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KEEERBRBEIN TR T ipt BE
EREFHBRERRRIE
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(R REEMBZESERER, JTHET 530005)
W OB AARHERENS  RAMERAE BEKBEEQRI TR THRIMNE ipr BRI AHEHBK
FLAMSMARME . PCR SMFSEN M EEFEN, RBNEERARERS T4 ELISA o HER
FISKE, & B PAs &8 A IRE 2. 43 5 Woh R FRER BT 7. 8%,
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HESES . QU43.2 X ERFRIRES: A XEHRS: 1000-3142(2004)01-0049-03

Ipt gene driven under a gluteline promoter of
rice seed expressed in transgenic tobacco plants

SHEN Pei-hong, QIAO Yue-mei, HUANG Sheng, WU Bo
( College of Life Science and Technology, Guangxi University, Nanning 530003, China )

Abstract: An ipt gene driven under the gluteline promoter of rice seed was introduced into tobacco plants by
A. tume faciens mediated transformation. After selected using antibiotics, PCR and sequencing analysis con-
firmed that ipt gene has integrated into the genomes of the tobacco plants. Cytokinin level in seeds was deter-

mined by ELISA kit, The result showed that the iPAs level of transgenic seeds is about 2. 43 fold than CK, at

the same time, the weight of seed has increased by 7.8 percent.
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Ipt EHBRFFE A. tumefaciens Ti ik EH
—BFS), i R RGE AR, X R A ik
CTKs A — B X B, ERRELR S EE
BRRENSR. FER A ERHRRYT ., L3R
FRE MM NENT &K, SHW AL, ZEED®
FiZEF AT REAYEN CTKs & &, 5
KR REY B (TR, 2000), F AR FE ¥
W ipt REAEEYPHREBAIADTR, &
EEBRKERANARSHNEZSEEN. M ER
FEMNREDIALETR A BRPZINE RS
(Anne # Jacques %, 2002; Sa %, 2002; Hans H
Rhijn % ,2001; Bk % ,2000),
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HTAMBEK, BRARER R, ML W
MR EKEY A, BBRLAFRERARSH
FIEEMRORE. EYERNIRER-£IE
MABRKEE, RINRATH T —BEREEIT
Wl ipr B F XY B R T ARE, LR
EEEFREMTPREMERGHTER.

1 MK ET&

1.1 &7
AR T E R K326 fh 7, LB AKRERF
L. 2¥HM T EHBTE B/ T MSHERE L,

E4TH: 8 NASE¥RSEETTHES; T A+ETFAF IBREME H(2000206),
EE®A. BMELA977), L . HWEHAEA AL A TFREFEFE. » HBRWEKREA
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K M. Bk KRR pBI 121 BB, R RATHE
LBA 4404 B %k, %5 B B pRK 2073, Ecoli & %k
DH 5a, &H ipt HHE K pGEMT-easy Fihi (AILHE
REEWFHFRFREARETLHEER . KA &
pGEM-T vector & &M T Promega /7, ELISA
BARNEMTFERLE XY, TEMLCHERH
A YIRE  Taq B6 E 88, 19 F TaKaRa 447,
1.2 A&

1.2.1 i & DNA YRR SF XM (EXHF,
1982),

1.2.2 i i DNA 3B H 4L 2 3 B ¥
A W X &k (Sambrook %,1982),

1.2.3 85 F % PCR ¥ KA SDS %M BER
KT DNA, 2 GeneBank FEREMKFELSE
BRASFFH. & T —x5(4, W3R 5
agccecgggtgagataaaggetettge-3', FUES | #)% 5 -ata-
agcttaggtcatagggagaggga-3', S| ¥4 3 & #H Smal
5 Hind I Y14 A . 94 °C 1 min,94 C 305,52 C
30 5,72 C 2 min, 30 MEFFJE,72 C M 3 min,
PCR ¢ 1 880 bp A K B K&, B & = i
5,55 &S pGEM-T vector |,

1.2.4ipt A B ¥ PCR ¥ ¥ RIE ipt ZEFFR
HTWT3 Y, E¥5I YK 5 -acagatctattegattag-
gatccatg-3' , J &K Bgl T &, FTH5IHH 5-
acgagctctaatacattecgaacgga-3' , & H Sacl ¥ &.
I LABRE P R R pGEM-T easy BRI AR,
TP, PCR KR &% 95 C, 1min; 94 C, 30
5,50 C,30 5,72 C,1 min, % % 30;1 min 30
5;72 °C,3 min, \

1.2.5 $@mM¥ K326 sy # #b4b WHEMNFH
0. L%RYFHRIHEE 10 min, BB KW EE 3B, EMHT
1/2 MS #3835 b, 3 B f5 B4 SR M0 5 0 Bl ot
A Al 10% NaClO % 5 min J5, KH/K¥E 8 2~3
WL 0.2~0.5 em? K/, ESBENER
B LBA4404 B P BYL 3~5 min, TEEHKR T,
BfTHERE L, 25 CRER 4 dE, BHIIME
EHEETER 50 mg/L FARE K .100 mg/L k&
BRMMEEFE AT EESR. BN 4 KT
HHRBRT KHEP,

2.6 hmmes L X9 RRA ELISA 8l B
g ip REAMENRRMF(EHKRRO0.25 o), 1
BERBIERBA, MA 4mL FEERZE R,
S, F4CTFRBR4MLELEREFR.£C18 4

HEMNERBRETR. BH 2 ol BFaHBRE
.

