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Bacillus subtilis TISTR25 was isolated from soil in Thailand and produced both
Treutral ~and ~atkatine -proteases: Ctromosomal ‘ONA—of 8. ‘subfiis TISTRZS “was -nserted “info
expression vector pGEX-2T of GST Gene Fusion system and transformed into £. colf HB101 and
shown gene expression of the fusion protein. The trénsformants were screened on skim milk plus
IPTG and ampicillin plate. The result of colony hybridization showed signal of neutral protease
gene. Succinate containing basal medium was used as a carbon source for the bacterial growth in
-24 .hours to -assay -protease -activity from transformant .No.97. The -enzyme showed .an .optimum
activity in buffer pH 8.5 with 305.08 unit/ mg protein. This enzyme was completely inhibited by 5
mM EDTA and remained the activity in 1 mM PMSF.This results confirms that the neutral protease
"were definitely produced-from-the-transforrmant No:97. The-fusion-protein was purifred - under-miid
condition by using glutathione Sepharose 48 affinity chromatography column. The specific activity
of free neutral protease was 1,289.18 unit/mg protein at pH 8.5 after thrombin cleavage on the

fusion protein. The purification foid was 4.23 and the molecular weight of the free neutral protease

was approximately 44,000,
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ATP
BAP

bis,bisacrylamide
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BPB
Bq
BSA

cDNA

Ci
Cip
Cm
DNA
DMF

M LIaITnE (degree Celsius)
HagnFN (milligram)

Aaadms (millilitter)

Anfiumg (millimeter)
ANIIANRULSY (absorbance)
n#aazAlu (amino acid)

uean
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persuifate)

\0#i# (adenosine 5' triphosphate)
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tia-azazalud (V,N-methyiene bis
acrylamide)

AL (base pair)
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dNTP

DTY
EDTA

factor X

GST

GST
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IPTG
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Km
lacl
LB
MCS
min

mg

ml

mm
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AleW (di-isopropy! flucrophosphate)
ABWTN (deoxyribonucleoside
triphosphate)

AYR (dithiothreitol)

2Avie (ethylene diamine tetraacetic
acid)

uramef X (blood coagulation factor
which is activated to factor X, by Russell's
viper venom)

N¥u (gram)

UNNWI

wulsiinganlateu ina-nsuaaiss
{glutathione S-transferase)
Budieafldlunedunnsinga-lsteu
LER P lITTR TR

heat shock protein
isopropyI—B-D-thiogalactopyranoside
Alaius kilobase (s) ¥ 1,000 Aius
snlfErusnaunsiedu (kanamycin)
FuAILANNITINIYeY fac repressor
mmﬂ.guada Luria-Bertani

multiple cloning site

Wl (min)

Ra@nF milligram (10° gram)

Lilag

Nadding millilitter (10° litter)
Llasdias microlitter (10° fitter)
Lulasnfi microgram (10° gram)

Rafiume milimeter (10° meter)
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PMSF

PVP

R r

RNase

pm
SDS

SDS-PAGE

sec

msec

SSPE

lulmnume micrometer (10° meter)
ﬁwﬁ’n'[umqa (molecular weight)
unTunfi nanogram (10° gram)
wnluiume nanometer (10° meter)
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AU (optical density)
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Aduesien {(phenyt methanesulfonyl
fluoride)
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18LFBUAT (round per minute)
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SDS-polyacrylamide gel electrophoresis
4% (second)

millisecond (10° sec)

single stranded

sodium chloride sodium citrate (3 M NaCi,
0.3 M Na-citrate, pH 7.0)

sodium chioride sodium phosphate EDTA
(8M NaCl,0.2M NH,PQ,, 0.02 M EDTA,
pH 7.4)
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1 mM EDTA)
N.N.N',N'-tetramethylene ethylene
diamine

voltage (1a9f)
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wild type

blood coaguilation factor X,



	ปกภาษาไทย
	ปกภาษาอังกฤษ
	หน้าอนุมัติ
	บทคัดย่อภาษาไทย
	บทคัดย่อภาษาอังกฤษ
	กิตติกรรมประกาศ
	สารบัญ
	รายการคำย่อ

