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ABSTRACT

The gene for a surlace layer protein [rom Baciius thuringiensis
subsp. israelensis strain 4Q2  which had been cloned into Escherichia  coli
DH3a (pAC T was translerred into B 7 7. steain ¢4Q2720 a mutam strain ol

3.1 i strain 4Q2 which docs not produce S - layvers.

The recombinant plasmids were constructed  using a  shuttle
plasmid. pBS1672, pACS11T and pACSII, containing a4 1.5 kb fragment and
3.2 kb fragment of S - laver protein gene. The recombinant plasnids pACSITTI
and pACS1] were transtormed into £ colt DH5o by competent cell technique.
Then the recombinant plasmids. pACS{11 and pACSI1I, were transformed nto
Bacills subtifis: M1 - 113 and B¢ 7. strain ¢3Q272 wvia electroporation. The
expression of the S - laver protein in recipient cells was confirmed by Westem

blot analysis using an anti - S - layer protein antibody ol stram 4Q2. Southern



biot hvbridization was used to confirm the presence of the S - laver protein gene
in the transformants, using a biotinylated 1.5 kb fragment ol the gene as a

probe.

The S - layer protein gene was transferred [rom 7 4 strain
cA0?72 to strain 4Q272 via a conjueation - like process by millipore mating
fechnique.  B. 7. strain 4Q272 does not produce S - layer whercas stran 4Q2
produces a S -laycr. It was [ound that the frequency ot transter was between

707x 10" 10 1.23x 107 and 5.95x 107" 1o 1.89 x 107 respectivelty.

This study it may be concluded that there 15 no  cemelation
between synthesis of S - layer protein from plasmids pACSTTL or pACSIT and
penicillin resistance 1 B 7.4 B i straing 4Q2 and 4Q2 - 16 possessed high
levels of penicillin GG resistance, with a mean inhibitory concentration, at MIC
ol 10.0 me. bul strains ¢4Q272 and 4Q272 were susceptible to as little  as

0.010 to G019 g of penicillin G

[nvestigation  of  plasmid  stability 0 transformants and
transconjugants showed that the plasmid carrying the 5.2 kb fragment was more
stable than the plasmid containing 1.5 kb fragment.  The recombinant plasmid
pPACSTI was more stable in B 1 /. over 30 days period than that in B suhiilis

MI- 113 (stable only in 21 days period).



