACTACGATACGGGAGGGCTTACCATCTGGCCCCAGTGCTGCAATGATAC
CGCGAGAGCCACGCTCACCGGCTCCAGATTTATCAGCAATAAACCAGCCAGCCGGAAGGGCCGAGCGCAGAAGTG
GTCCTGCAACTTTATCCGCCTCCATCCAGTCTATTAATTGTTGCCGGGAAGCTAGAGTAAGTAGTTCGCCAGTTA
ATAGTTTGCGCAACGTTGTTGCCATTGCTACAGGCATCGTGGTGTCACGCTCGTCGTTTGGTATGGCTTCATTCA
GCTCCGGTTCCCAACGATCAAGGCGAGTTACATGATCCCCCATGTTGTGCAAAAAAGCGGTTAGCTCCTTCGGTC
CTCCGATCGTTGTCAGAAGTAAGTTGGCCGCAGTGTTATCACTCATGGTTATGGCAGCACTGCATAATTCTCTTA
CTGTCATGCCATCCGTAAGATGCTTTTCTGTGACTGGTGAGTACTCAACCAAGTCATTCTGAGAATAGTGTATGC
GGCGACCGAGTTGCTCTTGCCCGGCGTCAATACGGGATAATACCGCGCCACATAGCAGAACTTTAAAAGTGCTCA
TCATTGGAAAACGTTCTTCGGGGCGAAAACTCTCAAGGATCTTACCGCTGTTGAGATCCAGTTCGATGTAACCCA
CTCGTGCACCCAACTGATCTTCAGCATCTTTTACTTTCACCAGCGTTTCTGGGTGAGCAAAAACAGGAAGGCAAA
ATGCCGCAAAAAAGGGAATAAGGGCGACACGGAAATGTTGAATACTCATACTCTTCCTTTTTCAATATTATTGAA
GCATTTATCAGGGTTATTGTCTCAT

In red, E. coli murein lipoprotein promoter. In bold, ELVVd cDNA (C327 to G46 of AJ536613),
with the repeated hammerhead ribozyme domain highlighted in yellow, and their self-cleavage
sites underlined. In fuchsia, E. coli ribosomal rrnC terminator. In gray, pUC replication origin.
Highlighted in light grey, ampicillin resistance gene (in reverse orientation), with the promoter
highlighted in dark gray).
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>pLELVd-BZB (2574 bp)
CGATGCTTCTTTGAGCGAACGATCAAAAATAAGTGCCTTCCCATCAAAAAAATATTCTCAACATAAARAACTTTG
TGTAATACTTGTAACGCTGCCCCATAGGGTGGTGTGTGCCACCCCTGATGAGACCGAAAGGTCGAAATGGGGTTT
CGCCATGGGTCGGGACTTTAAATTCGGAGGATTCGTCCTTTAAACGTTCCTCCAAGAGTCCCTTCCCCAAACCCT
TACTTTGTAAGTGTGGTTCGGCGAATGTACCGTTTCGTCCTTTCGGACTCATCAGGGAAAGTACACACTTTCCGA
CGGTGGGTTCGTCGACACCTCTCCCCCTCCCAGGTACTATCCCCTTC( [ERJSpNS - CCCALAGCGGECAGTGAGC
GCAACGCAATTAATGTGAGTTAGCTCACTCATTAGGCACCCCAGGCTTTACACTTTATGCTTCCGGCTCGTATGT
TGTGTGGAATTGTGAGCGGATAACAATTTCACACAGGAAACAGCTATGACCATGATTACGCCAAGCGCGCAATTA
ACCCTCACTAAAGGGAACAAAAGCTGGGTACCGGGCCCCCCCTCGAGGTCGACGGTATCGATAAGCTTGATATCG
AATTCCTGCAGCCCGGGGGATCCACTAGTTCTAGAGCGGCCGCCACCGCGGTGGAGCTCCAATTCGCCCTATAGT
GAGTCGTATTACGCGCGCTCACTGGCCGTCGTTTTACAACGTCGTGACTGGGAAAACCCTGGCGTTACCCAACTT
AATCGCCTTGCAGCACATCCCCCTTTCGCCAGCTGGCGTAATAGCGAAGAGGCCCGCACCGATCGCCCTTCCCAA
CAGTTGCCCAGCCTGAATCGCCAATGECACGCEGEC NGNS - C TCAAGGATGTGTTCCCTAGGAGGGTGGGTG
TACCTCTTTTGGATTGCTCCGGCCTTCCAGGAGAGATAGAGGACGACCTCTCCCCATAGGGTGGTGTGTGCCACC
CCTGATGAGACCGAAAGGTCGAAATGGGGGCAAATCATCCTTAGCGAAAGCTAAGCGATTTTTTTTATCTGAAATGC
GTTGCTGGCGTTTTTCCATAGGCTCCGCCCCCCTGACGAGCATCACAAAAATCGACGCTCAAGTCAGAGGTGGCG
AAACCCGACAGGACTATAAAGATACCAGGCGTTTCCCCCTGGAAGCTCCCTCGTGCGCTCTCCTGTTCCGACCCT
GCCGCTTACCGGATACCTGTCCGCCTTTCTCCCTTCGGGAAGCGTGGCGCTTTCTCATAGCTCACGCTGTAGGTA
TCTCAGTTCGGTGTAGGTCGTTCGCTCCAAGCTGGGCTGTGTGCACGAACCCCCCGTTCAGCCCGACCGCTGCGC
CTTATCCGGTAACTATCGTCTTGAGTCCAACCCGGTAAGACACGACTTATCGCCACTGGCAGCAGCCACTGGTAA
CAGGATTAGCAGAGCGAGGTATGTAGGCGGTGCTACAGAGTTCTTGAAGTGGTGGCCTAACTACGGCTACACTAG
AAGGACAGTATTTGGTATCTGCGCTCTGCTGAAGCCAGTTACCTTCGGAAARAAGAGTTGGTAGCTCTTGATCCGG
CAAACAAACCACCGCTGGTAGCGGTGGTTTTTTTGTTTGCAAGCAGCAGATTACGCGCAGAAAAAAAGGATCTCA
AGAAGATCCTTTTTACCAATGCTTAATCAGTGAGGCACCTATCTCAGCGATCTGTCTATTTCGTTCATCCATAGT
TGCCTGACTCCCCGTCGTGTAGATAACTACGATACGGGAGGGCTTACCATCTGGCCCCAGTGCTGCAATGATACC
GCGAGAGCCACGCTCACCGGCTCCAGATTTATCAGCAATAAACCAGCCAGCCGGAAGGGCCGAGCGCAGAAGTGG
TCCTGCAACTTTATCCGCCTCCATCCAGTCTATTAATTGTTGCCGGGAAGCTAGAGTAAGTAGTTCGCCAGTTAA
TAGTTTGCGCAACGTTGTTGCCATTGCTACAGGCATCGTGGTGTCACGCTCGTCGTTTGGTATGGCTTCATTCAG
CTCCGGTTCCCAACGATCAAGGCGAGTTACATGATCCCCCATGTTGTGCAAAAAAGCGGTTAGCTCCTTCGGTCC
TCCGATCGTTGTCAGAAGTAAGTTGGCCGCAGTGTTATCACTCATGGT TATGGCAGCACTGCATAATTCTCTTAC
TGTCATGCCATCCGTAAGATGCTTTTCTGTGACTGGTGAGTACTCAACCAAGTCATTCTGAGAATAGTGTATGCG
GCGACCGAGTTGCTCTTGCCCGGCGTCAATACGGGATAATACCGCGCCACATAGCAGAACTTTAAAAGTGCTCAT
CATTGGAAAACGTTCTTCGGGGCGAAAACTCTCAAGGATCTTACCGCTGTTGAGATCCAGTTCGATGTAACCCAC
TCGTGCACCCAACTGATCTTCAGCATCTTTTACTTTCACCAGCGTTTCTGGGTGAGCAAAAACAGGAAGGCAAAA
TGCCGCAAAARAGGGAATAAGGGCGACACGGAAATGTTGAATACTCATACTCTTCCTTTTTCAATATTATTGAAG
CATTTATCAGGGTTATTGTCTCAT