2 HXx

2.1 kKIBAEARBFF PCRIWER
LW T 247, 5 GeneBank 3R 3E M AH H B
A 9N RIRHE, B & RS H(Y00687. 1),
2.2 i@t PCR ¥ ¥ HK) ipt BB R B (740 bp)
kWG, B pGEM T-vector L,
Byt 7 5) 5 GeneBank L iRE K ipr HEHFF)
(B3R5 K X53945) LB AF 100 M EHE.
2.3 EYREBEHHE
¥ 2K pBl 121 5 ETE T-vector LRYBZNF
A3 Hind[l 5 Sma 1 # 47 XWEG Y], BB IMNE A
B, sk dy & 5 pBI 121-1, /8 Smal 5 Sacl I
VIEeHs ipr BH 5 pBI 121-1 #4788, EHE R
Rk & pBL 121- T (F 1)

1 @Rk pBI 121- 1 R H M) B kA
Fig. 1 The agarose gel electrophoresis of the
recombination plasmid pBI 121-1[ and its
digestion by Sma I and Hind [If

M. 1 kb marker; 1. BB pBI 121-1 ; 2. BEH
FisL pBI 121-1 % Sma I 1 Hind [l X E§YI.
1. The recombination plasmid pBI 121-1f ; 2. The plasmid
pBI 121-]] degested by Sma ] and Hind [I.

2.4 BEEKN PCREMEFFI S

CTAB M B = BUB R 2R 8 DNA, RLK
BAEARSHT LIS Y 5 -agcccgggtgagataaag-
getettge-3'F ipr ZEHE T B4 5 -acgagetctaatacat-
tecgaacgga-3' X ¥ K R I M Bk 55 Xt B8 Rl i 34T PCR
PHRM@E 2D, N 1.2.3.4 SHPHYHHT 1.6 kb
(gluteline promoter+:p2) By, EXT B & H I 1%
MAENKHE, Ml SHKMBEMET, &
pGEM-Tvector b, R ZEEAY A AT, EREW
it BRC BRI AENRERALAT,
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LS BAMTFHERRE PAs B SH
HERBAHTHERNER LLEEZRMFHT
BT RN 0. 082 g, X P F 3 THLE K 0. 076 g,
HREAMTERLUXMMAEMT 7.8%, 24 4% it
FAMHEERE.
®1 HBHFHTHE

Table 1 The weight of tobacco seed (g/1000 grains)
FHE
g 15 25 35 48  Average
Treatment .
weight
BA #4 %t B CK 0.0795 0.0800 0.0760 0.0720 0.0760

R HE B Trans- 0.0835 0.0760 0.0820 0.0865 0.0820
genic seeds

£ ELISA &, B 73 B 4 iPAs 5 B
H166. 7 pmol, BT HEFH A FH iPAs B H
405. 03 pmol, FEFF FH) iPAs §FB 5% B kb
BT 2.4345.

A2 BEEAEEFESAR PCR &R
Fig. 2 PCR analysis of genome

of transgenic tobacco

M. 1 kb marker; 1,2.3.4. ¥ E# PCR &
“IaEiF+ipt AR B CK. HHx .
1.2.3.4. “B & F+ipt #£EH"amplified by PCR from

transgenic tobacco, CK. Negative control.

3 W #®

FEXT AR AT R T B, R A ipe K5
YIXF Y] S DNA #17 PCR 0, XS Pt A
FHRL ) 740 bp BRI H B, M AKBEAEA L5
Y15 ipt R T B 5 P # 1T PCR BN AT, 3 B A
WHMAAY 1. 62 kbUG 31 F +ipr R Ky KW
B, #E— B W e SRR H E S AR T .
FERB R BT HR, RITEBIE T ipt ZH 55
EMERMRER I F(CAMVISS) 5K EBER

HESFEISTHRE, KA ipr ZEREABREE
HF 35 s WHTHREAFEWMESNIEREAETR, R
BRI BE(CRELXFHEE . FR5XH
(Faiss %,199) REHME. MiZERERHFRR
HEEBHFOKBBRAEARI POV THRE
FREERHFHIPAs SEBRE T 4 3. FHFH
HEWMT 12.8% (A XAR). XEILKEREK
A RASSREREIB S FERS i ZEEREHAY
FRHRZAUREHF FERETITHN,. WAT—2M0
fAAZERER - LAFZFMENREDH™
BREBETHRNKE.

5% 3k
EXA, HES. 1982 MUERTBRFEESHA
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