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LBA4404, R pLX10 MBLTL NPT1I GUS
( 1) Samuel Sun
1.3
, 28°C YEB 2d
, 1h , , 28T 0 1 3 5 7d ,
(Kan) 0 ( ) 25 50 100 200 250 mg L MSI
20 d s 1~ 2 em
MS II (MS+ NAA 0. 05 mg/L+ Kan 50 mg/ L+ 300 mg/ L)
Hogland ~ Snyde 10~ 15 d, ,
1.4 GUS
GLs Jefferson & Kan : GUS
(100 mmol/ L. , 0.1% Triton X-100, 1. 0 mmol/L EDTA, 0.5 mmol/ L. KsFe(CN)e,
0. 05 mmol/ L. Ky(CN)6, 1 mmol/LX-Gluc) , 37C 3~ 5 h, , 70%
1.5 PCR
1.5.1 3|4kt MBLTI P P,

Pi: 5§ ACCITGGCICTCITCGITCT 3’;
P2: 5 GCTCCGATGITGGGTATGIT 3’

1.5.2 DNA B RILAPCR  GIS , 1.5 mL
, 100 ML 0.5 mol/ L N&OH , 13000 g I min, 5 HL
45 WL, 100 nmol/ L Tris' HC1 (pH 8. 0) , . 2HL 20 ML,
PCR PCR PERKIN EIMER GeneAmp PCR System 9600 ,
94°C30s, 55°C30s, 72°C 1 min, 30 PCR 1. 5%

1.6  Southermr blot

(© , DNA, 20 lg DNA

FeoRT  , 0.7% 12~ 16 h, DNA , o

Boehriger , 400 bp
PCR : 7% SIS 50%
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, X

2
2.1 Kan
2.1.1 4 Kan #hitkey B4 Kan MS I
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1. Whole leaf in blue; 2, 3. Mainly vein in blue;

4. Sporadic blue spots.
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2.2.2  FHEE DNA 4 PCR 4 7+ ¥ 3 4] ,
GUS PCR , GUS 400 bp
(5

2.2.3  # A HFH EHARE Southern blot 6 , DNA

MBL1I 400 bp , s MBL1I

DNA ,

1.

bl
-
0.8kh— -
5 PCR 6 Southern blot
1. DL2000 ;2. pLXIO ( MBLIL 1. ( MBLI pLX10 0.8 kb
): 3. . 4~ 8 ); 2. ;3 4
Fig 5 PCR screening of transformed lettuce Fg. 6 Southermr blot analysis of tranformed lettuce
DL2000 DNA marker 2. pLX10 plasmid with MBLII gene 1. Positve control (0. 8 kb fragment with MBLII gene) ;
3. Nortranformed plant  4- 8. Trandommed phnt 2. Norrtrandommed plant; 3, 4. Transformed plants.
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Genetic Transformation and Plant Regeneration of Lettuce with Sweet
Protein Gene MBL1I

Liu Jingmei"?, Chen Daming®, and Chen Hang’
( '"Department o Horticulture, Zhejiang University, Hangzhou 310029; *Bejing Vegetable Research Center, Bejing
100089)

Abstract: The sweet protein gene MBLIl was introduced into lettuce by co culturing excised
cotyledon explants with Agrobacterium tumg aciens. The Agrobacterium strain LBA4404 contained the
binary vector pLX10, which carried sweet protein gene MBLII, seledive gene NPTII and reporter
gene GUS. The best transformation efficiency was obtained when explants were co cultured with
Agrobacterium for 3 days and cultured on the selective medium containing 50 mg/ L. kanamycine
(shoots regeneration rate 58. 3%, albino rate 29% ). Roots were induced in all adventitious shoots
on MSII (MS+ NAA 0.05 mg/ L+ Kan 50 mg/ L+ carbencillin 300 mg/L). The transgenic nature
of regenerants were demonstrated by plant growth on medium containing kanamycine, GU5 histochemr
cal assay and PCR amplification. 7. 6% of all Kanamycine resistant shoots was GIS positive.
Southern blot results confimmed that the MBL1I gene had been incorporated into the genome of lettuce.

Key words: Sweet protein; Lettuce; Transformation
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