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Promoters of an alkali-tolerant Bacillus sp. isolated from soil have been cloned in Bacillus subtilis
using promoter probe vector pPL703. The CAT specific activity of a clone harboring the strongest
promoter activity among these transformants was 8.07. This activity was 2.5 times higher than that
of Bacillus subtilis harboring expression vector pPL708 and was increased after the end of the logari-
thmic growth phase. In the 2.8kb of inserted DNA fragment, BarnHI and Sall recognition sites were

located.
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Table 1. CAT specific activities of B. subtilis 207-25
harboring plasmids with various promoter-containing
fragment.

Plasmid Source of promoter CAT specific activity

(U/mg of protein)

pPL703 none undetectable
pPL708 SPO2 EcoRI fragment 3.07

p-l Bacillus sp. YA-14 DNA 3.01

p-2 Bacillus sp. YA-14 DNA 0.52

p-3 Bacillus sp. YA-14 DNA 1.22

p4 Bacillus sp. YA-14 DNA 5.45

p-5 Bacillus sp. YA-14 DNA 2.49

p-6 Bacillus sp. YA-14 DNA 0.30

p-7 Bacillus sp. YA-14 DNA 1.53

p-8 Bacilius sp. YA-14 DNA 1.43

p-9 Bacillus sp. YA-14 DNA 3.31
p-10 Bacilius sp. YA-14 DNA 2.39
p-11  Bacillus sp. YA-14 DNA 1.53
p-12  Bacillus sp. YA-14 DNA 8.07
p-13  Bacillus sp. YA-14 DNA 2.29
p-14 Bacillus sp. YA-14 DNA 1.58
p-15  Bacillussp. YA-14 DNA 1.45
p-16  Bacillus sp. YA-14 DNA 5.81
p-17  Bacillus sp. YA-14 DNA 0.46
p-18 Bacillus sp. YA-14 DNA 0.53
p-19 Bacillus sp. YA-14 DNA 0.34
p-20  Bacillus sp. YA-14 DNA 0.24
p-21 Bacillus sp. YA-14 DNA 0.61
p-22 Bacillus sp. YA-14 DNA 1.33
p-23 Bacillus sp. YA-14 DNA 2.27
p-24  Bacillus sp. YA-14 DNA 1.83
p-25 Bacillus sp. YA-14 DNA 1.45
p-26  Bacillus sp. YA-14 DNA 0.81
p-27  Bacillus sp. YA-14 DNA 0.96
p-28  Bacillussp. YA-14 DNA 0.97
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Fig. 1. CAT specific activity as a function of growth in
B. subtilis 207-25 harboring p-12
O - O: cell growth,e — ®: CAT specific activity
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Fig. 2. Agarose gel electrophoresis of p-12
A: pPL703
B: p-12

C: linearized pPL703 with PszI

D: fragmented p-12 with Pstl

E: A-DNA fragmented with Hindlll as a molecular
weight marker (kb)

F: fragmented p-12 with BamHI

G: fragmented p-12 with Sall
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Fig. 3. Restriction map of p-12.

P: Pstl, S: Sall, B: BamHI, E: EcoRI
-3-: cat-86 coding sequence

~&: Bacillus sp. YA-14 DNA fragment
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Table 2. CAT specific activities of B. subtilis 207-25, B.
subtilis 207-21 and Bacillus sp. YA-14 harboring
plasmids with promoter-containing fragments.

Strain Plasmid  CAT specific activity
(U/mg of protein)
B. subtilis 207-25  pPL708 3.07
B. subtilis 207-25  p-12 8.07
B. subtilis 207-21  pPL708 3.69
B. subtilis 207-21  p-12 8.14
Bacillus sp. YA-14  pPL708 1.27
Bacillussp. YA-14  p-12 9.53
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