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1.2
1.2.1
CBF1
chfF1  5'-GC TCTAGA GTACTCTGAT-
CAATGAACTC-3'
cbfR1  5'-CGGATCACTATCGAATATT-
AGTAACTCC-3’
Xbal BamH [
1.2.2
1 cDNA F1
R1 PCR pMD-18T
DH5
pMDCBF
2 pMDCBF PBII121

pM 8 uL Xbal 1 pL.  BamHI 1 pL
10xBuffer K 2 L. ddH,0 8 pL 37 C 6h

PBI121 3 u.  CBF19 pL
10xBuffer 2 pL ligase 1 pL. ddH,0 5 L 16 C 16 h
-20 C
1.2.3
1 3 mL
50 pwg/mL. YEB 28 C
2 500 pL 50 mL. YEB
28 C 0D600
0.5
3 5000 r/min 5 min
4 10 mL 0. 15 mmol/L NaCl
5 000 r/min 5 min
5 1 mL 20 mmol/L CaCl,
24 h 200 pL 1 min
-70 C
1.2.4
1 200 pL 1 pg
DNA 1 min 37 C 5 min
1 mL YEB 28 C 4 h
2 1 000 r/min 30 s 0.1 mL
YEB 100 pg/mL
50 wg/mL YEB 28 C
48 h YEB

100 pg/mL Kna 50 pg/mL Rif 28 C

3 DNA DNA
PCR PBICBF
1.2.5
1 LBA4404
YEB 100 pg/mL Kan 50 pg/mL
Rif 28 C OD600 0.6 ~0.8
2 1 000 r/min 10 min MS
pH7.0 MS
20 ~50
3 2 mm
4 10 min
5
MS 28 C
6 3d
7 2 ~3 cm
1.2.6 DNA CTAB
1 3
2 65 €C 2 x CTAB 2% CTAB 2 mol/L
Tris. HCI 0.5 mol/L. EDTA 5 mol/L NaCl
900 L
365%C 15 ~20 min
4 500 wL 24 : 1
6 000 ~8 000 r/min 10 min
5 4
6 1/10 3M
7 12 000 r/min 5 min
8 70% DNA TE
9 DNA
DNA DNA -20 C
1.2.7 PCR
CBF cbfF  cbfR
PCR
CBF1
2
2.1 CBF1
cDNA 1 664bp
1
GenBank DANMAN
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100%
CBF1
o= Nkl
#0°bp
1 H z L
I ' rh=H T LR T S TR e A EI T (3 = a1
ck 12 1 PCR  pBICBF 2 PBINHX M DNA
1 CBF1 PCR 7~
2.2 3 cm MS + 100 mg/L Kan +
CBF1 50 mg/LAmp
PBI121
2 2.5 PCR
i plin DNA
O Ll cbfF  cbfR PCR CBF1
ﬁﬁ'—: iraneshr & _H1i-||l DNA 4
A ::_-:F:.'"';n'.lr
MEL \ L=
= | RTITRRTHIEINTT] 8 11121 el
= £ 1% g e
? |!= |ulu.|.ll.|'.\ 4 ie Lz
"-,muu - T *""].{[L e S
' ) ] &
-\"' lipa .:".-"';
B,
M~vin
L u 1 2 L q
i 3 sl
nE=hr U -
1aSE - 0 123 4 M DNA
f Eht] jlnll":h - Huiul 11
_\_.\_-\.'\-"'""1 =l 4 PCR
T?TH .‘fflln “"F:i\\‘ TR
el FE1121
13 111 r e 3
Fr.'\m.'\l-'r\\ ST T
¢
m- N CBF
2 CBF1
2.3
CBF1
DNA PCR
3
PCR
CBF1
2.4

SH +
K,50,4.35 g/L + proline 288 mg/L +2 4-D 1.0 mg/L +
KT 0.2 mg/L + 100 mg/L Kan + 50 mg/LAmp
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containing transcriptional activator that binds to the C-

Transformation of Transcription Activator CBF1
Gene of Arabidopsis into Hybrid Pennisetum

WANG Ping-qing LI Zhi-zhong CAO Yue-hui LU Lang ZHANG Bao-yun
College of Bioengineering Chongqing University Chongqing 400030 China

Abstract Transcription activator CBF1 is a trans-activating factor in arabidopsis which can be induced by low
temperature. The CBF1 gene is cloned which is derived from Arabidopsis with PCR. Then CBF1 ¢DNA and plant
expression vector pBI121 are conjugated to construct the recombinant plasmid pBI121-CBF1. With agrobacterium-
mediated transgene technique the authors successfully introduce the arabidopsis transcriptional factor gene CBF1 into
hybrid pennisetum and reproduce the transgenic hybrid pennisetum.

Key words CBF1 gene tolerance transform hybrid pennisetum
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