In red, E. coli murein lipoprotein promoter. In bold, (C327 to G46 of AJ536613), with the
repeated hammerhead ribozyme domain highlighted in yellow, and their self-cleavage sites
underlined. In blue cDNA coding for LacZ gene inserted between T245 and T246 of ELVd
cDNA. _ recognition sites for type-1IS restriction enzyme Bpil, with
the cleavage sites in underlined bold. In fuchsia, E. coli ribosomal rrnC terminator. In gray,
pUC replication origin. Highlighted in light grey, ampicillin resistance gene (in reverse
orientation), with the promoter highlighted in dark gray).

>pLPP (1916 bp)

CGATGCTTCTTTGAGCGAACGATCAAAAATAAGTGCCTTCCCATCAAAAAAATATTCTCAACATAAAAAACTTTG
TGTAATACTTGTAACGCTGGGAGACCGCGGCAGGAAACAGCTATGACCATGATTACGCCAAGCGCGCAATTAACC
CTCACTAAAGGGAACAAAAGCTGGGTACCGGGCCCCCCCTCGAGGTCGACGGTATCGATAAGCTTGATATCGAAT
TCCTGCAGCCCGGGGGATCCACTAGTTCTAGAGCGGCCGCCACCGCGGTGGAGCTCCAATTCGCCCTATAGTGAG
TCGTATTACGCGCGCTCACTGGCCGTCGTTTTACAGGCGGGTCTCGGAAATCATCCTTAGCGAAAGCTAAGGATT
TTTTTTATCTGAAAT




TTACCAATGCTTAATCAGTGAGGCACCTATCTCAGCGATCTGTCTA
TTTCGTTCATCCATAGTTGCCTGACTCCCCGTCGTGTAGATAACTACGATACGGGAGGGCTTACCATCTGGCCCC
AGTGCTGCAATGATACCGCGAGAGCCACGCTCACCGGCTCCAGATTTATCAGCAATAAACCAGCCAGCCGGAAGG
GCCGAGCGCAGAAGTGGTCCTGCAACTTTATCCGCCTCCATCCAGTCTATTAATTGTTGCCGGGAAGCTAGAGTA
AGTAGTTCGCCAGTTAATAGTTTGCGCAACGTTGTTGCCATTGCTACAGGCATCGTGGTGTCACGCTCGTCGTTT
GGTATGGCTTCATTCAGCTCCGGTTCCCAACGATCAAGGCGAGTTACATGATCCCCCATGTTGTGCAAAAAAGCG
GTTAGCTCCTTCGGTCCTCCGATCGTTGTCAGAAGTAAGTTGGCCGCAGTGTTATCACTCATGGTTATGGCAGCA
CTGCATAATTCTCTTACTGTCATGCCATCCGTAAGATGCTTTTCTGTGACTGGTGAGTACTCAACCAAGTCATTC
TGAGAATAGTGTATGCGGCGACCGAGTTGCTCTTGCCCGGCGTCAATACGGGATAATACCGCGCCACATAGCAGA
ACTTTAAAAGTGCTCATCATTGGAAAACGTTCTTCGGGGCGAAAACTCTCAAGGATCTTACCGCTGTTGAGATCC
AGTTCGATGTAACCCACTCGTGCACCCAACTGATCTTCAGCATCTTTTACTTTCACCAGCGTTTCTGGGTGAGCA
AAAACAGGAAGGCAAAATGCCGCAAAAAAGGGAATAAGGGCGACACGGAAATGTTGAATACTCATACTCTTCCTT
TTTCAATATTATTGAAGCATTTATCAGGGTTATTGTCTCAT

In red, E. coli murein lipoprotein promoter. In bold blue, polylinker with double recognition
sites for the type I1S enzyme Bsal (highlighted in yellow, with the cleavage sites underlined)
separating the polylinker from the plasmid pBSIIKS + (in reverse, in blue italics). In fuchsia,
E. coli ribosomal rrnC terminator. In gray, pUC replication origin. Highlighted in light grey,
ampicillin resistance gene (in reverse orientation), with the promoter highlighted in dark gray).

