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Abstract: Using chromosome DNA of Lactobacillus casei 34103 as template, thy A(Thymidylate syn-
thase) gene was amplified by PCR with pfu DNA polymersse. Choosing pW425e vector, which can
express shuitlely berween E. coli and Laerobacillus,containing erythromycin resistance gene. as the
basic plasmid. The PCR production of thyA gene was used 1o replace the erythromycin resistance
gene of pW425e. The new plasmid vector consits of 3716bp as expected. Which can remedy the thyA
mutant E.coli X51 and Lactobacillus DOMLaS107 successfully, and named as pW425t,
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MRS AN EREFRRREE.

FHAMHOREHEF LR RAENFRRAREK pWa25e, A HLUBMTR S RS
(Thymidylate synthase,thyA) ZEEEHENHRERE A EHLRTRS RSB
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KR AT B A BT 5T LU I RS LR AR 4R B A Y AT AT 4, D9 R A Ik AR R SN R AT
BRI ThRE 200 B Bohl.

1 HE5hZE
1.1 #§¥
1.1. 1 BB R Rk pWda25e § CRIVEEHE. coli X51 thyA ZEFEBREH K HE
¥ 8 E R ES AT, DOMLaS107 thyA ZEEREHARTR B ECHELE, L. ca-
se/34103 TREAATEE NG 8 PEZ G £ H HREN.
1. 1.2 35 I.LB##H 5. E QB (Bacto-tryptone ) 1 0g , B £ 48 Bt 49 (Bacto-yeast extract)
5g,NaCl 10g, Z K ME 1000ml.,pH7. 4, HEXH.

MRS 5% . F A 10g, 4 W 10g, BEE ¥y 5¢, H%F 20g, 1L i-80 ImL ,K,HPO, 20g,
RS RO Sg. MMM =& 2g,MgSO,7H,0 200mg, MnSO, 4H,0 50mg, #4& K = 1000mL,
pHE. 0,

MRSG E#E 56 I %~ % HERN MRS R,
1.1.3 HAER A8 K (Erythromycin) , 8 LE THEPHTRAF,
1.1.4 BRHTEBEETHR &R AENYIE. TADNA B 458.DNA E58 1 Klenow
K F BN R EBEEEE (CIAP) T4 DNA X8 S E ¥ HKEE.RNA . E0M K &1y
Wi B Promega 48] .GIBCO 247l A EAR . BREEAFEKE LgERLE.
1.2 F&
1.2.1 SREAYIRE. KEBFF R M ISR R A B AL AT B O 35 3% - SR ERUE MRS TR L4
¥ RIFHAEEERT Sml Hia¥sy MRS(pHE. 0O R FHF,37°C #ILE R M. KH% 2%
(v/V)EWHTF 10mL MRSG H#H (R 1% ~5% e HEED,37°C #ILEH 5~7h ATREME
B REE.
1.2.2 JRB DNA 2B KB & B DNA WRR. R ARARE,. 2B XR61ET.
FLAF B OB DNA f v fk DNA B3R, SRR (7 ]34T,
1.2.3 8 S A8 (Thymidylate synthase, thyA)ZEFEH PCR 7" :LITEBIAFHE L. ca-
sef34103 Ry fn ik DNA BB C X R TR AT E thyA EEMFHSL BT —54 31
3, S[H 5 W BNAE Psl fl Nsil BUIAL5 1A EMETEMIRAEGH. AR
R EE S8 pfu 1T PCR 718 chyA X 48 chyA R R MM Y18 Nl HLLE G
EHER.

Primer 1; 57 TC CTGCAG CAC AGC TTG ATG CGA TC 3°25bp

Pstl
Primer 2: 5°TT ATGCAT GTG TCA TTG GTA AAC CTG 3”26bP

Nsil

PCR {53 % {4 : 94°C WA ¥k 8min, 94°C 1min,51°C,1min,72°C,2min, 30 P §3F. 72°C &
{8 10min,
1.2.4 thyA BESHEFN pW42se WEREGHL . BB EXBHENARTEEZE
WEBRA UL R S TN FE pW425e HEA R G KA thyA SRGT E. coli X51
I FE A S R R AL RS LB ISR E LIRS I BN pWe25e ARG
Y188 EcoRl 1 Nsil e KV, ZROBEEH, B A 2. 6kb KB, B KBHE
DNA E48 I Klenow X B 3’ % EcoRI ﬁﬁjulﬁﬁ\j}z BHT4 DNA ﬁ&ﬁ-ﬁ thyA
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EH 5B pW425e B9 K i BT PO AR i 88, 4 B AT B By s e Ak s A b T
thyA BREAH] E. coli X51 F3. BT DOMLaS107 9,343 B4 38 LB f1 MRS £ 35# & CGRin
FUR T AR e AL ) PIE SR hE I KRR PR R L E .

