By % 4R 29 (3): 174—179, 1989

Acta Microbiologica Sinica

BHEEEARSNBERNRIESRE

NEF %EeH

(P EEFEEF I L0

W RenHl TEEFRTEAREE (Seecharomyces cerevisiae) 1412-4D Fp@{Kk DNA, HEEH
AR 2 - 4kb DNA JYREEAGRIER pON60, B 1412-4D BEXE. MERX
B o 3 B AL LB C9 (aoteps, adel, ade6), BB RS, HED 9 HE
SR, EI1EAY 3.2kb ( TRPS DNA FEY,B8I4&A pONCO(wss), oo

Hefefhrh e E A R T K T L IR BH 1412-4D & 3 65,

K

B 1D S BE & A AR (L AT e AT
L-#E8BAEY - IBRaRL-88
B, FRARIX—EEIERINL, RIFHEMH DNA
AR, kiEEBEEMEHEEERGRER
e, DAMIRERT L-22 S BROGRT ik, B0
R —F e BT E P A EAE, %
WEMNELERETRIHOER S NEE
B (TRPS), A& # 7R TRPS ARE
Co @My ®RA ML Triton-X100 4038
RyEEESE (L4 C9/pCN 60 (TRPS) %
HAESRBNERE, X —FBREESRE
SRR BEHEAT T WA R 7o

i i

(—) B

K (Becoli)

C600 (F~, thi,thrl,leuB§,lucY, wnA24,pro”.
supE4d, r7om7),

HB161 (F~, pro-,leu, Vy, ,lay,Susf, 77 My,
Indol " racA™,supt),

HB 101 (pCN60) piAZAE ",

KITEER & (Saccharomyces cerevisiae) 1412-
4D(a,ade),

C9{a,1rp5, adecl,ade6)py R. W. Mortimer #
WEiE.

Dr1 (a«, hisl, trpl)g] P. P. Slenimski g

B G RiEE s R g TRPS B wfE

25798

(Z) &ERE

1. LB iz i, MpimeEnis

2. MoCA R, MpHEEARMRE,

3. YEPD Hrspdt. BRFH2EREEE,

4. YNB Hraed. EEfRpHEARi i,

(=) £E&N

BamHl Hindlll 34 Boehringer mannheim 4%
H P R IRES, T. DNA R, ADNA
A AR A M E BT LR T P s
PEG 4000 B AFEO 513 ;5 HEIH Sigman A F]
P iR R AR E M.

(M) fdF

EXERER, NMKENEESEDERAIER
T EHREHHRLET.

(F) DNA ¥ R4%1%

1. Ak DNA [UiE B 2—4kb
DNA HEGOHIE: BEEfvERk DNA ¥R
# Crysr 23 A'37iE#7Te 2-—4kb DNA 7B
S A R ER (52 |7 HEHETT o

2.4k DNA [fHIE FEO0E (5] i 1T,
Ti% Sephedex-G50 MEEWT#H—F ik, HTH
F&G IR0 pCN 60 DNA 75 T4DNA ¥ i:E%
RN RO B B PR ML, T3k Perbal' ROTFHEIT

AT 1987 £ 9 H29 BiEl,
E# B &R,
* RETEHFR LHEDEEHRR,

O PERFRMEVFRTATRKSHES http

journals. im. ac.cn



3.

BEDS: BEHGARGERBERNKESRE 175

EHBIER Mo

3.EERLEE LT 22 DNA %)% j Fergusont
HFATEET

(7)) EBE R DNA ghiEdk

T R RAE SRR 5 7 Bl 1T o KIFITEHE
ARk 5d ) HEFT o BB LER SR8 TE T,

() BEEEATHEN

VEFRBERME: ¥ 07 BN Srnmg
GE LT M BIAFE YNB +ade +trp, YNB4
ade f1 YNB + wp I b, 28°CHE3E 4 KIF, B
ERBRBEELTHERER. :

2. ZERE: L DPila) R 1412-4 D(a)
HARHERBR, MR SRS LT MR R,

(N\) ERRESEEEENE

BRSBTS R IE B3 [9,10] 3
fTo

(h) —$EEEREER

ek O E a9, 10 F EETT.

& R f it b
(—) BEBEERXENHR
1. BE RSk DNA pUERE 2—

. B ReSEtfatk DNA BemHI
Fr eSS B B AR EE B0 4 S
2027 KU RIS
Fig. 1 Fractionation of BamHI restriction
fragments of yecast chromosomal
DNA by sucrose density gradient
centritugation
20—27 are the No. of {raction tube
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Fig. 2 Dephosphorylation of pCNG0 DNA

1. pCN60/BamHl; 2.pCN60/BamHI 4+ T4-DNA
ligase; 3. Dephosphorylated pCN60+4 DNA/J
Bam1ll; 4, Dephospborylated pCN604-ADNAS
BamHI+T4-DNA ligase; 5. Dephosphorylated

" pCN60Q; 6. Dephosphorylated pCN 60 4+ T4

DNA ligase; 7.pCNG0/BamHI; 8, pCN60
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Fig. 3 Construction of 1412-4D gene library
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B4 pCN60 (TRPS) Jil's pCN60 Mtk
Fig, 4 Comparison of molecular length of
PpCN60 (TRP5) and pCN60
1—7 were pCN60 (TRP5),—pCN6D
(TRPS5),, respectively; 8 was pCN60

 RREREREN a.ade, MXEENLTF
hIEE DNA, #4k C600, BE] Amp'

Tet* ¥t F, BB RERMERLD

9 REE (L P IREAMEN., RO TR
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EAT pCN60 # Bam HI firja -8y 3.2
kb DNA FrB& i, HiEw TRPS ZE AR
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Erg# L F a2y C9/pCN 60 (TRPS),

E5 pCN 60(TRP5) f1 pCN6O0 g5 Bam HI
(271K

Fig, 5 Restriction endonuclease Bam HI
mapping of pCN 69 (TRPS5) and
pCN 60

1—6 were pCN60 (TRP5),-pCN
60 (TRP5),, respectively; 7 was
pCNs0
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ﬁ .
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tham i Co FhR kK FRURMR R W 5E
L RE g rhis| MRl & 2 /DR R, HRF

B6 EREEgEAT (T).CO M 1412-4D FaA@BROKERLER
Fig. 6 Comparison of paper chromatograph of tryptophan produced by yeast
transformant(’I), C9 and 1412-4D(4D)
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CLONING AND EXPRESSION OF TRYPTOPHAN SYNTHETASE
GENE (TRP5) IN YEAST

Yun Dingfang Liu Yufang Cai Jinke

(Instivute of Microbiology, Academia Simica, Brijing)

TRPS, one of five genes required for
tryptophan synthetase in S. cerevisiae, has been
isolated on recombinant plasmids. A genomic
DNA bank, containing the entire yeast genome
was constructed by complete digestion of yeast
1412-41) DNA with restriction endonuclease
BemHI, size fractionated by sucrose gradient
{2-4kb), and insertion of the fragments into
the yeast shuttle vector pCN60. 9 recombinants
plasmids capable of complementing trp5 muta-
tions were isolated by transformation of yeast
cell C9 (a, up3, adel, ade6). The recom-

binant plasmids, containing 3.2 kb DNA frag-
ments located TRPS gene, were named pCN60
{TRP3): -

Trypriephan synthetase activity of trans-
forments was 3-fold higher than that of or-
iginal strain 1412-4D.

Key words
Tryptophan synthetase; Gene library;
TRP5 gene cloning
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