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(A° - fatty acid desaturase, D6D) glufost
bar T - nate, glufosinate 0.25.50. 75. 100.
DNA ( 1). 125.150.175.200.225 mg/L, 7d
RB
35S Promoter LB
bar \ 35SPolyA
35S Terminator f
EcoRI(11106) £ D6D 2
LB
pLING1
EcoRI (3194) 2.1 Ti PCR
35S Promoter
13191bp 1T,
Table 1 Genotype distribution in T transgenic plants
SpecR/StrepR Booll] (4047)
Event To e
- DED /bar™ DED " bar”™ D6D~ bar” DGD~bar~ DD bar”
To-1 + /+ 7 1 1 0
1 pLING61 To-6  +/+ 9 3 1 0
Fig. 1 The plant co transformation expression vector To-7  +/+ 10 2 0 4
pLING61 To-8  +/+ 6 5 0 0
To-9 + /+ 8 0 0 2
113 Promega To-10  +/+ 1 0 1 0
s Tagq ~dNTP  PCR To-11  +/+ 7 0 0 3
, Sangon . To-12  +/+ 3 5 1 0
. . . To-13 + /+ 8 3 0 0
DIG DNA Labeling and Detection Kit Roche ’
To-14  +/+ 5 1 0 0
Glufosinate Sigma To-16  +/+ 5 0 3 0
To -20 +/+ 9 1 0 0
1.2 To -21 + /+ 2 1 4 0
’ To-25 +/+ 6 3 2 0
L2.1 T PCR To-27 +/+ 5 6 1 0
CTAB DNA, s To-29 +/+ 3 7 1 0
PCR . D6D  PCR T TN G e W B (= R

: DesatF(5"TTT TTC ATC CAT GGC TGC
TCA AAT G 3" DesatR(5TTT TTT CTA GAT
TAA CCA TGA GTG TGA AGA GC 3), PCR

:95°C 5 min, :94°C 40 s,
52C40s 72°C60 s, 33 10 min.
bar PCR :P1(5ATG

AGC CCA GAA CGA CGG 3) P3(5TCA GAT
CTC GGT GAC GGG CA 3), PCR :
:94C 40 5,57°C40 s,

,72°C

95C 5 min,
72°C 50 s, 33 ,72°C 10 min.
1.2.2 Ti Southern

10¢g DNA, EcoRI 1%
pLIN61  Psil

DNA .
Southern D6D
bar .

2 T PCR

Fig.2 PCR analysis of T; progenies from T,

co transforments for A® desaturase gene
(D6D) and bar genes.

:1—69 T0—7 T] PCR ;7,
pLIN61 PCR ; WT, PCR
; M DL2000.

Lanel — 6 samples of T progenies from Ty -7 Lane7
PCR product derived from plasmid pLIN61 template; WT,
PCR product derived from non transformed soybean; M,
DL2000 DN A ladder.

RT PCR 16 8008  To

b

CTAB DNA
D6D bar PCR )
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2, 3. Southern PCR
To T ,PCR
. 4  .D6D "bar .D6D - pLIN61/Pstl( 3 CK")
bar \D6D “bar” \D6D " bar” ( 1). )
D6D bar 3 , ( 3 CK™), Southern
18.75 %, D6D T
bar T 9 . 9 T
2.2 T Southern D6D Southern
PCR D6D s bar Southern
bar 3 To—-7.To-9 To ) 9 T D6D
-11 T D6D ) bar . D6D
0.1% SDS  0.2mol/L NaOH D6D bar .
bar Southern s
(B)
1 2 3 4 -5..6 7 WT
3 7 T, Southern (A) D6D ;(B) bar
Fig. 3 Characterization of progeny derived from soybean transformation event Ty -7
(A) D6D probe; (B) bar probe
: 1, To-7; 2-7 To-7 T s WT,
Lanel, sample of To =7 lane2—7 samples of T, progenies from To —7; WT non transgenic soy bean.
2.3 ,
glufosinate 7d .
, 8008 D6D"
bar~ .D6D" bar~ glufosinate 0 3
mg/L.25 mg/L.50 mg /L » 75 mg/L
s glufosinate
; . D6D"
bar \D6D ~bar" glufosinate ,
0.25.50.75.100. 125 mg/L 150 mg/L ,
s glufosinate 175 mg/L , .
; glufosinate s ,
D6D ~bar~ .D6D " bar” , glu - T
fosinate , D6D " PCR
bar \D6D” bar : N
glufosinate s glufosinate ,
150 mg /L, D6D” bar™ «D6D " bar”
glufosinate ,
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GENERATING MARKER FREE TRANSGENIC SOYBEAN PLANTS BY AGROBACTERIUM
MEDIATED TRANSFORMATION WITH DOUBLE T - DNA BINARY VECTOR
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Abstract T ransgenic crops have developed in commercialized scale in some countries, but their biosafety

have attracted public concerns in the world at the same time. Therefore, it is becoming more and more inmr

portant to eliminate the selective genes because of their negative functions, such as antibiotics resistance

and herbicide resistance. 161 T1 transgenic soybean of pudou 8008 containing A - fatty acid desaturase

gene and bar selection gene, which were obtained by biolistic particle co transformation, were analyzed by

PCR and southern blot in this study, and 9 plants only with the target gene were identiffed finally. Moreo

ver, leal painting of herbicide was applied to confirm the marker free transgenic plants. It could be more ef

ficient to combine leaf painting and PCR, Southern blot to select bar free transgenic soybean.
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