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Fig. S1. Structure and sequence of pTS535. (A). Plasmid pTS535 was constructed from
the pUC118 backbone (4) and retains the pUC118 replication machineries, -lactamase
encoding Amp" gene and multiple cloning site, designated MCS2 in this figure. The (trp-
6MP®) cassette [Prka270-trpE (TK0254) + Pumi-TK0664] was cloned adjacent to MCS2,
and a synthetic DNA sequence was cloned downstream of TK0664 to provide MCSI.

(B) The 5,463 bp sequence of pTS535. The Amp", TK0664 and trpE coding sequences
are shown in upper case, brackets delineate the MCS1 and MCS2 sequences, and the

TATA-box elements of the P, and P79 promoters (1-3) are identified.

FIG. S2. Construction of T. kodakarensis TS538 and TS541. (A) Plasmid pTS538 was
constructed from pTS535 (Fig. S1) by cloning the genes, as shown, on either side of the
(trp-6MP®) cassette and used to transform T. kodakarensis TS517 (Table 1). A
transformant, designated T. kodakarensis TS538i, selected by growth on plates lacking

tryptophan, had the genome structure shown. Dilutions of a culture of T. kodakarensis



TS538i were spread on plates containing 6MP, and a 6MPY, tryptophan auxotroph,
designated T. kodakarensis TS538, had the genome shown. (B) Plasmid pTS541 was
constructed by cloning the genes, as shown, into pTS535 (Fig. S1) and used to transform
T. kodakarensis TS517. A transformant, designated T. kodakarensis TS541i, selected by
growth on plates lacking tryptophan, had the genome structure shown. Dilutions of a
culture of T. kodakarensis TS541i were spread on plates containing 6MP, and a 6MPX,

tryptophan auxotroph, designated T. kodakarensis TS541, had the genome shown.
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FIG. S1.
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1l cttccgettectegetcactgactegetgegeteggtegtteggetgeggegageggtatcagetcactcaaaggegg
taatacggttatccacagaatcaggggataacgcaggaaagaacatgtgagcaaaaggccagcaaaaggccaggaacce
gtaaaaaggccgecgttgectggegttttteccataggetececgececcecctgacgagecatcacaaaaatcgacgetcaagte
agaggtggcgaaacccgacaggactataaagataccaggcgtttccececctggaagectececctegtgegetetectgtte
cgaccctgeccgecttaccggatacctgtecgectttetececttegggaagegtggegetttetcatagetcacgetgta
ggtatctcagttcggtgtaggtcgttcgectccaagetgggectgtgtgcacgaaccececegttcagececgacecgetgeg
ccttatccggtaactatcgtcttgagtccaaccecggtaagacacgacttatcgeccactggcagcageccactggtaaca
ggattagcagagcgaggtatgtaggcggtgctacagagttcttgaagtggtggcctaactacggctacactagaagga
cagtatttggtatctgcgctctgctgaagccagttaccttcggaaaaagagttggtagectcttgatccggcaaacaaa
ccaccgctggtagcggtggtttttttgtttgcaagcagcagattacgcgcagaaaaaaaggatctcaagaagatcctt
tgatcttttctacggggtctgacgctcagtggaacgaaaactcacgttaagggattttggtcatgagattatcaaaaa
ggatcttcacctagatccttttaaattaaaaatgaagttttaaatcaatctaaagtatatatgagtaaacttggtctg

_acagTTACCAATGCTTAATCAGTGAGGCACCTATCTCAGCGATCTGTCTATTTCGTTCATCCATAGTTGCCTGACTCC
CCGTCGTGTAGATAACTACGATACGGGAGGGCTTACCATCTGGCCCCAGTGCTGCAATGATACCGCGAGACCCACGCT
CACCGGCTCCAGATTTATCAGCAATAAACCAGCCAGCCGGAAGGGCCGAGCGCAGAAGTGGTCCTGCAACTTTATCCG
CCTCCATCCAGTCTATTAATTGTTGCCGGGAAGCTAGAGTAAGTAGTTCGGGAGTTAATAGTTTGCGCAACGTTGTTG
CCATTGCTACAGGCATCGTGGTGTCACGCTCGTCGTTTGGTATGGCTTCATTCAGCTCCGGTTCCCAACGATCAAGGC
GAGTTACATGATCCCCCATGTTGTGCAAAAAAGCGGTTAGCTCCTTCGGTCCTCCGATCGTTGTCAGAAGTAAGTTGG
CCGCAGTGTTATCACTCATGGTTATGGCAGCACTGCATAATTCTCTTACTGTCATGCCATCCGTAAGATGCTTTTCTG
TGACTGGTGAGTACTCAACCAAGTCATTCTGAGAATAGTGTATGCGGCGACCGAGTTGCTCTTGCCCGGCGTCAATAC
GGGATAATACCGCGCCACATAGCAGAACTTTAAAAGTGCTCATCATTGGAAAACGTTCTTCGGGGCGAAAACTCTCAA
GGATCTTACCGCTGTTGAGATCCAGTTCGATGTAACCCACTCGTGCACCCAACTGATCTTCAGCATCTTTTCCTTTCA

