£ 4 I % IR, 5(2):160—163, 1989
Chinese Journal of Biotechnology

s Bt Bt B Bt

BE/NRBRARHTHREXH
HE PR SEEFORIA

W F BEES

(FEAZRBEDHREK, L3O

RN R R EET A, MIR/NE
BEEHESNIEBERERD TN, ThERy
FA M EENREER SRR ERTER
FEENER BN,

AXBETHA B FTHEMRN K&
PGA46, TERERETL N TR RE7E R AT B 3R
EMIRETEN DNA B, R FmEARRT
W EAT, FMANARERHAEITESRY
BRI RIS RMT TR A, o FREM
PRI FHR,

Mo 5 ¥ E

=) #8

1, & E. coli 1161 (pGA46) (Te®
Cm* ) WM EE, coli C600 (F~, thi-1, thr-1,
leu B6, Lac Y-1, Ton AZ21, Sup E44,A7),
A AR, MM RE(Micromonospora
echinospora) MB14-456/ & £ 5 % ¥, E.
coli No, 8-1 HAMMBHNSE NN E
B,

2, $EFE. LB ERXRCE4, LB &
REFREHLBRFEML 2% WHASTR, ME
B R EE N . ORI RARR
RS R 513 k.

3. TEK: BAtERNTE BamH [, Eco
R, HindI, PstI [ RN,,. ¥ E {3
Boehringer-Mannherim 4y 717" 5 REMERY
FiBel I, Sal ], SausAFDNasel, Polym-
erasel, T4%:EE)y Promega AR=H, &H

MK AP E Merch/A J]7% 42,

(o) Ak

1, DNA porBEmEd. AREEEAR
WEFR DNA, HAFASEEREF L&
ST R AS R RABIDNA 41, B gtad
HEUKEBFRDNA, £50,79% HAR8EE Bt ke
T 4 i FRAIDNA 19 FiMarmur & Hi4 A
BTE-2DNA !, BD,A, Hopwood Ty
BRI ARESDNA, FHTaM .,

2, DNAMER , SRNETRET AT
rafE FRE BT,

3, EEp, FIRELBSFERNGEE 25T
B, EEHETERORBIESFEL B HE
F,

4, DNA #3%8: B4 TFREFH EWNTE
BT, Southern#fEfnSouthern o3 KRk
HEE. BROF%. Ric#H4ik BRLA ] Nick
Translation agent Kit P RSB TE:
T B R s R AT .

# R 5 W #

(—) RIAGFSHERDRE

fiBgl I TR E EpGAL6, FISaulAff
SEBERTNATRES DNA, FiT4 DNAER
BN AR ADNAK B, BU-KBITEE,
coli-C600, ESHEERRNAEMEE B F
A R RATIMEAEE G, HRB 1204
EHEE, RE1,

A3 10884E 3 H30B i,

© PERZRMEVARTATIKSHRES http journals. im. ac. cn



2R BO¥FE: BRNLREEDHTHBERBITRE PR isk 161

Micromonaspora

t'{‘f{i').‘l’l.\‘]i(h"ﬂ
DNA
Bl complete Sau3A partial Bt ARSKGALHRBHMY
digestion digestion Fig, 1 Schematic diagram of construction
! of recombinant plasmid with vector
T4DNA ligase pGAss
Transform Jf2.rofi €800 Huw (No,DmsBasrREtd s Tom

Select Cin. TL colones

o g RN B DNA R B o1, 45kb

DNA fragmeni of Micromonospora echi-
nosporg (heavy line) was inserted info B-
glll site of pGAss

Balll

Hing'Bain

Byulll complets

digestion

EeoR1

Balil

fodakh

( 4,58 1k0 _.1_‘}'1 Psll »

Byl

\ T Bylll

n\iﬁ“ﬁﬁm
TADNA ligase itsell Cnsert-nlo Bgll sitesof

PE ARy Butll digestion
Traoslmsn £ ooff Cdon
Selecl T Cm' eolunes

Transformfl coff  Cald
Selocl Ter Cmd culones

ZeuR1
EeoRI Feu
Cm
No.l
5.84kh .l\p'? Pstl
. Bullt
Pst1 _—
Hindli Byl Hind " “pytal

C bt not Ter hath Cnv Ter

Hz FABlIvZmBURE Not REE
Fig, 2 Schematic diagram of subcloning of recombinant plasmid No, 3
% L.45kb WABRERFHTFER
Only 1,45 kb fragment has promoter activity

© PERZFRMEDT RIS

ournals. im.