>pLELVd-DvSSJ1l (2649 bp)

CGATGCTTCTTTGAGCGAACGATCAAAAATAAGTGCCTTCCCATCAAAAAAATATTCTCAACATAAAAAACTTTG
TGTAATACTTGTAACGCTGCCCCATAGGGTGGTGTGTGCCACCCCTGATGAGACCGAAAGGTCGAAATGGGGTTT
CGCCATGGGTCGGGACTTTAAATTCGGAGGATTCGTCCTTTAAACGTTCCTCCAAGAGTCCCTTCCCCAAACCCT
TACTTTGTAAGTGTGGTTCGGCGAATGTACCGTTTCGTCCTTTCGGACTCATCAGGGAAAGTACACACTTTCCGA

CGGTGGGTTCGTCGACACCTCTCCCCCTCCCAGGTACTATCCCCTT
TGACTCTCTAAATAGCAATA

TTTACCTTTGGAGGGAAAAGTTATCAGGCATGCACCTGGTAGCTAGTCTTTAAACCAATAGATTGCATCGGTTTA
AAAGGCAAGACCGTCAAATTGCGGGAAAGGGGTCAACAGCCGTTCAGTACCAAGTCTCAGGGGAAACTTTGAGAT
GGCCTTGCAAAGGGTATGGTAATAAGCTGACGGACATGGTCCTAACCACGCAGCCAAGTCCTAAGTCAACAGATC
TTCTGTTGATATGGATGCAGTTCACAGACTAAATGTCGGTCGGGGAAGATGTATTCTTCTCATAAGATATAGTCG
GACCTCTCCTTAATGGGAGCTAGCGGATGAAGTGATGCAACACTGGAGCCGCTGGGAACTAATTTGTATGCGAAA

GTATATTGATTAGTTTTGGAGTACTCGTAAGGTAGC
TCAAGGATGTGTTCCCTAGGAGGGTGGGTGT

ACCTCTTTTGGATTGCTCCGGCCTTCCAGGAGAGATAGAGGACGACCTCTCCCCATAGGGTGGTGTGTGCCACCC
CTGATGAGACCGAAAGGTCGAAATGGGGCAAATCATCCTTAGCGAAAGCTAAGGATTTTTTTTATCTGAAATGCG
TTGCTGGCGTTTTTCCATAGGCTCCGCCCCCCTGACGAGCATCACAAAAATCGACGCTCAAGTCAGAGGTGGCGA
AACCCGACAGGACTATAAAGATACCAGGCGTTTCCCCCTGGAAGCTCCCTCGTGCGCTCTCCTGTTCCGACCCTG
CCGCTTACCGGATACCTGTCCGCCTTTCTCCCTTCGGGAAGCGTGGCGCTTTCTCATAGCTCACGCTGTAGGTAT
CTCAGTTCGGTGTAGGTCGTTCGCTCCAAGCTGGGCTGTGTGCACGAACCCCCCGTTCAGCCCGACCGLCTGCGCC
TTATCCGGTAACTATCGTCTTGAGTCCAACCCGGTAAGACACGACTTATCGCCACTGGCAGCAGCCACTGGTAAC
AGGATTAGCAGAGCGAGGTATGTAGGCGGTGCTACAGAGTTCTTGAAGTGGTGGCCTAACTACGGCTACACTAGA
AGGACAGTATTTGGTATCTGCGCTCTGCTGAAGCCAGTTACCTTCGGAAAAAGAGTTGGTAGCTCTTGATCCGGC
AAACAAACCACCGCTGGTAGCGGTGGTTTTTTTGTTTGCAAGCAGCAGATTACGCGCAGAAAAAAAGGATCTCAA
GAAGATCCTTTTTACCAATGCTTAATCAGTGAGGCACCTATCTCAGCGATCTGTCTATTTCGTTCATCCATAGTT
GCCTGACTCCCCGTCGTGTAGATAACTACGATACGGGAGGGCTTACCATCTGGCCCCAGTGCTGCAATGATACCG
CGAGAGCCACGCTCACCGGCTCCAGATTTATCAGCAATAAACCAGCCAGCCGGAAGGGCCGAGCGCAGAAGTGGT
CCTGCAACTTTATCCGCCTCCATCCAGTCTATTAATTGTTGCCGGGAAGCTAGAGTAAGTAGTTCGCCAGTTAAT
AGTTTGCGCAACGTTGTTGCCATTGCTACAGGCATCGTGGTGTCACGCTCGTCGTTTGGTATGGCTTCATTCAGC
TCCGGTTCCCAACGATCAAGGCGAGTTACATGATCCCCCATGTTGTGCAAAAAAGCGGTTAGCTCCTTCGGTCCT
CCGATCGTTGTCAGAAGTAAGTTGGCCGCAGTGTTATCACTCATGGTTATGGCAGCACTGCATAATTCTCTTACT
GTCATGCCATCCGTAAGATGCTTTTCTGTGACTGGTGAGTACTCAACCAAGTCATTCTGAGAATAGTGTATGCGG
CGACCGAGTTGCTCTTGCCCGGCGTCAATACGGGATAATACCGCGCCACATAGCAGAACTTTAAAAGTGCTCATC
ATTGGAAAACGTTCTTCGGGGCGAAAACTCTCAAGGATCTTACCGCTGTTGAGATCCAGTTCGATGTAACCCACT
CGTGCACCCAACTGATCTTCAGCATCTTTTACTTTCACCAGCGTTTCTGGGTGAGCAAAAACAGGAAGGCAAAAT
GCCGCAAAAAAGGGAATAAGGGCGACACGGAAATGTTGAATACTCATACTCTTCCTTTTTCAATATTATTGAAGC
ATTTATCAGGGTTATTGTCTCAT



In red, E. coli murein lipoprotein promoter. In bold, (C327 to G46 of AJ536613), with the
repeated hammerhead ribozyme domain highlighted in yellow, and their self-cleavage sites
underlined. Highlighted'in green, inverted repeat of an 83 nt fragment of the DvSSJ1 gene
inserted between T245 and T246 of ELVd cDNA. In green, between the two copies of the
DvSSJ1 gene, the cDNA of the group-1 Tetrahymena termophila 26S rRNA intron, with the 10
nt of both flanking exons underlined. In fuchsia, E. coli ribosomal rrnC terminator. In gray,
pUC replication origin. Highlighted in light grey, ampicillin resistance gene (in reverse
orientation), with the promoter highlighted in dark gray).

