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Table !  Strains, phages and plasmids used

.13 RN *¥
Strain Genotype Source
E. coli
C600 thr leu This lab.
C600-1 ieu This study
C600-2 prototroph This study
CE00-3 met This study
C600-4 thr met This study
C600-5 met Mucts This study
CSHz6 AClac prodplke This lab.
CEHG64 Hir thi This lab,
GTz018 HirH thi A (gal bio att UV*) Arhr B. Williams[*]
MH125 leu : ;mucts M. M. Howel%]
2122 met AHV"(2mg/ml) This study
595 met AHV*(Smg/mi) This study
1545 met AHV'(15mg/ml) This study
3053 met AHV-(15mg/ml)

Asp* (30mg/ml) This study
3053-1 met AHV® Asp®ileA;: Tnlo This study
S. typhimurium
TT6¢ ileA::Tulo J. Roth lab.
TGM300 galE496 rpsl120 xy1404

hadL6 hsdSA29 (r m*)HI-b

manl H22 lux(Tels2)? J. Roth lab.
Phage
Plke Kan® This lab,
Mucts cts M. M. Howe
Plasmid
pEGS5005 Mucts A*BTKan"Ap®

rep,MB1 A. Groisman(®!
pBR3z2 Ap'Ter ~ This lab.

L5 ZEREMEIMER
IR 2 #1T.
L6 BEB>ERTE

AE KR m10JlE.

2 HERPIR

21 BERBMTENNENER
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HFEMLEETOREEk. CENARZW . KT R S ERARNGBEN T E
Z— BRFRELBRAEBRENEPDYRTE. BRI Cooo R EREFGREE T
C600-1 T HA, EFET B B R AR (T RF AHV) BT 2 kit & 3L, 4 M63
B3R A 0 AHV 88 B A Img/ml BHAGEMBIAMRAR B 5 1 skXBITHE CSHed
ERIBRBR R, XEMA 5oug/ml AHV e RFMABRER. EREFTER LERERD
FHEN, BIIEER C600-1 f1 CSH64 £y LRI Z IEARERE B4
FMEERA LK, RTEAM ST C600-1 3 AHV FEUK? FiE X —HR, RILE
it pl #9H C600-1 fy Leu ¥ 51 Leut (W C600-2), FHETMT LR B HER
#ity C600-1 F1 C600-2 & 1ml, L4 FREL KPR “ WS BB 0. 1ml, 43 B ER A7 M63 FHh i
FERN Me3 TR, BES MR PRV AHV(EE BH 37CERLHR. MRER
T AHV 80K, WM ERHE AHY B REEAINERE, FABRNR 2 B RE
B C600-2 ZE R MR A B M63 FR L[ AN B MERM T RERM TR LB E.
WHXTENGER. yHLAZERY AHV EHEAER. IX—RAH T FHEAEH
.
2.1.2 HEEFERORGTSENEE L C00-2 FEMLEE R Eloy &k,
HEEARER HRERET SRR EHN AR, FYHE — RFFRERERGR
— AR WD, BRI C600-2 FBAMET PHREME FBRBE, B HkHP C600-3. ¥
HETLBULEERTHE L.

£ 3 i P i(g/L)
Strain Genotype Yield(g/L)
Cé00 thr leu
y BRRE
C600-1 leu
pl S ’
C600-2 leut
NTG
C600-3 met trace
NTG
2122 met AHV"(2mg/ml) 2
NTG
59 met AHV'(5mg/ml) 4—5
NTG
1545 met AHV*(10mg/ml) 8
NTG
3053 met AHV*(15mg/mt)
_Asp"(30mg/ml) 10
im%ﬁ
3053—1 met AHV® Asp*
ileA:: Tnl0 12