2 &R
2.1 KMEM S A (Thymidylate syn-
thase, thyA)ZER) PCR # 1

LTS8 ANE L. cases34103 B {8 4K
DNA N#tR, 34 1 f1 2 #47 PCR ¥
WhyA BEEH. 28 F"H Y TFER
1132bp, MM 1 F7R.
2.2 RN s pW4a2se B EcoRl 5 Nsil
PRI L) ERER 1T

EcoR1/Nsil B§ Yl i pWd25e, .18
PR B, KK BN 2584bp M/ BL N B 1 thyA ZEH#E PCR 1
1027bp,. BEYI 4 R 5 Wi HAHH &, A B |1 i 1 ADNA/EcoR I + Hind I as Marker.,
ﬁﬁjﬁ%kﬁ'&ﬁll&%{t -H;:F-F_'ZLEI‘@. 2,3 PCR amplified product of thyA gene
%, LA 2,
2.3 WRXARE thyA 2BRNEREHL

thyA BEEERKGH E. coli X51 FIBERIL AT DOMLaS107 7E3# M LB 12 L R4
KEERARR, AMEME IS BIRERE % F (S0pg/mL) M &G T ARERE AR, & thyA
EEEAFOR 5N BEE thyA EEGLFEH E. coli X51 MMEMRF.FF B DOMLaS107 fFEEAIE
FRE LMK, UM AR FEE SR EHERRE, dHEEREFREREN,HETEE. B
EcoR1/Nsil B VIR KL pW425e, BB K Bk 2584bp /h B Bt 24 1027bp , [E dit Sl 4k, 2584bp B4
KB, 345 1132bp #9 thyA EE A%, B 3716bp HEARMK, 2 pWa2st, FRR
3,

- 1132bp

B2 Fl EcoR1/Nsil BEY1RA pW425e K BF 8k B B i fal i M3 EARKKLGRKE
1 ADNA/EcoR I + Hind X as Marker, 2 Plasmid pW425e, 1 ADNA/EcoR 1 + Hind M as Marker,2 2584bps’ fragment

"3 plasmid pW425e disgested with EcoRI/Nsil,4  the larger fragment collected of plasmid pWd25e,3 thyA gene, 4 Recombinant plasmid PW425t
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2.4 REARNET
2.4.1 PCR ¥ BRI pWa25c HBLR, FF¥F4 1 #1 2 i PCR I8, K ¥
FEMBIY Y chyA ZH LR LA 4.
2.4.2 EAFRBEEK pWa25t (B E B Hinc T R4 Py Y785 3 B 28 00 S 17
MEZE BN APRRFB KK R 2657bp, /M BEH 1050bp. S5 S WA K/, L8
B EAFNERGE pWa2st HTHN Y. E R LA 5,

ol - 1132bp

B4 UEARE pW42S HEEY 1 thyA EH 5 LIRBHENYIE Hinc | RIS ZEARE pW425t

1 ADNA/EcoR I + Hied X a5 Marker, 2 Recombinant plasmid 1 ADNA/EcR I + Hind N as Marker, 2 Recombinant plasmid pW425¢ digested with
pWA25t as template, 3 PCR amplified product of thyA gene Hine E restriction Endonuclease, 3 Recombinant plastid pW¢25t
3 Wi

o FHEYZE LS, U EREF A TR LN IRIC, BART] LA 58 T 1T IE @
BRI R EE, BAFERS BN RE T LT E R, MR EH LT R L6
WEYERE TR EER T B TR, THERZHERENHEA T, AARES
%K. T chyA FEHHE K RGERIOT LS AR LA B

B B & AL B8 (Thymidylate synthase,thyA)7E/K N DNA SR PEXREM. ERK
dUMP $¥78 dTMP i) 24, RIBT i 5,10- AU M BRFEE R 7,8 —HE_SH#E. M
R UNEGR B A B P 0 S I B R S PR U A HETT DNA B A& R, IR Bk &
PR AT BN BE 4R 136 2 08 V1% T 6 B T R BRI v O B R B R R 2 T T A SR LA M R B B
BAE N, AU thyA BRABEENHRE, RS E R BEEKBRHRIEK,

EFXRREPEE R MR T LT RS B8 (Thymidylate synthase, thyA)#H H ik
BEONT R B RE, BT LI thyA BRBREH KBTHE E. coli X51 AIAMFHE
DOMLaS107 #EATHBETR#H, (X P AP B =] AE 5B /Y LB 1 MRS 5 B (AR &4 EH#
HEERMLBR LEKFE ARRERE, CHETANDIYH ZRIEER, MELE
FPIR L R ER A A EE A X b RS B AR R A MR O RSUER XN
ERA R T AR SWH XA EHELE AR PRAMEF R IERENF LT
T HHEE.
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