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Congruction o Drought and Salt Resigance Gene P5CS
in Plant Expression Binary Vector
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Abdract : The gene P5CS(1 905 bp) was anplified via PCR using pBl P5CS- F129A plasmid as tenplate and cloned
into pPBS T vector. The BamH / Sal  fragment from the recombinant plagmid pBS T/ P5CS was ligated directively be-
tween CavIV35S pronotor and NOS terminater of the expresson vector pCHF3 without GUS gene. The plant expresson
vector pCHF3/ P5CS was trandered into Agrobacterium tumd aciems drain LBA4404 by freeze-thav method ,and the ex-
presson binary plasmid wasfurther identified by PCR. The results showed that pCHF3/ P5CS vector was condructed suc-

cessully.
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1
1.1
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(1 LBA4404
; pCHR;
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P5CS — GAT AC( GAT I'TT CCA GAT —
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1 pBIP5CS F129A
Fig.1 pBI P5CS F129A plasmid
1.1.2 Hind  (Pomega )
BamH Sal  (Fermentas ) ADNA/ Hind
Marker ( TakaRa ) , T4 DNA Ligase 2 x Tag PCR
MasterMix ( ) (Spe)
(Kan) (Anp) X-gd IPTG(
)  .EZN.A &
Extraction Kit ( Omega Biotek ),
1.1.3

1:5-GGITAGCGGITGGAAGATTGG 3 - 21mer
2:5-TGCCCCTAGICTCAAATCGIG3 - 21mer

1.2
1.2.1 P5CS
1.2.1.1 pBIP5CS F129A P5CS
pBl P5CS-F129A
LBA4404 5m YBB (
25 my/L ,Kan 50 my/L)
ol DNA P5CS
PCR 195
7mn; %4 1 mn,58 1 mn,72
2mn,35 ;72 10 mn 0.8%
PCR , E. Z
N.A Gd Bdraction Kit,
1.2.1.2 E. cdli
Top10
pBST T4 DNA Ligase 16
E. coli Top10 ,
puUC19 , ddH,0
Anp. Xgd IPTG LB ,37
1.2.1.3
3 ,
Anp 100 my/L LB 37
, PCR ,
PCR 0.8%
0.8%
1.2.2 P5CS
1.2.2.1
BamH sal pBS T/ P5CS
pCHF3 0.8 %
P5CS ,
T+DNA Ligae 2
1.2.2.2
LBA4404 [10]
YEB ( e 100 my/L Sr 100
mg/L  Rif 20 mg/L) , ddH,0
LBA4404

PCR PCR



LY S
13 ABRICULTURAE

6 PGS BOREALI-SINICA
2 Genebank
99.34%, DNAMAN
2.1 P5CS ,
pBl P5CS- F129A , Redriction andyssdof P5CS (1 905 bp)
PS(B , * Kk * Kk * Kk * *k * *x *k * *k * *k * *x * * *k * *x *
1 905 bp Name Cutting Number Rodtion(s)
5 sequence o enzymes
( ) Ahalll TTT/ AAA (1) 988
Alwd4| G TGCAC () 1771
Bhel [ccolcoie (1) 91
Hind 111 A/ ACCTT (1) 540
Ncol C/ CATGG (1) 1540
2027 bp———> NG | 005 bp Nhel G CIAGC (1) 980
‘ Xbal T/ CTAGA (1) 600
Sacl GACCT/C (1) 26
MADNA/ Hind 1 3. Sspl AATIATT (1) 1 664
MADNA/ Hind Marker;1- 3. Anplification product of destination gene. s AT/ C @ %
2 2.2.3 P5CS P5CS
Fig.2 Degination gene amplification , 540 bp
2.2 P5CS Hind ,
2.2.1 P5CS PCR Hind ( 95, Hind
, pBS T Top10 pBS P5CS
, / : (4905 bp) Hind , 2 ,
PCR , 4 905 1365 3540bp( 6),
bo( 3),PCR 1905 bp( 4,
, P5CS pBST -
1 pBY P5CS | Xho
Amp Sal1
‘ pBS-T Hind 111
{ Cloning site
) 3.0kb EcoR 1
Pst 1
Ori Sma 1
e l;am‘}l I
» \ e
6 557 bp —p O 2 | Xba |
4 361 bp —» Sl < 90 bp gl:cl}
T3
5
MADNA/ Hind 1.2, pBS P5CS Fig.5 Redriction enzyme cutting sites sketch
MADNA/ Hind Marker ;1 ,2. Recombinant plasrid pBS P5CS. map o cloning vector
3
Fig.3 Ted for recombinant plasmid
6 557 hp 1365 |
6 p
4361 bp )
2322 bp — 4 905 bp
2027 bp ~ - 3540 bp
2027 bp <1905 bp i < :
564 bp
MADNA/ Hind 1 3.
MADNA/ Hind Marker ;1 - 3. Anplification product of dedtination gene. MADNA/ Hind 1. pBS P5CS;

4
Fig.4 Dedination gene amplification

2.2.2

pBS P5CS  Topl0

2. Hind pBS P5CS
MADNA/ Hind Marker ;1. Aasrid pBS P5CS;2. Poduct
of Hind dgeged plasmid pBS P5CS.
6

Fig.6 Identification o orientation df degination gene
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2.3 P5CS 12 000 bp( 8, :
2.3.1
pPCHR3( 7) . PCR , 1905
2 BamH sa , b PsCS (9, P5CS
, P5Cs
pBS P5CS P5CS
pCHF3
LBA4404 , , 3
, Jefferonl ™! B- (aus)
, aJs
DNA , pCHRF3 ,0.8% )
, pCHF3(10 048 bp) , ,
, aJs
Pst ] ' '
Sal 1 ' '
Bemii] 35S promoter , P5CS Qus
pCHF3 pBIl P5CS-F129A aus
10 048 bp pCHF3
pCHF3
, 10 048 p,
. Cavv 35S ,NOS
Fig. 7 Redriction enzyme cutting sites sketch map NPT , Kanamycin

d doning vector

23 130 bp . - 23 130 bp
9416 lw:w 3 - 9416 bp
MA-DNA Hind :1. pCHF3;2. pCHF3/ P5CS;
3. BamH sal pCHF3
MA-DNA/ Hind  Marker ;1. Aasrid pCHF3;2. Ragrid pCHF3/ P5CS;

3. Poduct of BamH | and Sal  digested pCHF3.
8
Fig.8 Tes o recombinant expresson plasmid

M1 2 3 45 6 7

2027 bp =» < 1 905 bp

MA-DNA Hnd 1.2 3 7 FCR
MA-DNA Hind Marker;1,2. Negdive control ;
3- 7. PCR product of recombinant plasmd.
9 PCR
Fig.9 Ted for recombinant plasmid by PCR
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