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310006)

IR 20% B F oA T FE R R L AT B ARARNE TR REFMHEAE
2 A AE UE AR EIK SR a9 Bk AR Sk H R T ik R A W
R 45H A BA. AR PCR HAR RIE3R/F RI294 X —F F. #HF# A FRAGHR B
Jo BT, b et GRS B Ik Aedt FaR BRI 2085 A B A3 pBinRAMCS E 487 42, A T ARR 4 1L,
BT L& Rd29A4 B3 T M E S F 03 AR AR, TR ARREHEART A REL
#F. B5%58

. WA Hd; Rd294 7B #F; BADH

. Q943.2 . A
20%
[ 1] o b
. 2 20 80
1986  Parson Populus ) ,
1987  Fillati " Agrobacterium tumefaciens NPT
I .
CaMV 35S . . . .
. . Rd294 . .
. 4, Rd294 .
BADH . . GENEBANK . AY577523.
1 MR EFZE
1.1
Escherichia wli DH5a. EAH105.  BADH pBind38
. pPsprSS2-1
. pBI101
. pMDI&T  , Hind IIL Pst I, BamH I, T4 DNA Takara
. 2003-10-204 . 2004-05-17
(ZA0204)
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1.2
1.2 1 Rd294 BT AR ik GeneBank Rd294 PCR .
Hind III , Pl. 5-CTGCAAGAATCTCAAACACG-3'. P2. 5-
TCCAATAGAAGTAATCAAACC-3'. PCR : Arabidopsis thaliana DNA (50 g°
L300, 4.0 ML, Mg® 2.5 1L, dNTP 2. 5 ML, 3.0 ML, 25.0
#L. PRC PE9600  PCR , 95 C 5 min, 94 C
30s, 48 C  40s 72 °C 90s 30 , 72 C 10 min. 10 #L PCR 8
g°kg ! . 100V, . EB 30 min,
. , Takara PCR .
1.22 HHAR T Rd294 PCR 1ML T
, 1ML PCR , 3 UL , 50L ( ) I, 16 C 12 h,
. lomL 20011 Eppendorf .
Rd29A AATTTCTGCAAGAATCTCAAACAC
RAZOA PromOter . v ittt ittt ieneennennannnns 'IC!I‘((JfI:l\JI&é;IlLLlI‘lc'II‘;\.;&LICI'\(I:

GGAGATCTCAAAGTTTGAAAGAAAATTTATTTCTTCGACTCAAAACAAACTTACGARATT
PEVTRERT R T e e e b e e b e e e b e b et b et e i
GGAGATCTCAARGTTTGARAGRAAATTTATTTCTTCGACTCAAAACAAACTTACGAAATT
TAGGTAGAACTTATATACATTATAT . TGTAATTTTTTGTAACAAAATGTTTTTATTATTA
PEEEETERRIRTER e e th e bbb e e bbb et
TAGGTAGAACTTATATACATTATATGTGTAATTTTTTGTAACAARATGTTTTTATTATTA
TTATAGAATTTTACTGGTTAAATTAAAAATGAATAGAAAAGGTGAATTAAGAGGAGAGAG
PERCLTETEETE et et e e e e e e b e e e e e i et
TTATAGAATTTTACTGGTTAAATTAARAATGAATAGAAAAGGTGAATTAAGAGGAGAGAG
GAGGTAAACATTTTCTTCTATTTTTTCATATTTTCAGGATAAATTATTGTAAAAGTTTAC
FERTEER et e e e e b e b e et e e e e e
GAGGTAAACATTTTCTTCTATTTTTTCATATTTTCAGGATAAATTATTGTAGAAGTTTAA
AAGATTTCCATTTGACTA.GTGTAAATGAGGAATATTCTCTAGTAAGATCATTATTTCAT
FEERETREE R e p e e e b bt e e e e et
AAGATTTCCATTTGACTARAGTGTAAATGAGGAATATTCTCTAGTAAGATCATTATTTCAT
CTACTTCTTTTATCTTCTACCAGTAGAGGAATAAACAATATTTAGCTCCTTTGTAAATAC
PEEELEEL PR DRI R e e L e et b i e e e b
CTACTTCTTTTATCTTCTACCAGTAGAGGAATAAACAATATTTAGCTCCTTTGTAARTAC
ARATTAATTTTCCTTCTTGACATCATTCAATTTTAATTTTACGTATAARAATAAAAGATCA
FELVELET O BV e b e e e e i e e b e e et e
AAATTAATTTTCGTTCTTGACATCATTCAATTTTAATTTTACGTATAAAATAAAAGATCA
TACCTATTAGAACGATTAAGGAGARATACAATTCGAATGAGAAGGATGTGCCGTTTGTTA
FEEETTET R et et bbb e e e b e e e e r et
TACCTATTAGAACGATTAAGGAGAAATACAATTCGAATGAGAAGGATGTGCCGTTTGTTA
TAATAAACAGCCACACGACGTAAACGTAAAATGACCACATGATGGGCCAATAGACATGGA
PEETLELER LR E b e L e e e et e et e ey
TAATAAACAGCCACACGACGTRAACGTARAAATGACCACATGATGGGCCAATAGACATGGA
CCGACTACTAATAATAGTAAGTTACATTTTAGGATGGAATAARATATCATACCGACATCAG
PUETERTTETE R bt bt e b b bt b b e e e e b
CCGACTACTAATAATAGTAAGTTACATTTTAGGATGGAATAAATATCATACCGACATCAG
TTTTGAAAGAAAAGGGAAAAAAAGAAAAAATAAATARAAGATATACTACCGACATGAGTT
PO T EE PR e e e b e et e e e e e e b e e e e i
TTTGGAAAGAAAAGGGAAAAAAAGAAAAAATAAATAAAAGATATACTACCGACATGAGTT
CCAAAAAGCAAAAAAAAAGATCAAGCCGACACAGACACGCGTAGAGAGCARAATGACTTT
Prrrrrrrrrrrrererrrereerrrer  rreerrerrrrreteirrebt prned
CCAARAAGCAAAAAAAAAGATCAAGCCGCACCAGACACGCGTAGAGAGCARAA .GACTTT
GACGTCACACCACGAAAACAGACGCTTCATACGTGTCCCTTTATCTCTCTCAGTCTCTCT
PEERTERTER bt bbb e bbb bbb bbb b e e e e
GACGTCACACCACGAAAACAGACGCTTCATACGTGTCCCTTTATCTCTCTCAGTCTCTCT
ATAAACTTAGTGAGACCCTCCTCTGTTTTACTCACAAARTATGCARACTAGAAAACAATCA
PYRTEETRT N bbb e et e e e ettt et
ATARACTTAGTGAGACCCTCCTCTGTTTTACTCACAAATATGCAAACTAGAARACAATCA
TCAGGAATAAAGGGTTTGATTACTTCTATTGGAAAGAAAARAATCTTTGGAARATGGATC
PESTELEETEEEE NPT er eyl