©

13}

Q



162 A ¥ T

I 5 %

(= EA#SXIROFRTESR

HAR LR R EANR, FRELI4s
TRE T RES AT, 0,7 0 S IS R B g i ont 2L eh
No 1filNo 2 #7 TaFRENE, FRLERI
-C, HNo UGAKBEEEASFENL88 kD
FEMAREINo, §8-11% 85/, DI EcoRI FiDp
Sppl A, WRHESTEAN 1,45kb (8
RI-D) , MERETMRFPIEWEENo 1 B
30ug/ml, No 2240png/ml, #5131 pGA4ds
10pg/ml, G AT B RARIERFITREAT
B, RN, ME SRS EE,

() BERRMGEE DNA RERBEE

MBegl I, Hind [ . PstI B Hind § + Pst I
SrEIPE MBS oG A46 TN E AR Noot, &
0,7 % i) Bt TG 0 068 JRE L A A R, BRI
MTE FEA BT Ah A $ hpG Ade I (BRI -
D 6,7 FraR) o RIAEHARRH IR ARR R
H pGAds,

(m) BARMHEFEST

HiBgl I B4R No, 1, Bk i 1,45k By
BATE:, Fo-12p FRi0HE T BUERNEL, @
AT HEENE S BN REHEDNA,
KEAT £ DNA R ipGA4s, ELFKINo.1

MEEE. EEEH: L4k R B 5
fE/NELTES: DNA fnE M R A REE, &
MR L-A,BE— BT, 45kh MHE A F R TESDE
RS E Tl NFol

(B> EARBMEHLE, coli Coo0

T Rl R BRI RR AR R T R A, Al
EHAE No,L )5, HHELE.coli Ca00, &
P, No IWTRIIERAIHER (6,22x104) ##
L KB ECB00, FrigitibFauins B MEKE
R IFRIDNA R 47 BE SR IGE S PR,

(&> HNo, 187 45kbiBARBERE
B pGALG

Fl Bgl IR4MBEMNRE No,l, fBiB3
FATAFEE, H1 45k b N B, 55 Bl |
EEvpG Al T BAHE , S0 -K B E Ceo0,
AR E T, SRIEPGEEHHEE
BIEEL T, 354 30k bR B B SHES T L
KBITE Ce0o, MMBHEMM-FRERDE R
FiE (LB 2), e ER200M 0T
TE&KN, RAHXS No,l EFE I, Ril
B, BEEN 0,1 R H R4 REENL, Bih
LT R iB4r DNA FUE KRBT EP R
BEN T IR,

$ * X &

t 13 Gynheung, AN, et al,, J. Bacteriol., 140:400—407, 1879,

[2) BiEHS, HidFE, 12(2)120—126, 1987,

C3)] BT, BE2EM, 13(5):330—339, 1986,

[ 41 Maniatis, T, et al,,
1982,

(5] BEBSY%, MEHEM, 18(3)185—201, 1978,

Molecular cloning, A Leboratory Manual, Cold Spring Harbor Lakoratory,

6] Marmur, J,: J, Mol. Biol., 3: 208—218, 1861,
[ 77 Hopwood, D A, et al,: Genetic Manipulation of Streptomycess A Laboratory Manual, 1985

© PEMZRMEDTRMATIRKSHETT htto

journals. im. ac. cn



2H EWTE: RANAREBST B A BT mRs 163

CLONING AND EXPRESSION OF MICROMONOSPORA
ECHINOSPORA PROMOTER IN ESCHERICHIA COLI

Nie Liping Xue Yugu

(Institute of Microbiclogy, Academia Sinica, Beijing)

Sau3A partial digested DNA fragments from Micromonospora echinospora
have been cloned into promoter-probe plasmid pGA46 which had been digested
with Bglll, Transformants with Tc® gene promoter-bearing plasmids were
selected on the medium  Electrophoresis showed that there were common vector
"pands in Bglll and Pstl+ HindIII cleavage patterns of the recombinant plas-
mids, Hybridization studies revealed that the 1,45 kb fragment inserted in the
recombinant plasmid No,1 was homology with Micromonospora echinospora
DNA

Qur results indicated that some DNA fragments of Micromonospora echi-

nospora have a promoeter function in E, coli,
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Nie Liping et al,: Cloning and expression of Micromonospora Plate T

echinospora promoter in Escherichia coli
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