M1 HESEERNER

Fig. 1 Breeding of threonine producing strain

2.2 L-BERBATHSAZER

FIA Mini-Mu 72 B i & Mucts 7 T T RB AR 47 5B, 74 X — R
St DNA £ TREFFOENRES R, BHEBIES BAEMESRA. HCRXRBE
WEHTS FEWERR. RORAX-RHEEATRET FERBAT. THREHE
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MRY TR R 10/ Kan' 57, BIET A MBAE L E AR The 5L
BAHEZENFRAMBAT GRFAL),
2.3 FERRYTHRRER X EINKE

e wkg B LR S EEBYRE S BRY & B AR SRS DNA, IS
BERPFHWEE, RIIMEPT 1 4 The %8 pTHR12-8 #iTHRE. BATED
HEMERY 4T 6. 5kb @ Hind 150 Pst | 9 X08ET1 A B™ . R % E & A B 5 vBR322
R LR E CARMAFERBUATHREARK Co00-4, £FH Ap A M63+Met F4R
L8 The' Ap' #4407 . AEBLRE TIREURR . £ Hind 1 11 Pst 1 BV HTRM
B4 6.5kb FE. B 144 pTHRIZ-O K KEZE XM UFRERAT. AL R REEE
LS AR PRk BELESYENS Img/ml AHV § M63 1N, %% AHV
A, TS ERRIR G TRk Sk bk RO E T8 ARV SR B RAETEDR
ABEBEATER L, 20 T AHV L FHTHEERRERHE KGR 78 2e/L
§3%M . 4% pTHR12-9-1, A LR BB I pTHR12-9-1 ¥ B B {L C600-4,
M Ap 89 M63 T8 L 2E4F The Ap" #4LF, B 20 ML THREFBME SRR
M, 5L TR 25/L HHEM. HIIEH B FrmEsiE FRRED SR
BRYENER.
14 pTHR12-9-1 MMM ~EENR

RAFERET R TR LI AT THERRF LN KR RITTK
TR %, # pTHR12-9-1 4 PP R EEK T R R 69 % £ 212.595.1545 1 3053, &
M63+Met+Ap B FAR EiEEE Ap' BT, BB 10 MM EEFREE. RITER
pTHR12-9-1 R34 oMK F4: KM 2122 #0 595 A {2:F P MUBURE , O] (R AT & =M 2g/L
R D 6—8g/L {55 EF MM 4— 5¢/L 8 ¥ %] 12¢/L . {(BEEH £ 1545 #3053 F R X
W AR TR ES TR 3/ M 3—5g/L, X—AKHRALERIE
EERETHECARASTREARE T a8, AER LEAX -RRK 5 THHE
HREE L EHAY AFERED S RIABAF RERE ARLABEHER &
TH R T BN F AT AHV (mg/ml) REEPEBH . ZBRAFREHFE 2122
595 FREMIEE KT AHV REEEBH, TN, —EM0FAMED S RIRER
FR—B X TR T YRR . MR ERSFSHE AHV M Asp KB
B ERENOREREY SR AR SRR TR B R EREETNFEAREDE
R A Y A A AT BT R R R R E MR 2 SR FE B4 KR
REFE®A R ERE2EN.
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THE CLONING OF THREONINE OPERON IN VIVO AND
MUTAGENESIS IN VITRO IN E. COLI'®

Wang Acyuan Chen Xiuzhu Sun Tianhe
Cinstitute of Microbiolngy, Academia Sinica, Beijing 100080)

Pan Renrui
(Department of Biotvgys University of Chinese Sciences and Techniques, Hefer  230026)

Absteact  Report here was the selection ol the E. coli strain producing 1. 2% threonine,
The wild type threonine operon was cloned in vive and subcloned in vitro. The subclone
wes mutagenizied in vitro and a clone pTHR12-9-1 producing threonine was obtained.
Also the effect of pTHR12-9-1 on threonine yield of hosts producing different amount of
threonine was studied. We found timat pTHR1Z-9-1 could promote the production of
threonine in lower yield hosts, but it reduced the production of threonine in higher yield
hosts, The phenomenon was discussed.

Key words Threonine operon, Cloning in vive, Mutagenesis of clone in vitro.
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