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" Transformation of alfalfa using Agrobacterium tumfaciens

— Expression of NPT I and GUS genes —
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Fig. 1. T —DNA region of pBI101 shoWing
the left (LB) and right (RB) border regions,
neomycin phosphotransferase I (NPT 0 )
gene, and B — glucuronidase (GUS) gene.
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Fig. 2. The effects of kanamycin concent-

ration to growth of callus.
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Fig.3. Percentage of calli showing kana-
mycin resistant of cotyledon ([]) and
hypocotyl ([1) after 30 (right) and 60 (left)
days of culture on medium containing 100
mg,”1 kanamaycin.
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Fig. 4. Percentage ([J) of " calli showing

GUS expression and escape (1)) of coty-
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ledon and hypocotyl after 90 days of
culture on medium contaning 100 mg 1
kanamycin.

(Gri : Grimm, Sa : Saranac, Ver : Vertus, Mo :

Moapa)

Table 1. Tested cultiver and transformation

frequency.

“Cultivar Number of Resistant calli to kanamycin (%) Calli showing

cxplants GUS expression
tested 30 days® 60 days ¥ %)
Grimm ch:220 187 (85.00 102 (46.4) 34 (15.5)
H":205 76 3LD 36 (17.8)‘ 16 (1.8)
Suramac € :228 103 (500 88 (42.8) 39 (17.0)
H :313 158 (50.5) 72 (2.0 21 (6.7
Vertus C :181 51 (28.2) 23 (127 9 (5.0
H =207 143 (69.1) 40 (19.3) 2 2 (10.6)
Hoapa C :199 110 (55.3) 32 (16.1) 19 (9.5
H :158 96 (60.8) 61 (38.6) 9 (5.7

1) C: cotyledon, H : hypocotyl.

2) Days after treatment.

- Summary

Kanamycin resistant calli of alfalfa were
obtained by infection with Agrobacterium
tumefaciens to cotyledon and hypocotyl

tissue. Explants were inoculated with A.

tumefaciens containing NPT I and GUS

genes produced kanamycin resistant calli
on medium containing Kanamycin. Trans —
formation and stable integration of trans —
‘genes were confirmed by GUS assay.

In the results, kanamycin resistant calli
were induced from 27% of all explants on
selective medium, although 64% of them
were escape. After all, GUS expression were

10% of all explants tested.
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