>pPLELVAPIE-DvSSJ1 (3080 bp)
CGATGCTTCTTTGAGCGAACGATCAAAAATAAGTGCCTTCCCATCAAAAAAATATTCTCAACATAAAAAACTTTG
TGTAATACTTGTAACGCTGCCCCATAGGGTGGTGTGTGCCACCCCTGATGAGACCGAAAGGTCGAAATGGGGTTT
CGCCATGGGTCGGGACTTTAAATTCGGAGGATTCGTCCTTTAAACGTTCCTCCAAGAGTCCCTTCCCCAAACCCT
TACTTTGTAAGTGTGGTTCGGCGAATGTACCGTTTCGTCCTTTCGGACTCATCAGGGAAAGTACACACTTTCCGA
CGGTGGGTTCGTCGACACCTCTCCCCCTCCCAGGTACTATCCCCTT T TCTGT TCATATCCATGCAGT TCACAGA
CTAAATGTCGGTCGGGGAAGATGTATTCTTCTCATAAGATATAGTCGGACCTCTCCTTAATGGGAGCTAGCGGAT
GAAGTGATGCAACACTGGAGCCGCTGGGAACTAATTTGTATGCGAAAGTATATTGATTAGTTTTGGAGTACTCGT

AAGGTAGC—
ATGACTCTCTAAATAGCAATATTTACCTTTGGAGGGAAAAGTTATCAGGCATGCACCTG

GTAGCTAGTCTTTAAACCAATAGATTGCATCGGTTTAAAAGGCAAGACCGTCAAATTGCGGGAAAGGGGTCAACA
GCCGTTCAGTACCAAGTCTCAGGGGAAACTTTGAGATGGCCTTGCAAAGGGTATGGTAATAAGCTGACGGACATG

GTCCTAACCACGCAGCCAAGTCCTAAGTCAACAGATCTTCTGTTGATATGGATGCAGTTCACAGACTAAATGTCG
GTCGGGGAAGATGTATTCTTCTCATAAGATATAGTCGGACCTCTCCTTAATGGGAGCTAGCGGATGAAGTGATGC
AACACTGGAGCCGCTGGGAACTAATTTGTATGCGAAAGTATATTGATTAGTTTTGGAGTACTCGTAAGGTAGC

ATGACTCTCTAAATAGCAATATTTACCTTTGGAGGGAAAAGTTATCAGGCATGCACCTGGTAGCTAGTC
TTTAAACCAATAGATTGCATCGGTTTAAAAGGCAAGACCGTCAAATTGCGGGAAAGGGGTCAACAGCCGTTCAGT
ACCAAGTCTCAGGGGAAACTTTGAGATGGCCTTGCAAAGGGTATGGTAATAAGCTGACGGACATGGTCCTAACCA
CCCAGCCAAGTCCTAAGTCAACAGATTCAAGGATGTGTTCCCTAGGAGGGTGGGTGTACCTCTTTTGGATTGCTC
CGGCCTTCCAGGAGAGATAGAGGACGACCTCTCCCCATAGGGTGGTGTGTGCCACCCCTGATGAGACCGAAAGGT
CGAAATGGGGGAAATCATCCTTAGCGAAAGCTAAGGATTTTTTTTATCTGAAATGCGTTGCTGGCGTTTTTCCAT
AGGCTCCGCCCCCCTGACGAGCATCACAAAAATCGACGCTCAAGTCAGAGGTGGCGAAACCCGACAGGACTATAA
AGATACCAGGCGTTTCCCCCTGGAAGCTCCCTCGTGCGCTCTCCTGTTCCGACCCTGCCGCTTACCGGATACCTG
TCCGCCTTTCTCCCTTCGGGAAGCGTGGCGCTTTCTCATAGCTCACGCTGTAGGTATCTCAGTTCGGTGTAGGTC
GTTCGCTCCAAGCTGGGCTGTGTGCACGAACCCCCCGTTCAGCCCGACCGCTGCGCCTTATCCGGTAACTATCGT
CTTGAGTCCAACCCGGTAAGACACGACTTATCGCCACTGGCAGCAGCCACTGGTAACAGGATTAGCAGAGCGAGG
TATGTAGGCGGTGCTACAGAGTTCTTGAAGTGGTGGCCTAACTACGGCTACACTAGAAGGACAGTATTTGGTATC
TGCGCTCTGCTGAAGCCAGTTACCTTCGGAAAAAGAGTTGGTAGCTCTTGATCCGGCAAACAAACCACCGCTGGT
AGCGGTGGTTTTTTTGTTTGCAAGCAGCAGATTACGCGCAGAAAAAAAGGATCTCAAGAAGATCCTTTTTACCAA
TGCTTAATCAGTGAGGCACCTATCTCAGCGATCTGTCTATTTCGTTCATCCATAGTTGCCTGACTCCCCGTCGTG
TAGATAACTACGATACGGGAGGGCTTACCATCTGGCCCCAGTGCTGCAATGATACCGCGAGAGCCACGCTCACCG
GCTCCAGATTTATCAGCAATAAACCAGCCAGCCGGAAGGGCCGAGCGCAGAAGTGGTCCTGCAACTTTATCCGCC
TCCATCCAGTCTATTAATTGTTGCCGGGAAGCTAGAGTAAGTAGTTCGCCAGTTAATAGTTTGCGCAACGTTGTT
GCCATTGCTACAGGCATCGTGGTGTCACGCTCGTCGTTTGGTATGGCTTCATTCAGCTCCGGTTCCCAACGATCA
AGGCGAGTTACATGATCCCCCATGTTGTGCAAAAAAGCGGTTAGCTCCTTCGGTCCTCCGATCGTTGTCAGAAGT
AAGTTGGCCGCAGTGTTATCACTCATGGTTATGGCAGCACTGCATAATTCTCTTACTGTCATGCCATCCGTAAGA
TGCTTTTCTGTGACTGGTGAGTACTCAACCAAGTCATTCTGAGAATAGTGTATGCGGCGACCGAGTTGCTCTTGC
CCGGCGTCAATACGGGATAATACCGCGCCACATAGCAGAACTTTAAAAGTGCTCATCATTGGAAAACGTTCTTCG
GGGCGAAAACTCTCAAGGATCTTACCGCTGTTGAGATCCAGTTCGATGTAACCCACTCGTGCACCCAACTGATCT
TCAGCATCTTTTACTTTCACCAGCGTTTCTGGGTGAGCAAAAACAGGAAGGCAAAATGCCGCAAAAAAGGGAATA
AGGGCGACACGGAAATGTTGAATACTCATACTCTTCCTTTTTCAATATTATTGAAGCATTTATCAGGGTTATTGT
CTCAT

In red, E. coli murein lipoprotein promoter. In bold, (C327 to G46 of AJ536613), with the
repeated hammerhead ribozyme domain highlighted in yellow, and their self-cleavage sites
underlined. In orange, inserted between T245 and T246 of ELVVd cDNA, group-1 Tetrahymena
termophila 26S rRNA intron with intron-exon permutation between T235 and C236; 10 nt of
both flanking exons underlined. Highlighted'in green, inverted repeat of an 83-nt fragment of
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the DvSSJ1 gene. In green, non-permutated sequence of the same intron, with the 10 nt of both
flanking exons underlined. In fuchsia, E. coli ribosomal rrnC terminator. In gray, puC
replication origin. Highlighted in light grey, ampicillin resistance gene (in reverse orientation),
with the promoter highlighted in dark gray).