TCAGGAATAAAGGGTTTGATTACTTCTATTGGA . + -t v vttt it i i et soarenanns

B1 RINVA XRE e =4 pRA29A4 M f 48 F 2tk B
Figure 1 Nucleotide sequence of Rd294 and pBin Rd 294
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5 min, 37 C 90, 1mLLB , 37 °C, 180 r°min ' 1h,
50g°L ! IB . , 371 7C . . PCR.
C 1 2).,
1.23 REHARME pPsprSS2-1 Hind IIVPst [ 2 ,
MCS, PRI Hind IV Pst 1 , : 2 T4 DNA
. pBMCS®,  pBMCS  pBind38" " Hind 1V Xba .
MCS T4 DNA : pBADHMCS" ", pBADHMCS  Hind
m . . Rd294 Hind [IVBam H 1 .
. T4 DNA : pBinRAMCS* . Rd294
) , Hind IIV'Bam H | s
Rd294
1.2 4 Ahakk #UE RATH 20 DNA 200 11, Eppendorf
. 5 min, 5 min, 37 C 5 min, 800 “L. YM , 28 C 4
~5h, 50 g°L ! 25g°L ! YM . ,

2 HEREH

21 Rd294
PCR . 890 bp : pMD 18-T
pBinRd294 , ) Yamaguchi-Shinozaki (1992) ,
Rd2 4 .
22 pBinRAMCS
PCR ) pBinRAMCS ) , 1
-9 DNA  PCR 890 bp ¢ 3); Hind
[I¥Bam H I pBinRdMCS, 890 bp C 5)
Rd294
23
; 5mL YM . 28°C 2d DNA,
PCR , 5, PCR , pBinRAMCS

B 2~5 2. Rd294 &5 PCR #41; 3. €4 B4 P& #F PCR #illl; 4. Rd29A4 J& ) FBa btk £,
5. RAFE PCR LA 4% (B FAH R DNA 47248 A 1 kb #E)

Figure2~5 2 RI2APCR cloned; 3. PCR amalysis of Rd294; 4. restriction analysis
of pBinRAMCS; 5. PCR analysis of pBinRAMCS (DNA marker is 1 kb labble)
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Rd29A4 gene cloning and plant expression vector constructed

ZHUO Ren-ying', SUN Zong—xiu’
(1. The Research Institute of Subtiopical Forest, CAF, Fuyang 311400, Zhejiang, China; 2. The State Key
Laboratory of Rice Biology, Chinese National Rice Research Institutes Hangzhou 310006 Zhejiang, China)

Abstract: It was global problem that effected of saline on forest and agriculture soil, about 20% plowlands and
half of imigated soils had been affected by saline. It s important to speeded salt-tolerance breeding course.

Transgenic breeding can fasted the salt-tolerance pace, and shorten breeding cycle significantly . So we designed
the primer and cloning Rd29 A promoter by PCR, wnstucted pBinRdM CS plasmid that BADH gene can be induced
by salt and drought, then it was transit to chloroplast. The results analysis by PCR and restriction show that the

plasmid include aim gene. The plasmid will be used for tree transgenic breeding. [Ch, 5 fig. 8 ref.]

Key words. forest tree; salt tolerance; Rd294 promoter; BADH



