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A:mini-Tnl0 # 3 mini-Tnl0 sequence amplification; B: b ¥
HARY H Vector sequence amplification; 1:Marker; 2. [ X} 1]

A:4CAL BBk 42 °C 7= B 6, % 4CA1 could produce melanin at OH pIC333 1 4CA1 FALE Bk 4CA1 positive control, that contain
42 °C; B:BMBI1227 F#k 42 °C A B @ % BMBI1227 could not the plasmid pIC333; 3. [ 1 %} MR, 4CA1 i bk Negative control,
produce melanin at 42 °C. 4CA1; 4:BMBI1227.

B 2 4CAl % BMB1227 42 CFFEBERR B 3 BMB1227 PCR # 84 R
Fig.2 Pattern of 4CA1 and BMB1227 Fig.3 DNA electrophoresis map of
melanin production BMB1227 PCR production

TTATATCCTGCATACCG AATCAATTGGTGAT TATAAAT TOGTATATTATT TTCTTCACCTTGATATTGC
TTAAAAATTGTAATGGTCGGTTTCACTTTTCCGTTGTTOSTTGCATATTGAATATGATGAATTAATGCATT
ATATACACCTTCCTCATCATTTACTTCACGTGCATCTAATATGTGCATCTTACTCCAAAATAGTCTTCCGA
TACATCGATTACTATTGCGCCATGCCATTCGCGATCCGTGAACAAGTTCTTCAAATGTATGTTCATACGT
CCCCGTCTTCTCTATT TCAACTCGAATTTCTTTCATGOGTICTTCTATGAATTGTTCTITATTAAGCTCTTT
ATAGCAAATCOTAATAAMMTGACTCGCTTCCTCTATTAATTGCTICGTT TTACTCATAAGCGATCTCCTTC
TATTTCAACAAAACGTTACTACTTTACAGTATAAGCAALAAGAATAAGAGTCACAAACGAAAGTCTAL
GTGTTACTTITATTGTACTATCTITCAGAAAATTAAGAGATTACTATTGACTITCATGAAALATAGGTGTA
TTTITTTACTCAGGTAAATTATTT TTACCTAGACCAACTTTTAGAGGGAAAGGAGGAAATGTCATGTCTT
CATTTCAATTGCCAAAGCTTTCATATGACTATGATGAACTAGAGCCATATATCGATAGCAATACACTTTCT
ATTCATCATGGAAAGCACCATGCGACATACGTAAATAATTTGAATGCCGCACTAGAL A ACTATTCGGAL
TTACACAATAAMTCTTTAGAAGAGTTACTATGTAATTTAGAAGCTTTACCAAAGGACATTGTTACAGCT
GTCAGAAATAACI}GTGGTGGACATTATTGTCATAGTCI'TTTTTGGGAAGTAATGAGCC‘
CGGCGAGCCTAATGGAGACGTTGCAAL AGTAATTGATTATTATTTCAATACCTTTGACAACTTAALLGA
TCAACTGTCTAAAGCAGCAATTAGCOSTITTGGAAGTGGTTATGGATGGCTTGTCCTTGATGGTGAAG
AACTTACTGTAATGAGTACACCTAATCAAGATACACCTTTGCAAGAAGGCAAMATTCCATTACTTGTCA
TTGATGTATGGGAACATGCCTATTATTTA AAGTACCAL AATCOTCOCCCAGAATTTGTTACCAACTGGTG
GCATACAGTGAACTGGGACCGGGTAAATCALAAMTATTTACAAGCAATTCAATCACAAL AACATTAGT
COTGCGTATAAGGTAAGTT TGGTAATGTAAAATTAGTATTGTCGAAATCCTCCAGAATCCCCCGGATTG
CCACCGGGGOATTTATGAT TAT TTCATTGCATG TATGTAATAACGTAATACTTTTTCCATTTCTATTTTCAA
CCCTCGGAACGGGAATCCTAATTCATTAGCTTITCCATTATGTAATGTACAATTAGTCACTTCATTATAAG
GTGCTACATGATCTCCTACTTCTTGAATGAGTGATTITATTCCCGTATTTTCTTCTATAAAATGAATAATTT
CCCGAGTAGAAACTACCCCGTTGCTACAAGCATTAATTGGCCCTTCTATGTCTTTCATCCCACACCAAG
CTAAAAATTCCCCGGCTTCTTCTTCATGTATAAACGACAACTCTCCATCTAGATGATTCACGGCAACAG
GTTCTTTCCTAACAATATGTTCAACGTAAAG-TCTAACCTTITTOGTATAATCGTITTCTCCAATAACAACT
GOGAMAACGAACTGCAACGACTGGGAATGTTGCTTGTTGAATACACTGCTTCGGCTACTCTCY

T RILA TR sod A2 Fe K Gt X, 7 HE AR 26 5% )8 7 9 A 1. Sod A2 genetic coding areas were underlined, box represents transposon

tagging sites.

4 BMBI1227 HEFEHF 5
Fig.4 Interrupt gene sequence in BMB1227
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Superoxide dismutase and the melanin production in
Bacillus thuringiensis induced by high temperature

LIU Feng-xia YANG Wen-jun RUAN Li-fang SUN Ming

State Key Laboratory of Agricultural Microbiology/College of Life Science & Technology
Huazhong Agricultural University sWuhan 430070 ,China

Abstract Bacillus thuringiensis subsp. yosoo 4CAl can not produce melanin at 28 °C , while it may
possess high yield of melanin when induced at 42 °C. In order to study the mechanism of melanin produc-
tion induced by high temperature,a random insertional mutant library of B. thuringiensis subsp. yosoo
4CA1 was constructed with plasmid pIC333 containing the mini-Tnl0 transposon. Compared with the
wild-type strain 4CAl,a mutant of producing melanintion weakly at 42 ‘C was obtained. Then the flan-
king sequence of mini-Tnl0 was cloned and sequenced. The results showed that the gene interrupted by
mini-Tnl0 was sodA2.

Key words melanin; transposon; mutant library; superoxide dismutase(SOD); Bacillus thuring-

1ensis
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