| CCAGCGTTTCTGGGTGAGCAAAAACAGGAAGGCAAAATGCCGCAAAAAAGGGAATAAGGGCGACACGGAAATGTTGAA
TACTCATactcttcctttttcaatattattgaagcatttatcagggttattgtctcatgagcggatacatatttgaat
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FIG. S1 (cont.)

gtatttagaaaaataaacaaataggggttccgcgcacatttccccgaaaagtgccacctgacgtctaagaaaccatta
ttatcatgacattaacctataaaaataggcgtatcacgaggccctttcgtctegegegtttecggtgatgacggtgaaa
acctctgacacatgcagctcccggagacggtcacagcttgtctgtaagecggatgeccgggagcagacaagccecgtcagg
gcgcgtcagegggtgttggecgggtgtecggggectggecttaactatgeggcatcagagcagattgtactgagagtgcacce
ataaaattgtaaacgttaatattttgttaaaattcgcgttaaatttttgttaaatcagctcattttttaaccaatagg
ccgaaatcggcaaaatcccttataaatcaaaagaatagcccgagatagggttgagtgttgttccagtttggaacaaga
gtccactattaaagaacgtggactccaacgtcaaagggcgaaaaaccgtctatcagggcgatggcccactacgtgaac
catcacccaaatcaagttttttggggtcgaggtgccgtaaagcactaaatcggaaccctaaagggagcccccgattta
gagcttgacggggaaagccggcgaacgtggcgagaaaggaagggaagaaagcgaaaggagcgggcgctagggegetgg
caagtgtagcggtcacgctgcgcgtaaccaccacacccgeccgegecttaatgegecgectacagggegegtactatggtt
gctttgacgtatgcggtgtgaaataccgcacagatgcgtaaggagaaaataccgcatcaggcgccattcgeccattcag
gctgcgcaactgttgggaagggcgatcggtgegggectecttegetattacgecagetggecgaaagggggatgtgetge
aaggcgattaagttgggtaacgccagggttttcccagtcacgacgttgtaaaacgacggccagtgcdéagcttgcatg

[HindIII,SphI,BglII,BclI,ClaI, NheI,SpeI, NotI,SacII,Apal,AccI,AscI,EcoRV,BstEII]

cagatctgatcatcgatgctagcactagtgcggccgcgggcccgtcgacggcgcgccgatatcggtaéhccgtcgatg
ctctcgctgtgcatttecgtatatctecgecgggagtagacgetgtggttecttgatctectcaaccttetteteecctgtece
aagctacctctceccTCAGGCTTTGAGCCACTTCCCTTCCCTGAACTTAAAAACCTTCCTCATTTCAGCCATCCTGAGG
GCCTCTTCGAGCTTGCCCTTCGGGACTTCGAGACCGTGGAGCTCCTTGAAGAGCTCGATTATCTCGTCGGTGCTTACC
GCTTCCTTTTCCTCAAGAATGTTGCTCACGAGGTTTATCATATCCTCGACGAAGTTCCACGGGAAGACTATCCAGGCC
CAGTCTATCTCCTCTCCGTAGTACTCGGGCTTGAAGCGGGAGCCTCTGATCGTCAGGAGTGTTGCAGTCCTGACTTCC
GCAGGGCTCTTGCTCTCGACGTAGTTTTTGGCCAGCGTCAGGCTCTCACCAGTATCGCTGATGTCGTCGACGATGAGA
ACCTTTTTCCCGCTGAGGTCGTAGTTCGTGCCGTACTTGAGCTTGGCCTTGCCGTCCGGAGTAGCGGTTACTCCCCAG
TGCTCCACCTTGAGGCTTACAAGGTCTTTGATTCCCAGGTAGTCGCAGTAGAGTCTCGCCGCGACCCAGCCGCCCCTG
GCGAGACCAACCACCACATCTGGCTTCCAGCCTTCTTCCAGAATCTTCCAGGCGCCTTCCTTCGCCCACCTTTCAATG
TCTTCCCAAGAAGCGAGCCTTGCAGGAAACTTCTTCATatgcatcacctccgtgatattatctattactatatceccta

