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A Bacillus subtilis F29-3 mutant defective
in fengycin biosynthesis was isolated by
Tn917 mutagenesis. Southern hybridization
revealed that Tn9/7 in this mutant is

inserted at a location outside of the
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chromosomal region containing the fengycin
synthetase operon. Sequencing analysis
showed that the transposon is inserted in an
unknown gene fenY in the nasA4 operon. The
protein encoded by this gene potentially
contains three phosphorylation sites and
may be involved in the regulation fengycin
synthesis
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Fig. 1A . The 1.8 kb Clal- EcoRI fragment of pFE8 was used for

the screening of cosmid library.1B. Restriction map of cosmid
pFC45E12 (40 kb). Thick lines represent the chromosomal
fragment of B. subtilis F29-3. White boxes represent vector
sequence. FES8 indicates the location of a Tn9/7 insertion in
pFC45E12. pFES obtained from the Tn9/7 insertion mutant FE
B1, B2, and B3 indicated the three BamHI fragments in pFC45

B: BamHI; E: EcoRlI; C; Clal
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fenY
GGAAGAATGTCTATGAAACTGTCATTCTTATTAATTGCTGTTTTTGCGCCGGCAATTCTGCTGTCAGCCTGCTCTTATCATGCGGACGAG
RBS M KL SF L L I AVFAUPAITILTLSACSYH AD

AAAGCTGGATCTCAAATGAAGAAAACAGACAAACACATAAAGGCGGAGAATACAAGCATTGATTGGACAAAGCCTTCCGGCGGAGAATAC
E Y

K A GS QMK K TDKHIKAENT|s DJW T K P S G G

CCCGATATCAAGCAGCTGAAAAATGTCTGGATTGATGTAGACGTGAAACAGCAGAAGGCTTACATCAAAGCCGGAAGCAAAACCGTCTAT

P DI KQULKNVWIDVDVEKR QQZKAYTIKAGS KT

E
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ACCATGGTCGTTTCATCAGGACTCGATCAAACCCATGATGATTCCACACCGAAAGGCACATTTCATATCGAGCCTGAACGGGGAGSGTGG

TTTTTCTCTGAAGGATATCAGGAAGGGGCGGAATACTGGGTCTCATGGAAAAACCATGGAAAATTTCTTTTTCACAGCGTACCCA'

E W

TGACA

FFPSEGY QEGAEYWYV SWEKNHGE KTFLFHSV P MI[T]

AAGGACCAAAAAGTCATTGAAAAGGAAGCAAAAAAATTAGGGGCAAAAGCATCCCATGGCTGTATCAGACTATCCATTCCAGATGCGAAT

V1IEEKTEAEKE KTLGAZKASHGT CI RL ST P D

TGGATATACGAAAACATACCTGAACACACAAAAGTTGTGATCAGCTGA 576
W I YEN T PEHT KV VIS

Fig. 2. Nucleotide sequence of fenY. The three phosphorylation
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sites are boxes.”® Represent the Tn917 is insertion.



