B & % % iR 35(6); 404—409, 1995
Acta Microbiologica Sinica

IRPIANE c-ENRERNTERER
TR EREPRR"

MEF BRIk EeR

ChERSEMEBF AT LR 100080)

W E LZEHER oCNeo XEik, KBITHE C600 AZERBTHIRIA LT (Bade
mycopsis fibuligera) G45 Sau 3A BHE, WERXEHREREHFN DNA HiE (LR
EREE; (Saccharomyces cerevisiae) BJI1991, HHPUART e-rel BB 7. e
BRI FEAR DNA F B 7.0kby XHEA DNA BN fE «-RREE
BErF Pstl-Sall 3.9kb BB I, EXI-FHT Pstl-EcoRI g5 1.3kb R+ AW HE PGKL
1.9kb R E# «-Eh AR TE 2 HEATR «-wRBEERABER.

X@iE NERAER..-EBE. FRE. EEERE

REBDRRE L TOEEEE, BURAS SR R REIE D, Hik Lt
MAMRARGRAERNIR R, ESBBERITUMEURBDERE, BRI
R REABRTERRE, FREmRERENR, BARRRARBERER
BT BRI G , SRR B LR, MR B R B Tl R SRt
HFo

SR N B RO K W B 5 (R B R B , N B RS B 4T T 7,
HERRERE POKI BAITREHERSKBEERN B3 TR, §5 kiR L EG
FEHPR RN,

1 By

L1 WEfRE

E. coli C600, M7 B 1} (Saccharomyces cerevisiae)1412-4D (a adel leul trpk
gall), BJ1991(a pep4-3 ura3 leu2 trpl gal2); MU TIE (Endomycopsis fibuli-
gera) G5, 0L FRBRISAAEBRE, pCN6O F1 pVC727(PGK) Sl A s bgg™y,
1.2 X

LB Bi%%: KGHERSEAE; YEPD RiE, MEBEEZLKAML; YNB E
E: BRUEEARRE, TMAEWEFREROBMER; YPS B4 ZRREAE;
YPSB ¥E5v&.: YPS REsvibim LB &R, BT S YR KRR e Ho
L3 mfoEn 4

EcoRl,BamHIl 3 T4 DNA EHEEAHERFREYMWIET R EARN 5

* ERBSAHFELBBEA,
FIXT 1994 5 9 f 13 AYWE,

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



¢ XNEFF: MRUREER .- ERBERNEENERERSh &R 403

HAWNYIEM CIP 24 Promega AR EFEEE, WHENESEHADERE
A YR SE T,
1.4 DNA #EfosiiL
L4.1 C600(pCN60)JRE IREMSEI{L; #% Sambrook 5 ABJ5aks4T,
1.4.2 G45 Zufafk DNA $l&: HA&dE Cryer'¥ H:,
L5 BEEEEAENGR
1L5.1 #H{k DNA fil#&: &hi{thy pCN60 JiER DNA,R| BamHI Eghl, 4B ik 2 B A
B&H4L, B CIP Bi7ER i,
1.5.2 5~9kb Hufafk DNA R EBMSE,: siiLi5H) G45 66 & DNA £ Sau3A [
H,5%~35% BEEEBEEE G, PEERFET 5~%kb FRe,
L.5.3 DNA FBEse: #3x [3d] #f7,
LS54 KEpfFefefe: HOURR [3e] #E1T; B RER LB/ BEDRE S B 1T,
1.6 HAFHENET

PCN60 PRI ERLHHR—I BamHI BHIfL A, FFEHFE wpl XE, &
BamHI EgH1)5, 58 G45 8 4i{Lry 5~9kb DNA H BB HEH) pCN60(G45) 2
MBENRSF upl BIREFRICH Apt Ter Hibkieiiz id, # B pCN60(G45) i A
DNA,¥:{b E. coli C600 BRI TRAR Amp Tet' Hufdl, HrIehEEH ki
3% BamHI EgYJfRK. DNA, HABK/INSHMEN AR, B R4/ KR
DNA H{LBERE BILISIL, JIEHRATOXENNBAER, REWEEST YPSB %
B L, T 28°C RS 6d 5, BERET 4C dd&, SRaIMNERKREEEENBRR
B, THKERETE R s e HREE,
L7 o-ERBRIENE

o-UE By R 7 B SE B SR 6 105 B2 9k 4T
L8 o-ENWNERARBRNKTEN

YK EE 2 DNA 4y9]F EcoRI,HindIll,Kpnl,Pst] 1 Sall FTHEETINES
Eav), ISR R M E S R BN, R RSN, BE X B T ke,
E o ERmERNMERKE,
19 H PGKl gap3RESHREZDHFR _

% pVC727(PGK1) JREAL DNA 8 BamHI % EcoRl iE§H),43 3 1.9kb PGK1 %
BF B, 5 AHA XK pCN6O(G45) R DNA ##, BB R4 PGK1 B3TF
N o-ERBERNABNRMEN pCGA,

2 RN R

21 BEREERENGR

pCN60 DNA #) BamHI Bt SfEA S~ 9kbG45 Hufafh B, i pCN60(G45)
AL, ERA Amp Ter FUiidhiERicm upl BHESIRIC, EETENK R
WA 1 iR FI pCN60(G45) FiKL DNA $4t E. coli C600,3:/8%] Amp' Tett 4
FH 4T, NERBEAREY 85%, MXEGRREFR DNA 2R EER B)

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



406 moxE B T # 35 %

1991, B T4 3.5 HAKAT, HAFERHN 3.0 X 10°/ugDNA,

C45 chromosomal DNA
SausA

5-0kb fragmeats

PCNeo (G45)
12-1kb

B MENARE G4 ERENARR

Fig. 1 Copstruction of genomic library of Esdemycopsis fibuligera G43
H = Hindlll, B = BamHI,E = EcoRI,K = Kpnl,P = PstI,§ = Sall,
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Fig. 2 a-amylase activity of yeast transformeats
A: Transforments; BeCell-free cultuze fluid.
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Fig. 3 Analysis of plasmids DNA digestion
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Fig. 4 Restriction maps of the inserted DNA segments of a-amylase gene
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Fig. 5 Cosnsiruction of pGA expression vector
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CLONING AND EXPRESSION OF THE a-AMYLASE GENE
OF ENDOMYCOPSIS FIBULIGERA G45 IN
SACCHAROMYCES CEREVISIAE

Liu Yufang Chen Yumei Cai Jinke
(Instisuze of Microbiology, Academic Simica, Beijing 100080)

Abstract Endomycopsis fibuligera G45 genomic library was established in E.
coli C600 with E. coli-yeast shuttle plasmid vector pCN60. Four transformants
with amylolytic enzyme activity were screened by transforming recipient strain §.
cerevisige BJ1991 with the hybrid plasmid from the genimic library. Gel electro-
phoresis results showed that the size of the inserted DNA fragments was 7.0kb.
Subcloning of the inserted DNA fragments showed that the cloning gene was loca-
ted in the Pstl-Sall 3,9kb fragments, the promoter region was in the Pstl-EcoRI 1.3 -
kb fragments. By replacement of the promoter of the amylolytic enzyme with a
strong promoter PGK1 (1.9kb) fragment, the amylolytic enzyme activity was higher
than that of the original transformants (pCN60(G45)). _
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