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Abstract

The obncrive was to insert 2 kanamycin resistance gene into the gene for malate dehvdroge-
nase (mdh) from Bradyrhizobium japomcum. First, a kanamycin resistance gene (Pharmacia) sold
as a EcoR 1 fragment of DNA was ligated into EcoR I restriction site of a cloning vector called
pTZ18U. The pTZ1xU vector itself has a gene for resistance to ampicillin. The pTZ18U —Kan’
plasmid was transformed into E. Coli and Amp’, Kan' colonies were selected. The pTZ18U —
Kan' plasmid DNA way isolated by the boiling minj—prep method and then cut with the restric-
tion enzyme EcoR 1 to verify the procedure. Next, the malate dehydrogenase gene was cut with
the restriction enzyme Sal 1 and the pTZ{8U — Kan' vector was also cut with Sal 1. The
kanamycin resistance gene was ligated into the middle of the gene for malate dehydrogenase. The
insertion of the kanamycin cassette inactivates malate dehydrgenase gene. This plasmid was trans-
forred into Bradyrhizobium japonicum by electroporation to test the effect of an inactive malate de-
hydrogenase gene on nitrogen fixation by soybean.
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