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Introduction of Leaf Senescence-Inhibiting Gene P,
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Wheat via Agrobacterium tumefaciens Soaked Seeds
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Abstract: A transgenic plant with P, . -IPT gene was obtained by means of Agrobacterium tumefaciens soaked

seeds from wheat Xinong1376. The integration of P

SAGI2

-IPT gene into the wheat genome was confirmed by PCR amplification,
GUS histochemical and Southern blot hybridization analysis and the P

-IPT gene could be inherited stably. The

SAGI2

investigation on leaf cytokinin (isopentenyladenine) content, leaf senescence development and agronomical characters

showed that there were no significant difference between transgenic wheat and Xinong1376 . The result indicted that P

SAGI2~

IPT gene might not express (gene silencing) or express partially in transgenic wheat plant.
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1.2 hHi%
.21 NEFFHAHE BRI RFELE 90% LA
LRNERF, T0% MERREEES, 0. 15%FK
HE 20 min, TEHEAKMBE4~5K, 24 CHEEHTE
B M.
1.2.2 RIFEAEL A LASFREJNSENRITHE,
BCHEMIEF2~3d. AHEHNEERBARFERE
MSM(1/2 MS+100 u MAs+1%Glucose+2%Sucrose, pH
5.5), 28°C, 220 r/min FFHHEFF 2~3 h, M AE
NEFHBKRE, FAMSMIEZ 1.5 0D,
1.2.3 REEBREN NAEMFLEKATR 1376,
FR2611 MEMF, HEBKIHETE MAEE
1.5 OD/RFB (& pCMLA35-1 JJik) BIFERRS
FF. 19CHE1~2h, BIXER, $EXFEE 24,
A BERAKERHFHETH, 24CHEFEFK 1 en, B
BIKH, EH5EMAKFEE.
1.2.4 PCREW PR3 FEERBINTF Py, [T
Flit, 5IIFFN: Py, R: 5 TCGCTGAAGTGATAACCGIC 3/,
P, F: 5’ GCAAAGAGACGAGGAAGAAA 3' . PCR ¥
BHH 94 CHAEM 3 min-—94°C 1min, 56°C 1 min,
72°C 1.5 min, 35 MEF— 72°CHEM 7 min, 4CHERE.
1.2.5 Southern Z¥XTM GUS R FRIL AL 25
REITESR (5T REETR R LI Rueb i
R S AT
1.2.6 HEFEANREST RELEEHEkTEE

0.7 kb

0.3 kb

HAARSHESE (RUBEBRENS) RESES
EHAEMERNERE. RREERESSENE S
Bk A EEBRIR M 4 2y #rik (ELISAYU2) , HipAb
HETESE, UHRSEAYBERICSHEN R I
AZHBATRA. HAEERBCRTENO K. &
MEE; 1 . MRBREGIRI; 2 %K. HRH&ERG
WA 3 HK: FHRFHET; 4 %K. £HIFE,
1.2.7 SEEEKER (T) KBEMT T, RES
B3Z, WEERBERFF BB E T, RFFRRE
Fi, REUHEBRDNA BEATPCR W, 247 T, RHEHKF
P, IPTERKBESR.

2 HR5%H

35 B E4EHEAY PCR F0 GUS 4451

E/NE T BBAREC B DNA, UL pCMLA35-1 &k
hBAMEXT R, FIF SAGL2 M5 4iRtAT PCRY 1Y, K
RARFEHBHRSHTER 1376 H—/N 8k (T7-1) 0
B 1 2 BB 3738 L TS K /NG B A A BR (526 bp) , T
FERES R (GREMAM) MR 2611 PRy HHMA
MEHFE (X1, BD. £RTHAMBEFEENE
BT RN AR ES 1T PCRONRKIE, 5HHHA
SRTEEME. XTPCREAM AR T7-1 BUH H 31T 6US
REST, HERERTREHCUS BERMN, ¥
WEBR Py, ~TPTHEBEFFIR BERA NS T7-1 HEE A
F. AR, AER1 AUEH, RIFEEMEX/NE

