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Table 1 List of strains
Strains ! Genotype Source
sup¥ hsdAs thi A¢lac-proAB) '
TG1 . This lab,
2 colf B (iraDss proAB* lac @ lagZA Mts)
.coli
recAl supE44 endA1l hsdBi7 gyrAss relA1 thiA(lac-proAB)
JM1o08 . This lab,
¥’ (traDss proAB* lac] T lacZA Mis)
S.cerevisiae |BJ1991] lexz2 trpl ura3-52 prbil-1122 pep4d-3 ‘ This Iab,
2 XBRARYE
Table 2 List of plasmids
Plasmid ‘ Cloning site Selection marker | Source
B¥Iis Salf, EcoR] Aprt, TRP1 This lab,
B¥D1e Salf, EcoR[, Hindl, BamHI | - Apr, TEP1, LEUz This lab,
BFDzs  |EcoR1, Hindl, BamHI, SacI'  Aprt, trpt, LEU:2 This lab,
YFDio4 BamH ][, Hindj ApT, URA3 This lab,
PAWY: EcoR], Sall, BamH] Ap¢+, trp1, LEU2 This lab,
PAWY:z EcoRI, Sal], BamH ] Apr, TRP1, LEUz This lab,

Sequenase B il E ¥ Fil 4 AR Ay Bloch-
emicals AR 5, Klenow i REF 5
PPN New England Biolabs 245]
5 Phosphatase alkaline i Boehrin-
ger Mannheim 28175 Zymolyase-
-20TH Seikagaku Kogyo A&~ H, o-
$:P_JATP f1v-* *P-ATP % Amersham
LEE R (R A R Sigma ]
fhis  Nitrocellulose filter 4 Schleicher
& Schuell A&7 i
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F, 0 fgk, BBEATE LRI H, ™
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8 Sal T fZ S8 T B B0 LEU2 &5,
BFD197E4# B B AAMISKOTRIEET,
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HANfERER, 5 Ag e LfER
REWEER. EAIEI T — 1 TRPL
EEEHS R EBWRE, HHE—1
Hind T £ 5 81 ZRESWULE 1), #H

Rk, WAREDNA, Eit X ISUNSFEMETRREFSELE
AHREARERE. BT BFDIOARN  FEIMABRREGEEESTEIEE.
HindIIT
5’ GTCCATTGGTGT-AMGCTTIGCGGCTTGE 3

3" =~-~~CCATCAAGACCAGGTAACCAC-TTTC-ARACGCOGAACG TCTCHTG T T =y’

™1

H: TRRIZESREINVHEFRAS
Fig.1 The nucleotide sequence of the TRP1 gene and mutation primer
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o HARITEIIHE| 72 TRP1 £ &
H5 S ABBRE, XS TRER
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Primer.
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Anneal
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Fig.2 The scheme of mutagenesis for TRP1 gene
I, EcoR]; H, Hindl; B. BamHI; S, Sac]
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Fig.3s The nucleotide sequence of the hEGF gene expression cassette
and mutation primer
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Construction and Application of A Dual Vector System
for Site—specific Mutagenesis in Yeast and

Escherichia coli

‘Ao Wanyuan Li Yuyang
(Institute of Genetics, Fudan University, Shanghai 200432)

The desired mutated trpl gene was obtained in both yeast and E,
coli using the oligonucleotide-directed mutation vector BFD19,. which
- was a shuttle plasmid- between yeast and E, coli and could produce 'sin-
« gle-stranded plasmid DNA in E, coli, Wiith the plasmid BFD25 . bearing
the mutated trpl gens and BFD19, we established an efficient screen
- method which could enrich the mutants when the mutagenesis was carr-
ied out in yeast, By this method, we made an oligonuclentide-directed
deletion mutation at the human EGF gene expression casseite in yeast,
This mutagenesis system could be used in both yeast and E, coli, and
the phenotype after mutation could be direcily studied in yeast, '

- Key words Site-specific mutagenesis vector; deletion mutation; yeast;
E .coli
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