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Pre-constructed of Baculus subtilis biotin operon
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Abgract : In order to overcome the inhibition in biotin bio-synthesize and enhance biotin operon genes
expresson ,two integrated expression vector pGJj0l and pGJj02 were lineared ,and then integrated into
bacullus subtilis A S1094 to get bacullus subtilis G]1Z01. Promoter of biotin operon was replaced by promot-
er 43-1 and the termination between bioB gene and biol gene was reconstructed by strong promoter P43-2.
GJ Z01 was detected through PCR and Southern blot. This research provides a basisfor further study on bi-
otin operon genés expresson.
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Table 1 PCR primer of gene
Gene N ucl eotide Clone ste
Phiotin-up 5-ATGTCGACATGCTGGACA GGGA GCT-3 Sal
Pbioti n-down 5-GCGAATTCCGCCCTTTCACTGATA-3 EcoR |
bioup 5-ATAGAGCTCGATTTTCGGCGTTTGG3 Sac |
biodown 5-ATCCGCGGCATATAGTCTAACGCAC3 Sac
Spec up 5-ATACCGCGGAATGGCGATTTTC-3 Sac
Spec down 5-AAGACTAGTTTGAAAAAAGTGTTTCCACCA-3 Spel
PA3-1-up 5-ATACTA GTGCA TGCA GGCCGGG3 Spel
P43-1-down 5-GGGAATTCGTGTACATTCCTCTCTT-3 EcoR |
bi oW-up 5-GGCGAATTCACAGAATCTTGACAGG3 EcoR |
bi oW-down 5- GCGGTACCATCAAATCATGAGTCATGS3 Kpn |
bi oB-up 5-ATGGTACCATGAATCAATGGATGGAACTCG3 Kpn |
bi oB-down 5-ATGGGCCCTCAGCTTTTCGCACTT-3 Apa
TT-up 5-ATGGGCCCGGGACGTTCTTGC-3 Apa
TT-down 5-GCGCCTCGA GGCTCAACTCCAAA-3 Xhol
neo up 5-ATGCTGACGTCGAGATCAGGG3 Sal
neo down 5-GGGCTCGAGAGATCAATTCTGATA -3 Xhol
PA3-2-up 5-AGTCGACCGTGCA TGCA GGCCGGGG3 Sal
P43-2-down 5-GGGGGATCCATTCCTCTCTTACCTACCTAT-3 BamH |
biol-up 5-ATGGATCCGTGACAATTGCATCGTC-3 BamH |
biol-down S5-ATTCTAGAATCTTATGTCCGGCGATCGS3 Xba |
2 PCR
Table 2 PCR condition of gene
Denaturalize Annea Extend
Gene / /s / /s / /s
Temperature Time Temperature Time Temperature Time
Pbiotin 94 30 55 30 72 25
bio 94 30 60 30 72 45
Spec 94 30 58 30 72 70
P43-1 94 30 56 30 72 30
bioW 94 30 53 30 72 45
bioB 94 30 63 30 72 60
TT 94 30 63 30 72 20
neo 94 30 53 30 72 70
P43-2 94 30 60 30 72 30
biol 94 30 60 30 72 60
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