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Thermus sp. YBJ-1

361005
YBJ-1 16S rDNA 1511bp Thermus scotoductus 1TI-
252T 98 % PCR Thermus sp. YBJ-1 amyT T
amyT  ORF 1767bp 588
Bacillus stearothermophilus alpha-cyclodextrinase Thermus sp. IM6501 Thermus sp. IM6501
maltogenic amylase P%  96% neopullulanase
81%
Q93 A 1000-3061 2004 03-0434-03
Brock
Thermus aquaticus 1.1.4 LB 5 2% WIV
Phytagel
PCR 1.1.5 1% WiV
Taq DNA 1.1.6 5 LB
PRETAQ Thermus aquaticus — Thermus Ri41A > 1.1.7 g/L NH,Cl 1.0 K,HPO, 0.3
90C KH,PO, 0.3 MgCL 0.2 NaCl2.0 KCl0.2 CaCl, 0.05 Ye-
ast Extract 1.0 1% WiV
1.2
1.2.1 1.5 mL
ddH,0  1:100 5mL
70°C 80°C 90°C 100°C 3~7d
’ 65°C
90°C 5 mL 65C
Thermus sp. YBJ-1
1.2.2
1
1.2.3 DNA 45
1.1 1.2.4 165 1DNA ° 1 5
1.1.1 AGAGTTTGATCCTGGCTCAG3’ P2 5" ACGGCTACCTTGT-
4°C TACGACTT3’ 16S rDNA
1.1.2 E. coli DH5a T- 95°C2min 94°C30s 55°C30s 72°C 2min
Promega 30 PCR GENECLEAN [I KIT
1.1.3 Phytagel ~ Starch Sigma GENECLEAN I T- E . coli DH5a
KIT BIO101 Taq PCR MBI 1.2.5 PCR amyT DNA
2003-09-09 2004-01-02
“ 863" No.2001AA620111 No. 4-2-4
* Tel 86-592-2195303  Fax 86-592-2085376  E-mail wenjian6308 @ yahoo. com. cn

© PERZERMEMHARTATIHESHIEL http://journals. im. ac. cn



3 Thermus sp. YBJ-1 435

7 PCR amyT
w67907 pstart  5'-ATG AGG AAA GAA GCC ATC CAC CAC-3’
w67908 pend  5'-TTA CCA GCT TTC GAC CGC GTA AA-3'

PCR Buffer 10pL. ANTP 10p.L
10pmol Mg** Immol/L. Taq  2u/100puL
ddH,0  100pL 95°C 2min 94C 30s
60°C30s 72°C 2min 30
BIO101 ~ GENECLEAN [ KIT 3:1 Promega
T- E . coli DH5a PCR
amyT
1.2.6
NCBI
2
2.1
3d 70°C
80°C 100C
70°C
65°C 65°C
2.2
2.2.1
2.2.2
65°C
2.3
DNA 16S rDNA 1.5kb
GenBank Thermus sp.
97 % Thermus sp.
NMX2 A.1  Thermus scotoductus 98 %
Thermus sp. Thermus sp. YBIJ-
1 16S 'DNA  GenBank AF448817
2.4 PCR amyT
bp
— 3000
— 400
1 PCR

Fig.1 PCR amplification of amyles gene with degenerate primer
M 100bp DNA ladder
1 PCR product about 680bp

2 PCR amyT

Fig.2 PCR amplification of amyT gene
M A DNA/EcoR 1 + Hindlll
1 PCR product about 1.7kb

Thermus sp. YBJ-1

wd4494  +
CT TG-3" w44495 -
AG AGCT C GT C-3'
1

55%-ACTACGCGCITACTTACTTT
5'-TCG TTC GCC ACA TC AGCT A
680bp

Bacillus stearothermophilus alpha-cyclodextri-

nase IM6501 Thermus sp. IM6501
maltogenic amylase gene
Pstart ~ Pend amyT
1.7kb 2 amyT T
1767bp GenBank AY064726
amyT Bacillus

stearothermophilus alpha-cyclodextrinase CDase ~ 99%  Thermus
sp. IM6501 maltogenic amylase ThMA ~ 96%
thermophilus IMA6503 neopullulanase NPLase — 81%
stearothermophilus  TRSA0  neopullulanase NPLase T~ 81%
2.5

Thermus sp. YBJ-1 80°C

CO,

Bacillus stearo-

Bacillus

99.8% 8
80°C
Thermus sp. YBJ-1

CDase  ThMA
amyT Bacillus
stearothermophilus ~ CDase
99% Thermus sp.IM6501  ThMA
96 % Bacillus  stearothermophilus IMA6503
NPLase  Bacillus stearothermophilus TRS40 NPLase T
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Isolation of Thermophilic Bacteria Thermus sp. YBJ-1 and Cloning of Amylase Gene

XIONG Peng-Jun WEN Jian-Jun™
The Key Laboratory of Marine Biotechnology — The Third Institute of Oceanography ~SOA  Xiamen 361005 China

Abstract Thermophilic bacteria strain YBJ-1 was isolated from hot spring samples collected from Yangbajing Tibet. The 16sr
DNA sequence of YBJ-1 1511bp in length shares 98 % identity with that of Thermus . scotoductus strain ITI-252T. The full-
length ORF of amylase gene of YBJ-1 amyT was amplified by PCR technique and cloned into T-vector. The complete sequence
of amyT is 1767bp in length coding for 588 amino acids. The deduced amino acids share 99 % similarity with alpha-cyclodex-
trinse of Bacillus sterothermophilus 96 % with maltogenic amylse of Thermus . sp IM6501 and 81% with neopullulanase of Bacil-

lus sterothermophlus .
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