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Breakthrough of Two Questions on the Agrobacterium- mediated Soybean Coty-

ledonary Node Systems
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Abstract ; The factors influencing soybean( Glycine max L. ) cotyledonary node regeneration and detection from soybean culti-
vars “Heinong 35" were studied in this research so as to solve the two problems. 143" orthogonal design was used to discuss
effect of four key factors and levels on multiple shoot elongation. DNA for Southern blot were extracted from calli tissue which
were induced from putative transgenic plants leaves. The results indicated that the better conditions for elongation were got
when concentration of 6- Benzylaminopurine in subculture medium for shoot induction was dropped to 1/5 to the preceding

shoot induction medium,and 50 mg L ™" Glutamic acid,0.5 mg L™" Gibberellin A;and 0.5 mg L.™" Zeatin were added to shoot

elongation medium;Southern blot signal indicated that calli tissue from leaves could extract enough genomic DNA.
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KE(Glycine max L. ) &I T E, EFHE TR
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Ja A SRR IR T e A PRE e R 3,
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AR LR i IX BEATTI ) e P S $ TR A
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RGN T HAB A R G A HARE U0, BDakAS
FHAR AR A 5[] NPT 6 1 AR AR AR D MR R
U5 32 1 8] BR 1 ( Meurer et al., 1998 ; AR+ 45,
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¥y, pH 5.8) th X5 AR ZE K I dR AU SRk
VIR S IE IR B0 6- BA YR [ (A) , FE(h K 85
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Table 1 Levels of factors
IKF Levels A B C D
1 172 0 0 0.5
2 1/5 50 0.5 1.0
3 1/10 100 1.0 1.5
1.2.2 PR RGARGESR TEERRIEH T,

FRAR R U 1 ~2 J5 W35 U N R 7R i
SR AHL R SR (MSB +2 mg L™ 2,4-D +
0.5 mg L™' KT,pH5. 8) S H @i, Z2df
AU K B — % 15 A A CTAB ¥4 42 BUIE 4 24
DNA , DU {3 Rk 4R B2 6% £ 19 DNA SR |l 5
Fric A 7 £ 64T Southern 60,

1.2.3 %t ¥k {8 FH#R A SAS 8.2 X
YRR T T

2 ZBR59
2.1 MMAEZFMKNESIKE

H#2 AT, A B C.D £ FHIIAF] 2
F P UK 4 A~ DR 26 AR ZE (AR A 3 Y

M. 4 NZEH F A A>C>D>B, S 405
SEHP AL 6- BA AR EXT MR 2K A 52 1 R0 e
R HON ZF R IR B AP SN GA,, ZT Al Glu
SRS AR X 7N — 2
2 RS N R 1) J5 22904
Table 2 Analysis of variance for factors that affect

multiple shoots elongation

AR S Source F
A 1658.3 *
B 19.2°
C 685.6 "
D 44,7 "%
*RFE 5% 2R R EKTE

* Means significant difference at 5% level.

2 AN [FIKE X AR 2R B 52 e DL 3% 3, A
206 6- BA (¥R BERE i AR 285 S5 98 3619 1/5
BERTHEWAKTE, B HERAEMN: KR
BRI AN 50 mg L' Glu &3 85 F ¥ 100
mg L' Glu, REIMAGA 50 mg L™" Glu Z [A] 22 53
AR, CHRAEMNEEMKETFRIE PR 0 mg
L™ GA, B THEMA KT, H 0.5 mg L~
GA, BFm T AU GA,  (H R A MBI B B, I
T 1.0 mg L™" GA, Ji A A ZE R Ry i K A9 25 HL R 47
Y, ARG B BERE N 0.5 mg L™ & P A= MR 15

SN D PR AR A SRR B FR 3 R IR 0.5
mg L™ ZT B @ THEMAKFE, L4460 E&N
FEAFKF R, i AR A kR R 1 S
WG 25 SHE S 3510 6- BA W BE Ly 1/5, 16 254K
B HLrp s iin 50 mg L' Glu.0.5 mg L GA,.0.5
mg L™' ZT,

3 B HFEARF KT A ZE KR R R
Table 3  Effect of different levels of each factor on

percentage of multiple shoots elongation

IKF- Levels A B C D
1 22.1¢ 37.3 a 25.8 ¢ 38.8 a
2 53.0 a 38.3 a 39.4 b 34.0 c
3 35.4 b 35.0b 45.2 a 37.7b

NG PRI 5% W25 K, L ILBCR AT E M.

Small letter means significant difference at 5% level by SSR.
2.2 Southern 2%
B 1- A Sy R G4 105G R A
P, T LR AE AR AR I 2D, e AR AR R oRAF 1Y
R BRICEE I 2H DNA 3#E47 Southern 2% 52 A6 il 7R
PRAUESEICE] 208 () FE P 20 DNA . pl 2B R PR Y
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MR AT A HA T, R H A A K —E
e O AR G [N 41 DNA, i & 1- B Af
UL e RN MR S BRI SR 5 BRI I A b AT 7%
FALTE PR IO L A 4] DNA #2385 Southern 2252
Rl (5 22

bp + — 1

-

15000-
10000-
7500-
5000-

2500-
2000-

1000-

AR B: +A)i0RE FHPE T Y
A:plantlet — R AR A BT R
IR A
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Fig. 1 Southern blot analysis of transgenic soybean plant
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KRG F M A S A ZER T 224K 5, B i
H LB ATX — B AL AR AAGE . BRRFESEIA
FNBER P TTRE , M SR AN R EE Y 6- BA
AUYING S ORI el AR & L R (RIS
(AR R R ,2003) , fIRHEEE Y 6- BA A F T
ZERAR 2R EE D, AE 2R R0 MR
[ 6- BA AT 42 M AEZF 5 S 3 (HiE S 10 28
2, AR, — Bt ) REB AL i 75 . A B9 1
Lo3* TEACIREG K IH 6- BA % A= 2K iy S i e ke,
AR B FR L S WA ZFA SRS SR 00 6- BA W
1/5 , A 2R S iy, X FETE S — IR AN 2R 5 &
RS rP R FE Y 6- BA REASRIIE A 2535 SR
ZRECR, RIS SR ARV B 6- BA A8 DR UE A A ZF
i o RES AR IS R B Y GALVER T B 2F R
SR, HRA S 6- BA XA ZE RS2 I —FE R,
AH0.5 mg L™ GA i i 2E A R B 5 ), 31X
5 Olhoft %5 (2003 ) HAFFT 25 5K & — 8, ZFMi
B3 N T 10 mg L™ A ERAR , WY BRER E—Fh 2,
JE PN, REUS I AME R R 206 i 1, PR DA
RN HE W) A KRN & B BA B/ (Santos,
1997) .

PRI A A BRI 19 2R 8 10 B 5 DAL AR A
I F RTAT AR A — I A IR TR A /M RR 14 1
Frfid o FHA RS TORAYE AR, Ak
PRI B BT R AN R R 475 5, 1K
A BE S BERRLRR A9 1 1 By, 5 B AR S /IMEL R
A SRR IIE AR M AR TR KB B, AEL
FEARIE /IS i Ao A0 T A 24 AR J0 1 5 B Southern 2%
AN o AR 4l ot AT @ A R S
figp LR A I R A A R IX — 2 S T B MR
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