>pLPIE-DvSSJ1 (2694 bp)

CGATGCTTCTTTGAGCGAACGATCAAAAATAAGTGCCTTCCCATCAAAAAAATATTCTCAACATAAAAAACTTTG
TGTAATACTTGTAACGCTGCTTCTGTTGATATGGATGCAGTTCACAGACTAAATGTCGGTCGGGGAAGATGTATT
CTTCTCATAAGATATAGTCGGACCTCTCCTTAATGGGAGCTAGCGGATGAAGTGATGCAACACTGGAGCCGCTGG

GAACTAATTTGTATGCGAAAGTATATTGATTAGTTTTGGAGTACTCGTAAGGTAGC
TGACTCTCTA

AATAGCAATATTTACCTTTGGAGGGAAAAGTTATCAGGCATGCACCTGGTAGCTAGTCTTTAAACCAATAGATTG
CATCGGTTTAAAAGGCAAGACCGTCAAATTGCGGGAAAGGGGTCAACAGCCGTTCAGTACCAAGTCTCAGGGGAA
ACTTTGAGATGGCCTTGCAAAGGGTATGGTAATAAGCTGACGGACATGGTCCTAACCACGCAGCCAAGTCCTAAG
TCAACAGATCTTCTGTTGATATGGATGCAGTTCACAGACTAAATGTCGGTCGGGGAAGATGTATTCTTCTCATAA
GATATAGTCGGACCTCTCCTTAATGGGAGCTAGCGGATGAAGTGATGCAACACTGGAGCCGCTGGGAACTAATTT

GTATGCGAAAGTATATTGATTAGTTTTGGAGTACTCGTAAGGTAGC
TGACTCTCTAAATAGCAATA

TTTACCTTTGGAGGGAAAAGTTATCAGGCATGCACCTGGTAGCTAGTCTTTAAACCAATAGATTGCATCGGTTTA
AAAGGCAAGACCGTCAAATTGCGGGAAAGGGGTCAACAGCCGTTCAGTACCAAGTCTCAGGGGAAACTTTGAGAT
GGCCTTGCAAAGGGTATGGTAATAAGCTGACGGACATGGTCCTAACCACGCAGCCAAGTCCTAAGTCAACAGATG
AAATCATCCTTAGCGAAAGCTAAGGATTTTTTTTATCTGAAATGCGTTGCTGGCGTTTTTCCATAGGCTCCGCCC
CCCTGACGAGCATCACAAAAATCGACGCTCAAGTCAGAGGTGGCGAAACCCGACAGGACTATAAAGATACCAGGC
GTTTCCCCCTGGAAGCTCCCTCGTGCGCTCTCCTGTTCCGACCCTGCCGCTTACCGGATACCTGTCCGCCTTTCT
CCCTTCGGGAAGCGTGGCGCTTTCTCATAGCTCACGCTGTAGGTATCTCAGTTCGGTGTAGGTCGTTCGCTCCAA
GCTGGGCTGTGTGCACGAACCCCCCGTTCAGCCCGACCGCTGCGCCTTATCCGGTAACTATCGTCTTGAGTCCAA
CCCGGTAAGACACGACTTATCGCCACTGGCAGCAGCCACTGGTAACAGGATTAGCAGAGCGAGGTATGTAGGCGG
TGCTACAGAGTTCTTGAAGTGGTGGCCTAACTACGGCTACACTAGAAGGACAGTATTTGGTATCTGCGCTCTGCT
GAAGCCAGTTACCTTCGGAAAAAGAGTTGGTAGCTCTTGATCCGGCAAACAAACCACCGCTGGTAGCGGTGGTTT
TTTTGTTTGCAAGCAGCAGATTACGCGCAGAAAAAAAGGATCTCAAGAAGATCCTTTTTACCAATGCTTAATCAG
TGAGGCACCTATCTCAGCGATCTGTCTATTTCGTTCATCCATAGTTGCCTGACTCCCCGTCGTGTAGATAACTAC
GATACGGGAGGGCTTACCATCTGGCCCCAGTGCTGCAATGATACCGCGAGAGCCACGCTCACCGGCTCCAGATTT
ATCAGCAATAAACCAGCCAGCCGGAAGGGCCGAGCGCAGAAGTGGTCCTGCAACTTTATCCGCCTCCATCCAGTC
TATTAATTGTTGCCGGGAAGCTAGAGTAAGTAGTTCGCCAGTTAATAGTTTGCGCAACGTTGTTGCCATTGCTAC
AGGCATCGTGGTGTCACGCTCGTCGTTTGGTATGGCTTCATTCAGCTCCGGTTCCCAACGATCAAGGCGAGTTAC
ATGATCCCCCATGTTGTGCAAAAAAGCGGTTAGCTCCTTCGGTCCTCCGATCGTTGTCAGAAGTAAGTTGGCCGC
AGTGTTATCACTCATGGTTATGGCAGCACTGCATAATTCTCTTACTGTCATGCCATCCGTAAGATGCTTTTCTGT
GACTGGTGAGTACTCAACCAAGTCATTCTGAGAATAGTGTATGCGGCGACCGAGTTGCTCTTGCCCGGCGTCAAT
ACGGGATAATACCGCGCCACATAGCAGAACTTTAAAAGTGCTCATCATTGGAAAACGTTCTTCGGGGCGAAAACT
CTCAAGGATCTTACCGCTGTTGAGATCCAGTTCGATGTAACCCACTCGTGCACCCAACTGATCTTCAGCATCTTT
TACTTTCACCAGCGTTTCTGGGTGAGCAAAAACAGGAAGGCAAAATGCCGCAAAAAAGGGAATAAGGGCGACACG
GAAATGTTGAATACTCAT

In red, E. coli murein lipoprotein promoter. In orange, group-l Tetrahymena termophila 26S
rRNA intron with intron-exon permutation between T235 and C236; 10-nt of both flanking
exons underlined. Highlighted'in'green, inverted repeat of an 83-nt fragment of the DvSSJ1
gene. In green, non-permutated sequence of the same intron, with the 10 nt of both flanking
exons underlined. In fuchsia, E. coli ribosomal rrnC terminator. In gray, pUC replication origin.
Highlighted in light grey, ampicillin resistance gene (in reverse orientation), with the promoter

).

