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Abstract: Na*/H* antiporter played a vital role in the process of plant resistant to saline-alkali. In this
study, Na+/H+ antiporter gene NHX I was cloned and connected to the eukaryotic expression vector pBIGFP,
which was transformed into tobacco mediated by Agrobacterium LBA4404. Further molecular detection of
experimental results showed that the NHX I gene was successfully integrated into the genome of tobacco and
expressed effectively.
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1.11
(Salsola collina Pall)
K326 (Nicotiana tobacum)
1.1.2
pBI
pMD18-T
pXW023 LBA4404

1.1.3
DNA .Tag .CIP
.RNA PCR Kkit.DNA
.DNA Marker

T4 DNA Neb-Lab

1.1.4
MS1 MS+0.5 mg/L
BA+0.01 mg/L 1AA
MS2 1/2MS+0.5 mg/L

IBA.
1.2
121 NHX1
NHX1 Fast-

PCR3.0 version
5'-ATGTTGTCACAGTTGAGCTCT

TTTTT-3' 5'-CTATGTTCTCTCTGT-
CATATTATGGGT-3',
RNA ¢DNA
PCR NHX1
pMD18-T
RNA 2uL 10xRT

Buffer 1wl RNase inhibitor 0.25pnL. RNase Free
H,0 2.75pL dNTP 1.0pL. Primer oligodT 0.5pL
AMV 0.5pL MgCIL, 2l 10pL),

PCR (50pL) cDNA
1.5pL (20 nmol/pL)1 L (20
nmol/pwL) 1nl. PCR buffer Spl. Taqg  0.25 pL
dNTP (2.5 nmol/L) 1wl ddH,0 40.25pnL,

1.2.2
Xbal  Sacl pXW023
GFP pBl1121
GUS Xbal  Sacl

pBI121. GFP pBI121
GFP
pBIGFP,
1.2.3 pBIGFP-NHX1
NHX1 pMD-NHX1
Xbal pBIGFP  Xbal
NHX1 pBIGFP
NHX1
pBIGFP-NHX1,
1.3
[9]
1.4
2¢g
5 [10]
DNA o DNA (1pg)
PCR PCR
NPTII 5'-AACAGACAATCG
GCTGCTCT -3’ 5" =CCACCATGATATTCG-
GCAAGCA-3’ GFP 5’—tgaatggtcagcaa
gatagag—3'  5'-tccgagatatgcatiggatgtg—3'
550bp 500
bp o NPTII 95 5
min 32 94C 30 s
57C 30s 72C 30 s 72°C 5 min, GFP
95 5 min 32
94°C 30 s 60C30s 72 C30s
72°C 5min, PCR 1.2%
1.5 (GFP)
100 W GFP PLUS Fluo-
rescenceBlter kit  Leica MZ12
GFP o
2
2.1
1700 bp Xbal  Sacl
NHX1
1-A pMD18-T
( 1-B)
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2000
2000
100N
1000
1-A
1-A PCR NHX1 1-B NHX1
2-A NHX1
2.2
Xbal  Sacl pXW023
800 bp GFP
Gus pBI121
Xbal  Sacl 800bp
2-A Xbal  Sacl
GFP GFP
pBI121
pBIGFP 2-B,
2.3 pBIGFP-NHX1
Xbal pBIGFP NHX1
pBIGFP °
Xbal Hindlll+ Smal
1 700 bp NHX1
2 500 bpNHX1+35 s
3 °
o 2
2000
1000
750
500
250
100
3 pBIGFP-NHX1

M DL2000 1 Xbal

2.4

2 (Hindlll+ Smal)

4
M DL2000 1 Xbal

2000 —

1000 —
T30 —
So00

PBIGFP 2P

14700 bp.
250 _

100 _

2-A 2-B
pMD18-T
pBIGFP 2-B pBIGFP
[10]
pBIGFP-NHX1
LBA4404
Xbal o
1 700 bp
NHX1 4 o
2.5
25.1
pBIGFP-NHX1
LBA4404
5 o

5

A 2d

B 15d

Cc 30d

D
2.5.2

6 PCR PCR

NPTII  GFP o
NPTII GFP
500 bp 550 bp ( 3~8)
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( 7) ( 6 7 PCR (GFP)
NHX1 o
. ( 8), GFP
2.6 (GFP)
pBIGFP-NHX1 o
m 192 346567 3 M1 13 56 78
2000
1000
750
500
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100
6 NPTII PCR 7 GFP PCR
M DL2000 1 CK* 2 M DL2000 1 CK* 2 8 GFP
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