2.1

R FE{LIERAY PCR 0 GUS 4T

Table 1 PCR and GUS analysis of transgenic plants

i AT TR HEE %) MEHEE (%) PCR FAYE#E GUS FAfEBK

Variety No. of seeds treated Seedling ratio CK seedling ratio  No.of PCR positive plants No. of GUS positive plants
FR 1376 2000 79.2 92.0 1 1

Xinongl376

AR 2611 2000 73.5 90.5 0 0

Xinong2611
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MFRRFERE TR,
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M pCMLA35-1 JRA X ba 1 FR#IME N UIBERITESY),
LAPCR ¥ #48 P,,,,~ 1 PT HE B NES, #IT7
Southern ZZ 4T, LLiE—BHiERE Mk,
B2 GRER, HEREKRTT-1 MBEENE
pCMLA35-1 7E 3. 2kb AL H W, & P, -~ IPTHR
RANEES B, MHENBEEREES, BT ER
REFTFHHNEFRCSBEEINETT-1 HERA
.
2.3 REFREHKMHAERKEERELSENRE
KRS
FENEAKES, A3 IR 1376 HE =, {3
ZMAMRE 2 B R E SR S R A R R R

1 2 3 4

1. DNA 4+ 7B AruE: 2. M, 3. BAdEX I 4. HERHK
T7-1

1.Ladder DNA; 2.Positive control; 3.Negative
control; 4. Transgenic plant

B HEEIEE PRI
Fig.1 PCR analysis of transgenic plant

1. DNA &+ RbrmE: 2. BItERS R 3. MMM 4. HERAK
T7-1

1. Positive control; 2.Negative control; 3.Adder DNA;
4. Transgenic plant

B2 HERE%RN Southern 3T 947

Fig.2 Southern blot analysis of transgenic plant
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Fig.3 Leaf isopentenyladenine content analysis of
transgenic plant by ELISA (20 d after flowering
stage)

F2 NEEKRHHRREEHEI
Table 2 Analysis of wheat leaf senescence development
at old stage

R M M #® ot 8l —nt fH=n
Time Material Flag leaf The second leaf The third leaf
from tip from tip
25/4 CK 1 2 2
T7-1 1 1 2
5/5 CcK 2 3 3
T7-1 2 2 3
15/5 CK 4 4 4
T7-1 3 4 4

3 SEEEEKT A PCROHT
Table 3 PCR analysis of T transgenic plant

L2

Material No.of

TARFTH A PCREAMERE £ EH) x?
No.of No. of PCR Positive 3D

T, seeds seedling positive /negative
plants
T7-1 25 21 14 2:1 0.399<- X7 o

=3.84
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TR -/MEVIRSY, RERANBESERE
BB EHERRN. STROMTRKE, BES
MBS VE MR &, PR /E IR E R, WA RER,
BB, EEHREHFESH. MONA HIGRIMRIR
RAEFREBIVHRAEYR A EZERE. FHit, A
FMRBRIFEER THYHASNF, FURERT-
DNA BB HEGIRAROARES, ATERE
. MERFHRMEEMRIFE ., BN, BHOR
KB ERMBHELGR, RAMHZTETUKH
SHREE YR . AR RARFERMEE
/N, ZPCR. GUS ALAMELREM Southern

TRAE, AT 1 RSATHAELMSIERE P, -

IPTHBEEFEEK. BRERRRDHEILENE 0. 06%
(1/1583), (BHRHF AR ERMEE U IERE—
ERFITH, ARIFEFELTEROALSEFLNE
RGET —£BWEZTHRE.

EARRS, RREMEER P, - IPTRA
AR 1376 J5, FHEEEKEYHRRSERESTE.
HAREZHERRREER L ENEHILHEER, #H
Py, IPTERERERERENTRRRE CRESE
EER) SHREBAE. SEHETHUNBELER, &
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