>pl5LtRnlSm (5415 bp)
CCCGGGGGCGGCGGCCGCCCGCGAAATCGATGCTTCTTTGAGCGAACGATCAAAAATAAGTGCCTTCCCATCAAA
AAAATATTCTCAACATAAAAAACTTTGTGTAATACTTGTAACGCTGGGGAGACCACAACGGTTTCCCTCTAGAAA
TAATTTTGTTTAACTTTAAGAAGGAGATATACC

GCTGCAACTGCTGAAGCCATTACCGAC



CGTCTAAAGTCCGTGGATATTACTGAAAGTGGTGCACAGTCTAGTGTTCCAGTCACATCTCTTCAGTTTGGCAGC
GTTGGATTAGCACCCCAGTCACCTGTGCAACATCAAAAAGTAATCTGGAAACCCAAATCATATGGAACAGTGTCT
GGAGCCCCAGTGGTTGAAGCTGGAAAAACACCAGTTGAACAAAAAAGTGCTCTTTTAAGTAAATTATTCAAGGGT
AATTTATTGGAAAATTTTACTGTAGATAACTCAACATTCTCGAGAGCCCAAGTAAGGGCCACTTTCTACCCAAAA
TTTGAGAATGAGAAATCAGATCAGGAGATCAGGACAAGGATGATAGAGATGGTCTCCAAAGGCTTGGCTATAGTC
GAGGTCACACTTAAGCATTCTGGATCTCTTTTTATGTATGCTGGGCATGAAGGTGGAGCATATGCCAAGAATAGC
TTCGGGAATATCTATACTGCCGTTGGCGTCTTTGTTCTTGGACGGATGTTTCGTGAGGCATGGGGAACTAAAGCA
AGCAAGAAGCAAGCAGAGTTCAATGAGTTTCTTGAGCGCAATCGTATGTGCATATCAATGGAGTTGGTCACGGCA
GTGTTGGGGGACCACGGACAACGCCCACGAGATGATTATGCGGTTGTGACTGCAGTCACGGAGTTGGGAAATGGA
AAACCAACTTTCTATTCAACTCCCGATGTAATTGCTTTTTGCAGGGAATGGCGATTACCAACAAATCATGTATGG
CTGTTCTCAACAAGGAAATCAGTGACTTCCTTCTTTGCTGCGTATGATGCACTTTGCGAGGAAGGTACAGCAACC
ACCGTTTGCGAGGCTCTCAGCGAAGTTGCTGATATTTCTGTACCTGGATCAAAAGACCATATAAAAGTGCAGGGT
GAAATTTTGGAGGGTCTCGTGGCCCGCATCGTAAAACGTGAGAGCTCAGAGCATATGGAGCGGGTTCTGAGAGAT
TTTCCTCCTCCGCCATCAGAGGGTGAGGGTTTGGACCTGGGACCTACGTTACGTGAAATTTGTGCTGCAAACAGA
TCAGAAAAGCAGCAAATAAAGGCACTTCTTCAGAGTGCTGGCACGGCTTTCTGCCCGAATTATTTGGACTGGTTT
GGAGATGAAAACTCTGGTTCACATTCAAGAAATGCTGATCGATCTGTTGTCTCAAAGTTCTTACAATCACATCCT
GCTGATCTTTATACAGGAAAAATACAGGAAATGGTTCGCTTGATGAGGGAAAAGCGCTTTCCTGCTGCTTTCAAG
TGTCATTATAACTTACATAAAATTAATGATGTATCGAGTAACAACCTGCCTTTCAAAATGGTGATCCATGTATAT
AGTGATTCAGGCTTCCGCCGGTACCAGAAAGAGATGAGGCACAAACCAGGACTATGGCCTTTGTATCGAGGCTTT
TTTGTTGACCTGGATTTATTCAAGGTCAATGAGAAGAAAACTGCTGAAATGGCAGGAAGCAACAATCAAATGGTA
AAAAATGTGGAAGAGGACAACAGTTTAGCTGATGAAGATGCAAATCTGATGGTCAAGATGAAATTTCTTACTTAC
AAGTTGAGAACTTTTTTGATCCGTAATGGCTTGTCGACTCTTTTCAAAGAAGGACCTTCTGCGTATAAGTCTTAT
TACCTGAGGCAAATGAAAATTTGGAATACTTCAGCAGCCAAGCAACGAGAACTCAGCAAGATGCTTGATGAATGG
GCAGTATATATACGCAGAAAATATGGGAACAAACCATTGTCATCATCCACATACCTAAGTGAAGCTGAGCCTTTC
CTTGAACAATATGCAAAGCGTAGTCCACAAAATCATGCTTTGATAGGATCTGCTGGAAATTTTGTCAAAGTTGAA
GATTTCATGGCTATTGTTGAAGGAGAAGATGAAGAGGGTGATCTCGAGCCTGCGAAAGATATTGCTCCTTCAAGC
CCTAGTATTTCCACCAGAGACATGGTGGCAAAGAATGAGGGTCTCATTATTTTCTTTCCAGGAATACCAGGTTGT
GCTAAATCTGCACTTTGTAAGGAAATACTGAATGCTCCAGGAGGGCTTGGAGATGATCGACCAGTTAACAGTTTA
ATGGGTGATCTTATTAAAGGTAGATATTGGCAAAAAGTTGCTGATGAACGTCGAAGAAAACCTTACTCGATCATG
CTTGCTGACAAGAATGCACCAAATGAGGAAGTATGGAAACAAATTGAGAACATGTGCCTAAGCACCGGAGCATCT
GCTATTCCAGTTATACCTGATTCAGAAGGAACTGAAACTAATCCATTCTCTATTGATGCACTTGCGGTTTTTATA
TTCCGAGTACTTCACCGTGTCAATCATCCGGGAAATCTTGACAAGTCATCTCCAAATGCTGGATATGTGATGCTT
ATGTTTTATCACCTTTATGATGGAAAGAGCCGTCAGGAGTTCGAGAGTGAGCTTATTGAACGTTTTGGATCGCTT
GTCAGAATTCCTGTACTGAAACCTGAGAGGTCTCCTCTTCCGGATTCTGTGAGGTCTATTATCGAGGAGGGACTC
AGTCTGTACAGACTTCATACAACGAAACATGGAAGATTGGAGTCTACAAAAGGGACATATGTACAAGAGTGGGTT
AAATGGGAGAAGCAATTGAGAGATATTCTACTTGGAAATGCAGACTATCTCAATTCAATACAGGTTCCATTTGAA
TTTGCCGTTAAAGAAGTCCTTGAACAACTGAAAGTTATTGCGAGGGGCGAATATGCAGTGCCTGCTGAGAAGAGG
AAGCTAGGATCCATTGTATTCGCCGCTATCAGCCTGCCAGTTCCAGAAATTCTAGGTCTTCTAAATGATCTAGCA
AAGAAAGATCCAAAGGTTGGCGATTTCATTAAGGACAAGAGCATGGAGAGCAGCATTCAGAAGGCCCATCTTACC
CTGGCTCACAAGAGAAGTCACGGTGTCACTGCAGTTGCCAATTACGGTTCCTTTCTTCATCAAAAGGTGCCAGTA
GACGTGGCTGCTTTGTTGTTCTCCGATAAATTGGCTGCACTAGAAGCTGAGCCTGGCTCTGTTGAAGGTGAAAAG
ATCAATTCTAAAAACTCATGGCCCCATATCACATTATGGTCTGGTGCAGGAGTTGCCGCAAAAGATGCCAATACA
CTACCACAGTTACTTTCCCAAGGGAAGGCTACCCGCATTGATATAAATCCACCGGTCACTATAACTGGCACTCTC
GAATTCTTTCACCACCACCACCACCACTGAGATCCGGCTGCTAACAAAGCCCGAAAGGAAGCTGAGTTGGCTGCT
GCCACCGCTGAGCAATAACTAGCATAACCCCTTGGGGCCTCTAAACGGGTCTTGAGGGGTTTTTTGCTGAR A
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GCCGCGTTTGTCTCATTCCACGCCTGACACTCAGTTCCGGGTAGG CG
AACCCCCCGTTCAGTCCGACCGCTGCGCCTTATCCGGTAACTATC AA
AAGCACCACTGGCAGCAGCCACTGGTAATTGATTTAGAGGAGTTA GGCTAA
ACTGAAAGGACAAGTTTTGGTGACTGCGCTCCTCCAAGCCAGTTAC TCAAAGAGTTGGTAGCTCAGAGA
1CCTTCGAAAAACCGCCCTGCﬁPGGCGGTTTTTTCGTTTTCﬂGAGCERGAGATTACGCGCﬂGACCHTDRCGATCT
CAAGAAGATCATCTTATTAATTACGCCCCGCCCTGCCACTCATCGCAGTACTGTTGTAATTCATTAAGCATTCTG

