Vol.29, No. 4

29 4
03 7 541 544 ACTA AGRONOMICA SINICA pp. 541 544 Juy, 2003
L EAFY
( , 350002)
LEAFY NPT /
, 2d ,
,  LEAFY 3 Badila ROC22 ROCI16 , LEAFY
11.2%, 1.2% PCR  PCR Suthern
, LEAFY
LEAFY ; ;
. Q943,566 CA
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ment
LI Ke@Qi PANDaRen” XU Li-Ang

( Key Laboratory d Sugarcane Genetics & Breeding , Ministry o Agriculture, Fuian Agricultural and Forestry University, Fuzhou, Fujian 350002, China)

Abgract LEAFY and NPT  genes were co-tranderred into sugarcane in this gudy. Sugarcane cdli as target tissues
were bombarded by Bioligic PDS1000/ He Particle Delivery Sysem (BIO-RAD) with the plastid DNA coated to GOLD
Particle . The result denpndrated thet pre culture or mannitol trestment before bombardment could inproved the regenerar
tion ahility sgnificantly. The highest trandormetion eficiency was 11. 2 % according to the edimeation o the resgart cdli
produced on the mediumwith kan. The highes regeneration frequency from red gant cuitures was 1. 22 %. The trandormed
plants were corfirmed by PCR andyds and PCR Suthern blotting.

Key words LEAFY gene; Sugarcane; Trandormetion

(1 ,35S LEAFY
(2] (Arabidopsis  LEAFY , (5]
thaliana) ,
1992 Weigd® ,
-L EAFY (el :
LEAFY LEAFY
,LEAFY ,
[4]
* : “o48” (971043 , 981016)
: (1976 - ) s
* : (1949- ) , , ,
Received ) :2002-07-02 ,Accepted ( ) :2002-10-12.

© 1995-2005 Tsinghua Tongfang Optical Disc Co., Ltd. All rights reserved.



542 29
1
CavivV35S
1.1 LEAFY pBIL ( 1)
-3 Badila ROC16 [5]
ROC22, E. coliDH®!
—' NOSp H NPTI H NOSt 1—— UBIp l—— LEAFY H GUS ——l NOSt J——
f
Hindll FkcoR 1 Hindll Sacl
1 pBL
FHg.1  The dructure of pBIL plasmid
PCR 2 (2 1/
b ) L
, Roche (MS+3 mg/L NAA +0.1 myL BA) :
1.2 PCR
, 1.7 DNA PCR PCR Southern
Hind EcoR + Hind
(7 LEAFY kan*
PCR , , CTAB
1:5 -CGGTGGAACCCAACGAGAG DNA®! | RNase RNA
2:3 -TGTAACAA GCCTGACGCCATGA G pBIL , DNA
1.3 , PCR DNA  PCR
, , DNA
(MS+2 I’T'g/l_ BA) 2d , [9] , LEAFY EcoR  + Hind
0.2 nol/L PCR- Southern
8h
1.4 2
pBIL ) 2.1 PCR
: (Bioligic FDS- 1000/ He Particle Hind EoR  + Hind
Delivery Sysem) , LEAFY PCR
t 960 m
1.5 5 2
l , 1
0.2 nol/L 16 h,
N 2d
(MS+2 my/L 2,4D )3
+ * -
280 my/L kan™) 6h, 18 h
3 2 1) 0.2
1.6 mnol/L 2 , ,

(MS+2 mg/L BA +280 my/L kan™)
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1 2.5 PCR PCR Southern
Tablel  Hfect o preculture before
bombar dment on trangor mation eficiency 14 DNA
ass*
Qdtivar Days of Tissues with Total tissues '(A{y? PCR ! 4 960 tp
0,
preculture (d) s’ (A) (B) ) ( 2) PCR
ROC22 0 1 30 3.3
1 1 30 33 '
5 3 0 10 ( 3) LEAFY
3 2 30 6.7 ,
ROC16 0 2 30 6.7
1 1 30 3.3
2 4 30 13.3
3 1 30 3.3
Badila 0 0 30 0
1 1 30 3.3
2 1 30 3.3
3 1 30 3.3
2
Table2  Hfect o mannitd treatment before
bombar dment on trangor mation efficiency
e Memiol Regtart Totdl call ?{VS
trestment cdli (A) (B
ROC22 + 5 50 10 2 PCR
R 4 50 8 Fg.2 PCRamdydsd the kanamycirrreddant plant
ROC16 + 4 51 8 Ma: GeneRuler ™ 100 bp DNA Ladder 1 : pBIL ;
- 3 50 6 2 : DNA;3 7 DNA
Badla + 2 50 4 1. Positive control :plasrid pBIL ; 2. Negative control :total DNA form
= 0 50 0 rormdl plant ; 3-7. Totd DNA from trandormed plants
2.4 .
\
|
| ° f' e
ol - .
3 , 3 ROC22 e ]
(1. 22 %) , Badila (1.21%) ,
ROC16 (0. 625 %)
3 LEAFY 3 PCR Suthern
Table3  The trandor mation eficiency by bombar dment Fig.3 PCR Suthern Hotting anays's
with L EAFY gene 2 : DNA: 1,3 DNA
2 :Negative oontrol :totad DNA from rormd plart ;
1,3:Totd DNA from trangormed plant
cali BIA CA plarts
) Cdli with Aants with
CQuitivar bomrbardmented ) ] (% (%
karrreddance kanrred dance
(A)
(B) (Q 3
ROC22 820 92 10 11.2 122
ROC16 320 28 8.75 0.625 )
Badla 164 12 9.75 121 (10]
,,
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