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Fig. 1. Schematic diagram for construction of pTfGFA.
Plasmid pRIT2T harbors Staphylococcus aureus
protein A gene fragment. Abbreviations: MCS;
multiple cloning site, Ec: EcoRf He: Hincll Hd:
Hindlll. Ps; Pstl, Pu; Pvull, St Stul.
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Fig. 3. In vitro synthesis of mANAs (4) Linearzation
of pTIGFPA with either Ssil (lane 2) and BamH/
flane 3). DNAs were fractionated by 1%
agarose gel electrophoresis. Hindlli-digested
ADNA was used as molecular size standards
flane 1). (B} 1.6% agarose gel pattern of
mANAs transcribed in vitro from Ssil-digested
PITIGPA flane 2} and from BamHi-digested
PTIGPA (lane 3). 0.24~95 kb RNA ladder
flane 1) are used as molecular size standards.
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Fig. 4. In vitro transiation and purification of the Gag-
Pro trans-frame protein. (A} The nucleotide
sequence of a portion of the protein seqencing
vector pTIGPA s shown along with the
translation in  the gag frame ({above the
nucleotide sequence) and pro frame (below the
nucleoticle sequence). The box indicates the
putative ribosomal frameshifting site in gag-pro
overlap. (B} Fluorogram of [*S] methionine-
labeled proteins synthesized in response to
RNA  transcribed from Sstl-digested pTIGPA
flane 2. 3) or no RNA (lane 4). The translation
products were applied to SDS-polyacrylamide
gel with (lane 3) or without purification (lane
2) through 1gG-Sepharose column.
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ABSTRACT: Construction of Recombinant DNA for Purification of the Gag-Pro Transframe
Protein of Human T-cell Leukemia Virus Type 1 (HTLV-I)
Seok Hyun Nam (Department of Biological Science. College of Natural Science,
Ajou University, Suwon 441-749, Korea)

To determine the site at which —1 ribosomal frameshifting occurs within the gag-pro
overlap of HTLV-I, DNA fragment corresponding to a portion of the gene overlap was
cloned into a SP6 vector. The resultant plasmid harbors the hybrid gene consisting of a
synthetic gene encoding 5 amino acids derived from chick prelysozyme including the
initiator methionine plus 141 nucleotides of gag-pro overlapping region followed by
Staphylococcus aureus protein A gene fragment. In vitro transcription by SP6 RNA polymerase
with this DNA template made an abundant amount of single species mRNA. Cell-free
translation programmed with the RNA transcribed in vitro yielded a polypeptide of 21 kDal
in size. which could be purified into homogeneity by IgG-Sepharose affinity
chromatography. In vitro system described in this study must be useful for rapid purification
and sequencing of the Gag-Pro transframe protein, allowing to determine the exact
frameshift site on mRNA and to identify the tRNA involved in frameshifting event for
the expression of pro gene.