CCGACATGGAAGCCATCACAGACGGCATGATGAACCTGAATCGCCAGCGGCATCAGCACCTTGTCGCCTTGCGTA
TAATATTTGCCCATGGTGAAAACGGGGGCGAAGAAGTTGTCCATATTGGCCACGTTTAAATCAAAACTGGTGAAA
CTCACCCAGGGATTGGCTGAGACGAAAAACATATTCTCAATAAACCCTTTAGGGAAATAGGCCAGGTTTTCACCG
TAACACGCCACATCTTGCGAATATATGTGTAGAAACTGCCGGAAATCGTCGTGGTATTCACTCCAGAGCGATGAA



AACGTTTCAGTTTGCTCATGGAAAACGGTGTAACAAGGGTGAACACTATCCCATATCACCAGCTCACCGTCTTTC
ATTGCCATACGGAATTCCGGATGAGCATTCATCAGGCGGGCAAGAATGTGAATAAAGGCCGGATAAAACTTGTGC
TTATTTTTCTTTACGGTCTTTAAAAAGGCCGTAATATCCAGCTGAACGGTCTGGTTATAGGTACATTGAGCAACT
GACTGAAATGCCTCAAAATGTTCTTTACGATGCCATTGGGATATATCAACGGTGGTATATCCAGTGATTTTTTTC
TCCATTTTAGCTTCCTTAGCTCCTGAAAATCTCGATAACTCAAAAAATACGCCCGGTAGTGATCTTATTTCATTA
TGGTGAAAGTTGGAA

In red, E. coli murein lipoprotein promoter. In bold, chloroplastic isoform of the eggplant tRNA
ligase (JX0225157), with the theoretical amino-terminal transit peptide highlighted in green,
the carboxyl terminal hexahistidine tag in blue and the start and stop codons underlined. In
fuchsia, T7 bacteriophage terminator. In gray, p15A replication origin. Highlighted in light
grey, chloramphenicol resistance gene (in reverse orientation), with the promoter highlighted
in dark gray).

>p15CAT (1634 bp)
CCCGGGGGCGGCGGCCGCGGCGGACGTCGGCGCCTAAGGGGCGAGATCTGGCGGGGCCCGCGCTAGCGGAGTGTA
TACTGGCTTACTATGTTGGCACTGATGAGGGTGTCAGTGAAGTGCTTCATGTGGCAGGAGAAAAAAGGCTGCACC
GGTGCGTCAGCAGAATATGTGATACAGGATATATTCCGCTTCCTCGCTCACTGACTCGCTACGCTCGGTCGTTCG
ACTGCGGCGAGCGGAAATGGCTTACGAACGGGGCGGAGATTTCCTGGAAGATGCCAGGAAGATACTTAACAGGGA
AGTGAGAGGGCCGCGGCAAAGCCGTTTTTCCATAGGCTCCGCCCCCCTGACAAGCATCACGAAATCTGACGCTCA
AATCAGTGGTGGCGAAACCCGACAGGACTATAAAGATACCAGGCGTTTCCCCCTGGCGGCTCCCTCGTGCGCTCT
CCTGTTCCTGCCTTTCGGTTTACCGGTGTCATTCCGCTGTTATGGCCGCGTTTGTCTCATTCCACGCCTGACACT
CAGTTCCGGGTAGGCAGTTCGCTCCAAGCTGGACTGTATGCACGAACCCCCCGTTCAGTCCGACCGCTGCGCCTT
ATCCGGTAACTATCGTCTTGAGTCCAACCCGGAAAGACATGCAAAAGCACCACTGGCAGCAGCCACTGGTAATTG
ATTTAGAGGAGTTAGTCTTGAAGTCATGCGCCGGTTAAGGCTAAACTGAAAGGACAAGTTTTGGTGACTGCGCTC
CTCCAAGCCAGTTACCTCGGTTCAAAGAGTTGGTAGCTCAGAGAACCTTCGAAAAACCGCCCTGCAAGGCGGTTT
TTTCGTTTTCAGAGCAAGAGATTACGCGCAGACCAAAACGATCTCAAGAAGATCATCTTATTAATTACGCCCCGC
CCTGCCACTCATCGCAGTACTGTTGTAATTCATTAAGCATTCTGCCGACATGGAAGCCATCACAGACGGCATGAT
GAACCTGAATCGCCAGCGGCATCAGCACCTTGTCGCCTTGCGTATAATATTTGCCCATGGTGAAAACGGGGGCGA
AGAAGTTGTCCATATTGGCCACGTTTAAATCAAAACTGGTGAAACTCACCCAGGGATTGGCTGAGACGAAAAACA
TATTCTCAATAAACCCTTTAGGGAAATAGGCCAGGTTTTCACCGTAACACGCCACATCTTGCGAATATATGTGTA
GAAACTGCCGGAAATCGTCGTGGTATTCACTCCAGAGCGATGAAAACGTTTCAGTTTGCTCATGGAAAACGGTGT
AACAAGGGTGAACACTATCCCATATCACCAGCTCACCGTCTTTCATTGCCATACGGAATTCCGGATGAGCATTCA
TCAGGCGGGCAAGAATGTGAATAAAGGCCGGATAAAACTTGTGCTTATTTTTCTTTACGGTCTTTAAAAAGGCCG
TAATATCCAGCTGAACGGTCTGGTTATAGGTACATTGAGCAACTGACTGAAATGCCTCAAAATGTTCTTTACGAT
GCCATTGGGATATATCAACGGTGGTATATCCAGTGATTTTTTTCTCCATTTTAGCTTCCTTAGCTCCTGAAAATC
TCGATAACTCAAAAAATACGCCCGGTAGTGATCTTATTTCATTATGGTGAAAGTTGGAA

