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Schematic structure of the pCB302-3 vector
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5000 Vector fragment
1000 — L GFPRE
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M: Trans 16k DNA #RiC; Pkl 1.2 9 80k i XUEE U1 7~ 90, 2
A7 Ko B R AR GFP V) i Br . M: Trans 15k molecu-
lar marker; Lane 1,2 pCB302-3-GFP vector was digested by
enzymes. Two arrows indicate fragments of digested vector and
GFP respectively.

B 2 pCB302-3-GFP #HEWNENLE
Fig.2 Confirmation of pCB302-3-GFP

plasmid by enzyme double digestion
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GFP expression around four infiltration sites in

same N. benthaminana leaf 3 d after infiltration by different optical density of Agrobacterium suspension co-infiltrated with p19 Cupper

4 pictures) or without p19 (lower 4 pictures). Bar=2 mm.
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Fig.3 Effects of optical density of Agrobacterium and p19 GFP expression level
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Fig.4 GFP expressions in N. benthamiana leaves
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infiltrated by different optical density of Agrobacterium

at different days after infiltration(Bar=500 ym)
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Fig.5 Relative GFP densities detected by

Image J software in Agrobacterium

infiltrated N. benthamiana leaves
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Abstract

pCB302-3 is a plant mini-binary stable transformation vector. To investigate the transient

expression of pCB302-3 vector in plant,GFP was inserted into pCB302-3 vector as a reporter gene,and

various factors including density of Agrobacterium cell, supplementation of gene silencing suppression

pl9 and days post infiltration were optimized based on agroinfiltration method in Nicotiana benthamiana

leaves. Results showed that high levels of GFP expression were observed in N. benthamiana leaves 3-5 d

after infiltration by Agrobacterium cell suspension contained pCB302-3-GFP with an optical density

(Dgoo) of 0.8-1.0 co-infiltrated with p19 gene.

Key words

gene silencing suppressor pl9; GFP

pCB302-3 vector; transient gene expression; agroinfiltration; Nicotiana benthamiana ;

(FTAE S 37 . TR & 45)



