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Forward primer: 5-GATAGCAA ACT AGT
CAC CAC CAC CAC CAC CAC CAG GACCCA
TAT GTA AAA GAA GCA G-3'

Reverse primer 5-TATATATA TGT ACA ACG
CGT GCG GCC CTC GAT CTG GGA TGC TCT
TCG ACCTCG AAA C-3'
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Figure 1. Cloning of IFNy-bar fusion in pPCAMBIA1305.1 expression vector. The IFNy-bar has been cloned
between the Spel and BstEII restriction sites and downstream of the catalase intron
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Figure 2. Confirmation of the presence of IFNy-bar fusion in pPCAMBIA1305.1. 1: The 550 bp fragment of bar
gene. 2: The 1000 bp fragment of IFNy-bar fusion. 3: One kb DNA marker
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Figure 3. The restriction digest confirmation of pPCAMBIA1305.1-IFNy construct. 1: One kb DNA marker. 2:
Negative control, restriction digest with A/, the 1800 bp fragment of IFNy gene, GUS Plus and a section of
plasmid. 3, 4: The restriction digest of recombinant construct with 4711, the 1050 bp fragment of IFNy-bar
fusion
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Figure 4. The regeneration of putative transgenic plants from leaf explants of tobacco. A. The regenerated bud
on hygromycin selection medium. B. Presumptive transgenic seedlings in rooting medium. C. The putative
transgenic in greenhouse
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Figure 5. Confirmation of the expression of IFNy protein by dot blot assay. 1) Non-transgenic plant. 2)
Transgenic plant
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Abstract

The production of human gamma interferon in eukaryote expression systems refers as a therapeutic
recombinant protein which has significant impact in medical studies. Unique com position of gamma
interferon makes such protein as a suitable tool against cancer. It is documented that phosphinothricin
(PPT) classified as non-selective herbicide group of bialaphos acts an inhibitor for glutamine
synthetase. The bar gene is encoding the phosphinothricin-N-acetyltransferase (PAT) enzyme. This
enzyme capable of boosting resistance against PPT herbicide, thus it can be selected as a selective
marker within plant population. Then various colony PCR techniques, enzymatic digestion and
sequencing were used to confirm the accuracy of fusion of IFNy-bar gens within expression
transporter. Using freezing and thawing method to transfer the pCAMBIAL1305.1- IFNy-bar
construction into strain of LBA4404 of agrobacterium, then disc leaves was used to integrate into the
genomic of tobacco plant. The transgenic plants were selected under selector condition which possess
30 mg/l of hygromycin. After the developed roots were transferred into soil, and PCR technique was
used to confirm the presence of IFNy-bar in the genomic of plants. Dot blot analysis was applied to
detect IFNy-bar protein in transgenic of to tobacco plants.
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