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Construction of Expression Vector pCAAFP66 and Its Transformation into Soy-
bean by Agrobacterium-mediated Method
ZHAO Yin-hua' ,CHEN Ying-shan', GUO Li-giong'*, QIN Feng-yun',LIN Jun-fang'*’

(1. College of Food Science, South China Agricultural University , Guangzhou 510642 ; 2. Institute of Biomass Research, South China Agricultural Universi-
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Abstract: Plant expression vector pCAAFP66 (9868 bp) , which contained the target gene afp and the screening marker Bar
gene ,was constructed for soybean transformation. The anti-freezing gene afp was transformed into embryonic tip and cotyledon-
ary node of soybean using Agrobacterium-mediated method and PPT as selective agent. Identification indicated the afp gene was
successfully transformed into Huachun 3 and Huachun 6 through the embryonic tip transformation system,with transformation
rates 7.4% and 4.0%, respectively. Whereas in the cotyledonary node system no transformed plants was obtained. Analysis of
the embryonic tip and cotyledonary node approach revealed that significant differences existed in the regeneration and transfor-
mation rate between two genotypes ; even with the same genotype , different explants materials had totally different transformation
rates.
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Procedure of the construction of pCAAFP66 expression vector
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Fig.2 Identification of recombinant plasmid
pTHPS with enzyme digestion and PCR amplification
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Fig.3 Identification of recombinant plasmid pCAAFP66

with enzyme digestion and PCR amplification
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A ; Preincubate embryonic tip; B: Tips in co-culture; C; Regenerat ion shoots; D-E; Elongation ; F; Radication

cultivation ; G ; Seedlings ; H : Outdoor cultivation;I:Pod bearing.
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Fig.4 Soybean growth process in embryonic regeneration system

e, 525 T B B, 2 A MR Hh 2 40% RO BT
2R IMERGTIE S L 3 ~ 4 (I SB) o 7EZF T
PREIRIE R ARCLE IR, A B T B RAER o S M R
anE IR E (B SD) |, A7 W (9 25 A A B BL
WX LA i, e s AU T (&) SF) |, JoikAs 2 e
PIRE IR, 452REM, afp SERIE SRR 3 SRR
6 5 R ZIH L AKT BT 7 M L el

34 i

T EARI R AR 1R S e 7 B S, E R
TRFTBAFeu 3 B v 1) 24 W« e & 3 A
ROCEAA ., T ROCEMAA T B A A, A%
SRAGE R 2 A BB EA [RIR 51, 44 H AR 7 24
M ELARAR R G , HRTRFT R FIEW LRk %
K FRUCHEAR BT, 5 2245 ] pGBI4A2B SUGEL
¥ Br (eryld) FE R S A KT, £ 940 %M
pRAGM-bar XULE A GmDREB H:PH G A K.,

PN YN RN AE R N A A= 3
PE AR P A R R — R AN, LS 3
P RS B AR A B A AR R i E L, X
VRIS B UOR FIAAT B A T K BRI 3R A5
SRR . TERFTE AN TR TR R & Ak i 72
R B, TC B K R LR R B, KRR BEAE T
15°C , LA 1l T i va 7k S 8500 K4 3, M S0

IRYRIG A . 59 A R B, TG T 7K 35 9 K o ek ] 1
16 ~20 h i, X5 Wei 21" Hi73H (1972 1928 hig A
ZE 003X AT BB R T R OR TR TR, 34k, K TR
M R [R5 30 K TR M 4 SRR A S

V) 2 KR EIRI N SME RIS, —J7 1 R 43
TR SBE SR R 25 K Ak B A0, SRR AR A A Ko
— 7T, JEAE K A R 00 402 U R T i, 7
7GR IR R AR 2, T R K H B
ZF o TERURE SR B B AR 3 A 7] i Fb R i 2 P 5 )
i, LAV IO A 1 43¢ (0 i) g i A 9 3 IR ) M
TR ZE SR Hr AR, R R IR I I ] K, B S B
WRISLHSUEE RS , 15 T W AR s TG 35 ik W 3, R
PRI T, AN T ARATF B A 4= G 5 Pl Es 57 B 8]
L RLRHE SIS e AR Y 1 1 T8 R A 5 W AR RS

TEREAL RS W B, 7R R Wit i VI R 6 A2k
FREEFRILNT , FE BT L B — R de 41 4L, LUfil
FEAE AT 4 1 A8 B AR T OE 3R FEAR 4 AR T
K WEPTIERE R 2 IR 4L, S B I
WM IR , ST A F) T AR A0 A i, f5e 2 M A3
TRHHEAR B .

PRI 2 2 W R [ 5 PR 280 K 57 A DA AR 2
BOH 2R AR AR R IR 22 5, X 5 X g
S — 3, AR 3 SRR 6 SHELURS N
SMEAI R SRR R R R 5 A R S 2 T



41

BAENAESE - pCAAFPO6 35 IA FAA M 2 HOR T s AL AL WS 545

A~D.ZFESE~F. 281Kk A-D:Regeneration shoots; E-F : Elongation
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Fig.5 Soybean growth process in cotyledon nodes regeneration system
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