In gray, p15A replication origin. Highlighted in light grey, chloramphenicol resistance gene (in
reverse orientation), with the promoter highlighted in dark gray). Highlighted in yellow,
polylinker with recognition sites for Notl (underlined) and Bglll (underlined).
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Supplemental Figure S1. Construction of expression plasmids to produce DvSSJ1-derived
dsRNA in E. coli. Plasmids purified from independent E. coli clones were separated by
electrophoresis through an agarose gel, which was stained with ethidium bromide. Lane 0, DNA
marker ladder with some of the sizes in bp on the left; lane 1, control plasmid pLELVd
expressing an empty ELVd; lanes 2 to 13, plasmids pLELVd-DvSSJ1 to express the DvSSJ1-
derived dsRNA on an ELVd scaffold obtained from 12 independent E. coli colonies.
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Supplemental Figure S2. Effect of exon size in T. thermophila intron processing in the ELVd-
based system to produce dsRNA in E. coli. Aliquots of RNA preparations from E. coli clones
cotransformed with p15LtRnISm and a series of pLELVd derivatives to produce a 100-bp
dsRNA, in which the exons that flank the T. thermophila intron are increasingly shorter, as
indicated, were separated by denaturing PAGE. The gel was stained with ethidium bromide.
Lane 0, RNA marker with sizes (in nt) on the left; lanes 1 to 4, RNAs from constructs with 10,
8, 4 and 2-nt exons, respectively. Orange and black arrows point the positions of the
recombinant ELVd-dsRNA and the spliced introns, respectively.
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Supplemental Figure S3. Large scale RNA preparations produced in E. coli by means of the
viroid-based system and used in the WCR bioassay. RNAs were separated by denaturing PAGE
and the gels stained with ethidium bromide. (a and b) Lane 0, RNA marker ladder with sizes in
nt on the left. (@) Lanes 1 and 2, large-scale RNA preparations from E. coli transformed with
p15LtRnISm and pLELVd or pLELVd-DvSSJ1, respectively. (b) Dilution analysis of the ELVd
(lanes 1 to 7) and the ELVd-DvSSJ1 (lanes 8 to 14) RNA preparations. White, orange and black
arrows point to ELVd, ELVd-DvSSJ1 and spliced-intron RNAs, respectively.
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Supplemental Figure S4. Analysis of the recombinant circular dSRNA. RNApreparations from
different E. coli clones (lanes 1 to 11) co-transformed with p15LtRnISm and pLELVdPIE-
DvSSJ1 were separated by denaturing PAGE. The gel was (a) stained with ethidium bromide
and (b) the RNA transferred to a membrane and hybridized with a **P-labelled probe to detect
DvSSJ1 RNA. Lane 0, RNA marker with sizes in nt on the left. Blue arrows point to the
recombinant circular dsRNA that exhibits an inverted smile migration across the gel.
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Supplemental Figure S5. Effect of the the ELVd scaffold and the tRNA ligase on
accumulation of a recombinant circular dSRNA. RNA preparations from E. coli clones
cotransformed with p15LtRnISm and a pLELVdPIE-derivative to produce a 100-bp dsRNA or
the empty ligase plasmid (p15CAT) and a pLPIE-derivative (no ELVd scaffold) to produce the
same 100 bp dsRNA were separated by denaturing PAGE. After staining the gels with ethidium
bromide, recombinant circular dSRNA accumulation was quantified (in fluorescence arbitrary
units) using an image analyzer. Normalized average fluorescence is plotted. Error bars represent
standard deviation (n = 5).
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Supplemental Table S1. Primers used in the PCR amplifications to build expression plasmids
pLELVd-DvSSJ1, pLELVAPIE-DvSSJ1 and pLPIE-DvSSJL.

Name Sequence (5’ to 3’)

D2623 | ACCATTGTCCTGAAATTGCTGAAGTTGGTGATCAATTTGATATGTCTCA
D2624 | AAGAAGTAGCCTTGATATCCGGTTCGGTACAAGATGAGACATATCAAAT
D2625 | CCTCTCCCCCTCCCAGGTACTATCCCCTTACCATTGTCCTGAAATTG
D2626 | TTTAGAGAGTCATAAGAAGTAGCCTTGATATCCG

D2627 | AAGGCTACTTCTTATGACTCTCTAAATAGCAATATTTAC

D2628 | AAGGCTACTTCTTGGCTACCTTACGAGTACTCC

D2629 | TCGTAAGGTAGCCAAGAAGTAGCCTTGATATCCG

D2630 | ACCCACCCTCCTAGGGAACACATCCTTGAACCATTGTCCTGAAATTG
D2936 | AAGGGGATAGTACCTGGGAG

D2937 | ACCATTGTCCTGAAATTGCTG

D2940 | ACCATTGTCCTGAAATTG

D2941 | TCAAGGATGTGTTCCCTAG

D3606 | CTTCTGTTGATATGGATG

D3285 CAGCGTTACAAGTATTACAC

D3607 GAAATCATCCTTAGCGAAAGC

D3608 | ATCTGTTGACTTAGGACTTGGC
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