B E B FIR 2T (4); 322-128, 1987
Acta Microbiologica Sinica

ERIEFREAEEIHFHERE
KERTHREAHZ®

AR

KA

Gk ki

(EBAZEYR, L#)

MR B — R R S BT B (Bacillus sp. No. 2), HUIB MR T et AN
b DUTHEEREEHT BREA: pOA4e XNtk MiZsiisitatk DNA o, SiETHE 53
FH—ERBLHIAXKBREBERR . RS0 FNRSISHROTHAT (n pH.

NaCl) RgiREEo

RWA TSR R T K

EEl, #B¥EIRIE (extreme environ-
ment} FRIFMEDHERII R ANBHE
AP L= 2R N 0 S MEA: 0B Gied ca e
MO AU B T i A A sk b i BF 38,
A 2R T LT Tk Al —4
HERR,

FE R EYy (alkalophilic microo-
ganism) R—HKEREIREEd(pH 9—11)
I A R B Wi R o WA Koriko-
shi WM A chsayEe B o 0 4
PLUEAAERFATHERNRETHR.
ABFFIE T W IR 2 AOAT B 7= 2k - 4 s —
Rrr RN, SFEROBNEHES
5, LR T R R AT R —
EERNAEEZFBUNARBESOR
HEL e KB E B ERI#EK,

R, AREEBSEHEFIEABHE
FRIRE, BAREBEHIEBEXETSE
B R B T A 0 AR B T 2F AT
EES, aTABEEREEEARY
RUEHDRZNERREREEETHE
H 2R AR Ko

RIS EEEBREFRITEAT, 3
MBEIF iR RE pGA4S, W T AR

BT HAEEh T DNA BB, H#E
KEBHEGEIRE, XEGEht
BEFRRAZINHRERT (0 eH, NaQ
RES RN ST T iR

(—) &

Bacillus sp. No.2 (fufaik DNa {i{kgH, X
ERZEME B EHSH HEFTE

E. coli JF 1161 (pGA46) (B B KM EH
124t )0

E. coli C600 {thrB, leuB, pro, recBCY (A
FALZERE o

(=) g

1. WS B A YR R 2R Y,

LBREAEFERMESENTE /L):;
BEEs, L, BEHF 1, TEE 3, Hig
=W 4.5, FLE(AMERE) 5.8, 3k 15,pH
10.0,

3.HUMARBEREMESEBENR) (o
L): B9k 40, XM 60, BEE M3, M
WA 10, PH 10,0,

(=) &M

AT 1986 27 A 14 AH,
* Ak BB,

© PERFRBEVHRAAFIRKSHES http:// journals

im. ac

cn



4

PRk E %: R FRFEEDTOERERREET S RANER

323

B: Pa @ (LBHEWHT), Hindlll (BRL),
RNase (|- ¥ga:{bBT), A EM (L HRE_]),T.
FE ¥R (Bochringer),

(m) Raks pH-ZEHdbiMNE

ot Bacilius sp. No, 2 BEWHT Sml REHERE
B SR, 37°C B 3E—RK, IR Iml i X F 40ml
EXRBEERED, 37C KRB 48 /o  4,000r/
min B0, Z B 0.5m! LiEEMA 9.5ml R F pH
#% g (pH 7.0,8.0,9.0,10.0,11.,0, 12.0),
W EBEEE %

(R) k2fs DNA &

% Saite J0 Miwra JFECT, KRG, W45 RIR
B TR ik, A 50pe/ml RNase T 377G
30 p ke RNA, Hufafk DNA AT TEth,

() pGAd4s FERMARME

£ Birnbein I Dely PUREMHIRZEE". B
Sepharose 4B FERCTEALRA DNA,

(&) B, E Lok

b -3
(—) R ¥MIT W (Bacillus sp.
No, 2) BF%

Bacillus sp. No. 2 fHufFiR, FHE &
F. A RRHEER M€ pH 7.0—11.0
Heekt, pH 10.0 £RKBIF (E 1), %
WS WMEAE, FEREA R EER
BV, BB EeHIE 10 AR (A 2),
55E4 K vH —%, 10m mol/L PMSF
AEMEERIIE T .M 10m mol/L EDTA i
RETEEBRIE 1B IK 50% , KB Bacillus sp.
No. 2 FiEZET —H I @
& EEAM (metallprotease),

(=) Bacillus sp. No. 2 B&RIF N
RERFRE

ALH R A L0k (shotgun), PR
HIRENEDRE Por 1 43 B DS 4bmE R 3 AOAF
B &tk DNA MBS &0 F 8k & TR pGA46,
RSN LHL DNA HA, ¥ KBHE (B
coli C600), HLAERBER LT 7 B3

Bl WmREFRFEEARpH TR R

Fig. 1 Grouth of Bacillus sp. No. 2 in medium

with different pH
1. pH 7.0; 2. pH 10.0; 3. pH11.0

09F

ODs20nm

2.51

0.3r1

7 épH e 10 1
B2 ol AECKREINEE
Fig. 2 Effect of pH on the proteinase activity
THERELT(E3),

pGA46Y 23T 524 2.9Md (£ 4.5kb),
WHATENL (Cm) EEE L B3
FROERRAEER (Ter) (H4), E
coli JE1161 (pGA46) fEHL Cm, {H Tc i
B (Te ¥ B2% Spg/ml B, REEER), #
PGAA6 MIPARDIMERE RS sy Pol,

journals

© PERFRHBEMHRAMIBKSHET http

im. ac. cn



324 B O£ B =% Ei:3

7 ¥

pGAd6
Pst 1
¢

Ligation
F.%; 3
it

[ nil 3
. i

Transformation

: Fstl
- BE% T
Selection
Pst 1

/ Pst
t1

B3 M Bacstlus sp. No. 2 P RERFHFE
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B 6 pFA REFKATHERORN DNA mikE
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Pig. 7 Effect of pH on the expression of pFA
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CLONING OF PROMOTERS OF ALKALOPHILIC BACILLUS
SP. NO. 2 AND EFFECT OF SOME FACTORS ON THE
EXPRESSION

Chen Yongqing Song Dazin  Xu Gangfeng

(Deparimen: of Biology, Fudan Universizy, Shanghad)

A strain of alkalophilic Bacillus was ise- controlled by environmental factors such as
fated from soil, and its fundamental chara- pH and NaCl concentration.
cteristics were examined. We cloned fragme-
nts containing promoter from its chromosome Key words
DNA with the vector of promoter-deletion
plasmid pGA46 in E. cofi, and found them

expressing well. Some of these promoters were

Alkalophilic Bacilius, Promoter; Expres-
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