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The aim of this stucly wes to sutclone CGTase gene from Bacillus sp. ALLIn E coli recombinant
plasmids pCSBCH o pCSBCS, into an expression system of Bacillus subilis host using pUBLIG, Bacillus
5. DNA vector and pHV33 as the DNA vector  However, subloning of CGTese gene into pHV33 at
HncH, Sall 1EcoR! sites and subcloning of OGTase gene into pUBLLO at EooRl Pwull sites were
usuocessful. Singe, the vector pHVA3 and OGTase gene containing fragment from pCSBCH could not ke
prepared for ligetion by cleaving &t the designing of restriction sites, and when QGTase gene from
pCIBC or pCIBC8 was subcloned into pHVA3 it appeared thet there were no transformant at all. | wes
later found out thet the OGTae actmty in pCSBC5 and pCSBC8 ooud not be  detected
Thereforerecloning of the OGTase gene from Bacillus §p. ALl into the plasmid vector pUCIS wes
performed. The CGTase gere fragments were isolated from Hindlll-digested chromosomal DA of
Bacillus sp.  ALL via CNADNA hybridization using pCSBC s @ DNA proke, then ligeted with Hinalll-
digested pUCI8 and transformed into £ coli JMIOL  More than 1,000 transformants containing
recombinant plasmics Were screened for dextrinizing activity by iocine test. It appeared thet only one
transforment, ramely no.17, showed derinizing adtivity by hycrolyzing starch resulting in clear zone
formetion. To ascertain if the plasmid isolated from transformant no.17 confained the OGTase gere, it wes
ybricized with 2 CGTase gene probes (L7 and ) prepared from the OGTase gene in pCBC  The
DNA fragment 354 Ko from the Hindll-ligested recombinant plasmid no 17 could hybridize with both the
lebeled 17 and 3 Ko CGTase probes from pCSB(S.  Upon subculture, however, the transformant no.17
lost its clxirinizing activiy.
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ABBREVIATIONS

a Alpha

Am Ampicillin

0 Beta

bp Base pair

CD Cyclodextrin

cfu Colony forming units
Om Chloramphenicol

cm Centrimeter

cmz Square centrimeter
°C Degree Celcius

ddHz0 Double distilled water

DNA Deoxyribonucleic acid

duTpP Deoxyuridine 5’ Triphasphate

EDTA Ethylene diamine tetraacetic acid

EGTA Ethyleneglycol-bis-(o-aminoethylether)-N,

N'-tetraacetic acid

g Gram

8 Gamma

h Hour

kb Kilobases
kg Kilogram
Km Kanamycin

—

Liter
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s
min

ng

nm

ORI

PEG

Pg
RNase A
SDS

Tc

TCE

Molar

Microgram

Microliter

Milligram

Milliliter

Millimolar

Cubric millimeter
Minute

Nanogram

Nanometer

Origin of Replication
Polyethylene glycol
Picogram

Ribonucléase A
sodium dodecyl sulfate
Tetracycline
Trichloroethylene
Volume

Weight
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