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Table 1 Strains and plasmids

Strains Source

E.coli HB1o1

Main genotype

Institute of Microbiology,
China Academy of Sciences

F~, hsdS20({rs-, ms-), recAls, ara 14,
proAz, lacYil, galKz, rpsLzo(Sm?®), xyl-5,
mtl-1, supE44, A~

E.coli HB101

(pBE1) This Institutel?

as above, Amp*, Knr

F-, thi-1, thr-1, leuBs, lacY1, tonAz1,
supE44, A

E.coli Cgoo This Institute

F-, recA1, endAt, gyrAss, thi-1 hsdRir
(ry~,myi~)s supE4d, recAl, i~

E.coli DH1 This Institute

| Imstitute of Microbiology,

B,subtilis GR1o0
China Academy of Sciences

trpC gra-10

B.subtilis BRB1 | metB, sacA, Amy- | Given by Dr. Palva, 1.

ASI?I‘[?:;E:;)%SBI 10y | tt¥C2» metBs, lysz, Kn* This Institute
BBEI  Curomosome AKmig A GBI EATRHES1%
O opee o B % iE#F Amp(50ug/ml) 4 LB
s [ > P L SRR R © BT R
— ey Tc')l;at;le;{rg;;gn FeMERBRAEKER (HI-A),
{DNA ligase .'\l it 6 4\%%%%%"55& DA v
y PUBAZ %, ARERER: 15, 4 5EL
Recombination ToDNA lgsse  BOROW, 28, 58, 6 BHAHR
| P Fer ™™ = Fam  [Rama 1 K. BT BILRIKTE PBEL 4,
Extration of X~ 3 SEP& FRS T RILRHE
‘pBEA1—DNA Efﬁ[ pBE ]-j:o

BEFHE I BHEHNESHE, B
REL R IBIFEHB-101, BEE4C
1T W RE W oR B A K R L A, 2R
T # 2 & BURFS (bR 5 4T 8 Ce00

f1 DH1, R#&EREARFEE, Hit, @

Detection of g-Amy pBEA] pUB110

-positive Colonies

Hi1 c-REMEETEREH
Fig.1 Scheme for cloning of g-amylase gene

TS, BHEBEFSR ETEER

(Amp) 50ug HIBEFRPETHR E, 37°C 5
Ft16h, LEGELT 4221, FHx422
MHEHFES B AT Amp BT R
MAmp. Km(50ug/ml) (K& ) W
FR L, BB KmBAEENELAT 411

A~

o

2, o-{EMMERRBEORE. 41

© HERFERMEMHARAATIKSHEET http://journals

SU AN EIZ R RN S He-TEME RN
B, BitRERAESLHN PBEAL,

3. SNER B BIRESER
PBEA1 DNA F#43 Sepherose 2B H:4r
Baifh, EERTH4AWFA DNA, ‘M
FH BamH1, EcoR1, Bgln, Pst 1.
Hind Il fiPvuT % 6 R &8 Hikfra

im. ac. cn



336 £ & I B % # 8%

EEEBR, BERN AL 1 % TREE M B
BRI ST AT, XL EBTER
B B RSO O7 T B BT MR AL,
HENE—RERATE, LF2, £
el EX #t— SR A B AT HEF

47, £2%H PBEAL @Y ERE, WA

2,

¥ 2 BEpBEAIRRURENGTR
Table 2 Size of restriction fragment

of pBEA

[ J 7| I R F B K A kb
Rstriction enzyme Size fragment
Bgll 7.367 4.230

EcoR 1 8.730 2.867

BamH 6,010 3.646 1,941

Pst I 6.040 4,440 1,117
HindX 6.050 3,000 1,847
Pvul 6,300 2,930 1.281 1,086

B 2 pBEA! B#HKEHK

Fig,2 Restriction map of recombinant
plasmid pBEA1
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Fig.3 Restriction map of recombinant

plasmid pUBA2
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Cloning and Expression of a-amylase from Bacillus

subtilis in Escherichia coli and Bacillus subtilis

Xiong thi Tu Zhuxing Zhou Heshang Wang Xiaoping

(Institute of Microbiclogy, Jiangxi Academy of Sciences, Nanchang)

With a mutant strain of Bgcillus subtilis 168 as a donor and plasmid
PBE1 constructed by ourselves as a.vector, the c-amylase gene was suc-
cessfully cloned and expressed in E, coli by means of Shutgun method,
This a-amylase gene was situated in 7367 bp Bgll restriction fragment,
which was then subcloned and expressed in Bacillus subiilis by using pla-
smid pUB110 as a vector, It was also examinaled whether the fragment
mediated glucose repression resistance of GR10 to the synthesis of a¢-amy-
lase in this paper,
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Xiong Zhan et al,. Cloning.and expression of a-amylase Plate I

from FHacillus subtilis in F'scherichia coli and Bacillus subtilis

A, EREEHVOLENKBEFE

Colonies of E, coli grew on starch plate

B, £k#ERBHTLENHEITHE

Colonies of B, subtilis grew on starch plate

C. pUBA: #&xkH

Agarose gel electrophoresis of pUBA2
. pPUBA2z DNA; 2z, pUBi1c DNA; 3. DNA digested by Bglll

D. pUBAz SRR B ik B

Agarose gel electrophoresis of pUBA:2 d1gested with Bgl] and PstI .
DNA digested by Bgll; 2. pUBA2z digested by Bgll and Pst]
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