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Fig. 1. Construction of the plasmids pSUPBT and
pSUPBTR.

The 6 kb DNA fragment between EcoRI sites of pES1
was isolated. The EcoRI ends were modified to give
BamHI sites. This 6 kb fragment was inserted into the
BamHI site, treated with alkaline phosphatase of pSUP
2021 to construct the plasmids pSUPBT and pSUPBTR.
Orientation of the inserted BT toxin genes in the plas-
mids pSUPBT an pSUPBTR are different each other.
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Fig. 2. Photograph after southern blotting of DNAs
from P. fluorescens containing BT toxin gene.
Eight micrograms of each DNA were digested with
restriction enzyme Ec¢oR], fractionated on 0.7% agarose
gel and transferred to nitrocellulose paper for hybridi-
zation. Plasmid pSUPBTR were used as a probe after
labelling using a primer extension method. Lane a: KR
164NR; lane b: KR164(pSUPBT)# 2; lane c¢: KR164
(pSUPBT) £ 3; lane d: KR164(pSUPBTR)#2; lane e:
KR164(pSUPBTR) # 3.
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Fig. 3. SDS-PAGE pattern of the protein extracts
from E. coli and P. fluorescens transformants.
Lanes 1 and 7: protein size marker; lane 2: E. coli HB
101; lane 3:E. coli HB101 containing plasmid pESI;
lane 4: P. fluovescens KR164; lane 5: P. fluorescens KR
164(pSUPBT) # 3; lane 6: P. fluorescens KR164(pSUP-
BTR) #3.
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Fig. 4. Densitogram of protein pattern from SDS-PAGE in P. fluorescens KR164.

A: P. fluorescens KR164, B: P. fluorescens KR164(pSUPBTR)# 3
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Fig. 5. Transmission electron micrograph of insecti-
cidal crystal toxin formation in P. fluorescens KR164
(pSUPBT)}# 3, 12,000X (bar=1 um).

cp: Crystal protein toxin
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Expression of Bacillus thringiensis HD-1 gene in rhizobacteria Pseudomonas

fluorescens KR164

Yeong-Yil Kim, Young-Hwan Rhee and Heun-Soo Kang*(College of Agriculture, Chon-Nam
National University, Kwang-Ju 500-757, Korea, *Central Research Institute, Mi-Won Co.,

Seoul 130-020, Korea)

Abstract : The plasmids pSUPBT and pSUPBTR were constructed with a vector pSUP2021
and the BT toxin gene in the plasmid pES 1. The plasmids constructed were introduced
into the antagonistic rhizobacteria P. fluorescens KR164 by conjugation and P. fluorescens
having pSUPBT and pSUPBTR were named P. fluorescens KR164(pSUPBT) # 2, KR164(pSU-
PBT) #3, KR164(pSUPBTR) # 2 and KR164(pSUPBTR) # 3, respectively. The BT toxin gene
were identified in all transformants by Southern hybridization and the final product of
BT toxin gene was identified only in P. fluorescens KR164(pSUPBTR)#3 by SDS-PAGE.
This crystal toxin protein were also observed in electron microscopy.



