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Tablel M edia used in rice transformation procedure
M edia Composition
MS ,100mgA ,300mgA ,30 g4 ,25g/L ,4 0mgA 2,4
2094 L- ,pH5 8

Callus induction medium

N6
N smedium

Co-culture medium

Selection medium

Predifferentiation mediun

D ifferentiation medium

M S basal, 100mg/A inositol, 300mg/A. casein hydrolysate, 30 gA. sucrose, 2 5g/A Phytagel, 4 Omg/A 2,
4D,2 0gA L-proline,pH5 8

Ne ,100mgA ,300mgA ,500mgA L- ,30 gL

N sbasal, 100mg/ inositol, 300mgA casein hydrolysate, 500mg/A L -proline, 30 g4 sucrose

Ns ,2 0mgA 2,4 ,10 gL ,20mgA ,25g/4 ,pH 5 2

Nsmediun,2 OmgA 2,4D, 10 gA glucose, 20mgA acetosyringone, 2 5 g/A Phytagel, pH 5 2

Ns ,2 0mgA 2,4 ,50mgA ,500mgA ,25g/4 ,pH 5 8

Nsmediun,2 OmgA 2,4D,50mgA hygromycin, 500mgA cefotaxime, 2 5 g/ Phytagel,pH 5 8

Ns ,5 0mgA ,2 O0mgA 6 ,1 OmgA ,50mg/A ,500mgA
,25g/4 pH 5 8

Nemedium, 5 0mg/A ABA,2 OmgA BA,1 OmgA NAA,50mg/A hygromycin, 500 mg/A cefotaxime
Phytagel,pH 5 8

N6 ,3 0mg/L 6 ,Q 5mg/L ,50mg/AL , 500 mg/A .2 594
,pH 5 8

Nsmedium, 3 Omg/A 6BA,Q 5mgA NAA,50mgA hygromycin, 500 mgA cefotaxine, 2 5 g/A Phy-
tagel,pH 5 8

14 GUS
To
, 37

95% 75

(pH 7 0), 10mmolA EDTA,
TritonX-100, 1 mg/mL X-Gluc, @ 1 mmolA

,Q 1 mmolA

21
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Table 2 Effectsof different sterilization time on the

12 16 h, ' frequency of callus induction from ricemature enbroyes
’ /min /%
Steriliza The frequency of
50mm0|/f‘ tion tme induction
Q 1% 40 77
37 93 6
30 97. 3
, 20%
25 96 3
2 , 30min
,  40min ,

40 37min
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Fig. 2 Hygromyein resistant calli derived Fig. 3 Shoots from resistant calli (left)

from embryogenie calli and transformams (right)
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Fig. 4 Histochemical staining of GUS activity in seeds and leaves of T, transformants
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A nalysis of factors influencing highly efficient
A grobacterium -mediated rice transformation

HUANG Hongmei"%,YANGY ong-zhi', ZHANG Zhi-guo",W AN Shu-yan*,
GUO A i-guang’,W U Jin-xia',L U Tie-gang’
(1B iotechnology Research Institute, ChineseA cademy o A gricultural Science, B eijing 100081, Ching;
2College d L if e Sciences,N orhtw est Sci-Tech U niversity d A griculture and Forestry, Yangling, Shaanxi 712100, China)

Abstract: The rice transformation mediated by A grobacterium tum ef aciensw as optimized by using O-
ryza sativa L. s9. japonica cultivars, which is the matrerial of rice genome sequencing Themain results
w ere as follow ing: T he frequency of callus induction is the highest w hen seeds sterilized in 2 5% sdium
hypochlorite solution for 30 minutes The transformation efficiency is the highest when enbryogenic calli
are subcultured for 6- 7 days the ODeo= Q 145- Q 190 of bacteria concentration is the best for callus
transformation; w ith the 7-day cultivation in dark, the differentiation efficiency of the resistant calli can be
mproved to 85%. A ot of transfomants have been obtained by using the transformation system in three
months GUS gene expression frequency is up to 30%.
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