atatcgctctgcaggtccagctgccgcaacgcgcattttgctcacccgaaaat - actaagggtt

TATA-box TATA-box
Pimts P2279_>

aatttaatctcgagcgtttgagtccttctgacggectecttggagagggeccgttaaaaaggtgatgecatATGCCTCTCAA
AAAGCTGAAGCCCGTTGACCCTTTGAAGCTCTACAGCGCCCTTAGAGACTTTGGGATGCCATTCATGCTCCGCTCTGC
CGAGAAGGACTCCAGGAAGGCCAGATTCACCTACATATCGGCCGAGCCGGAGTTCGTCGTGGAGGTCGGCGAGGGGAC
TGAGATCGACGGGGAGCGAGTTTCCGACGAGAGGAACCCCCTCAGAGCTCTTAAAGGGCTCATGGGGGAGAGGGTCGA
GGGCAGGAGGTTCATGGGTGGCTTCGTTGGCTACGTCTCCTACGATTCGGTACACTCCATCATCGGGGGGAAGATCGA
AGAGCCCTCGGTCTTCGGCTACTACCCCTGGACCTTCATCTACGACCACTCTACCGGCGCTCTTTCCTTCTTTTACCT
CAGAGAGGCTCCTTTCGACCCCGAGGCCTTAGTTGAAAGGGCCAGGAGGGAAGAGTCACGGCTTGAAGACGGCGGTTC
GGAGGTCATATCCACCGACGCGGGCATGGAAGAGTTCGTTGAAATCGTCAGGGCTGGGAAGGAGTACATCTACTCGGG
GGACGTCTTCCAGGTGGTTCTGTCGCGCGAGTACAGGGTTAGAACGGATCTCGATGCCCTCGAAATCTACAAGCGGCT
CGTGGAGCTCAACCCCTCCCCGTACACCTTCATCCTGGAGTTCGAGAAGACCGTCGTAGGGGCCTCACCCGAAACCAT
GGGTTCCGTCGAGGGGAGAACCTTCAAGATAAACCCCATAGCAGGAACAGCGCCGAGGGGAAGGACGGGGGAGGAAGA
CCGGGAGCTGGAAAAGGCCCTACTCTCCGACGAGAAAGAGCGAGCTGAGCACGTCATGCTCGTTGACCTTGCTAGAAA
CGACGTCAGGAGGGTTTCAAAGCCCGGGAGCGTTAGGCTAACCCGCTTCTTCGACGTCCTGAAGTACAGCCACGTCCA
GCACATAGAGAGCGAGGTGGTCGGTGAACTCGATGAGGGGAAAAACGCGTTCGACGCCATGGAGGCGGCTTTTCCGGC
GGGAACACTAACCGGAGCCCCGAAGATAAGGGCGATGGAGATCATAGACGAGCTGGAGAGGAGCAGGAGAAAGGTCTA
CGGGGGAGCAGTGGGTTACTTCTCCCTCACCGGGGACGCCGACATGGCGATAGCGATAAGGATGGCCGAGATCGAGGG
CAGGAAAGCGAGCGTTAGGGCCGGGGCAGGAATAGTGGCGGATTCAGTTCCAGAGAAGGAGTTCTTCGAGACCGAGAA
CAAAATGAGAGCAGTTCTGAAGGCGCTGGGGGTGAGGGAATGdEagctggactctagaggatccccgggtaccgagct

[XbaI,BamH1l,XmaI,Acc65I,KpnI,EcoRI]

cgaattEbtaatcatggtcatagctgtttcctgtgtgaaattgttatccgctcacaattccacacaacatacgagccg
gaagcataaagtgtaaagcctggggtgcctaatgagtgagctaactcacattaattgegttgegectcactgeecegett
tccagtcgggaaacctgtcgtgccagetgcattaatgaatcggeccaacgegeggggagaggeggtttgegtattggge
gct 5463
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