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ABSTRACT

Gly m Bd 30K is a major allergenic protein in soybean seed. To obtain a soybean line lacking
Gly m Bd 30K, we introduced plasmids containing the antisense cDNA for Gly m Bd 30K into
soybean hypocotyl segments via particle bombardment. At first, we investigated the optimum
condition of bombardment using GUS reporter gene. The highest transient GUS expression was
observed when 1,300 psi rupture disc was used, the distance between stopping screen and the
soybean sample was 9 cm, and 2 shots were made per petri dish. Under this condition, we
introduced a plasmid (pBI Bd30KA) which contained antisense cDNA for Gly m Bd 30K driven
by CaMV35S promoter, and kanamycin resistant marker gene into hypocotyl segment of
soybean. The hypocotyl segments were cultured on the 1/2 L2 agar medium containing 2 mg/
L of thidiazuron (TDZ). Although many shoots regenerated from the segment, which were
transferred to the selection medium containing 100 mg/L kanamycin, no transgenic soybean
plant was obtained because all the shoots died eventually through selection. Rep. Soy Protein
Res. Com., Jpn. 17, 14-18, 1996
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Fig. 1. Schematic construction of the binary vector of pBI Bd30KA.

Table 1. The investigation of the condition of bombardment

Rupture disk Number of shot/

Number of petri

9% of Segments with Number of blue

(psi) Petri dish dish bombarded GUS expression spot/Segment
1,100 1 15.0 0.2£0.51
2 33.3 1.1£2.52
1,300 1 33.3 1.1£2.41
2 52.5 1.9£3.96

Plasmid (pBI121) was bombarded into the hypocotyl segment of soybean. Transient GUS gene exprssion was detected

histochemically after 2 days of culture on agar medium.
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Fig. 2. Transient GUS gene expression on the surface
of hypocotyl segment of soybean.
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Fig. 3. Regenerated shoot from the hypocotyl segment of soybean
bombarded with pBI Bd30KA, which contains antisense
c¢DNA for Gly m Bd 30K. Shoots are selected on the agar
medium containing 100 mg/L of kanamycin.
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