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Construction of a human melanoma gene contained vaccine based on alphavirus vector

and expression of the gene
NFBing LI Yarrqiw WANG-Li TANG-Yan 7ZHOU Wei WU Yu zhang (Imstitute of Immunology of PLA, Third Military Medical University, Chongging
400038, China)

Abstract; Objective To clone MAGE-3 gene from melanoma cell strain LB373 to mammalian expressing vector containing alpha-vims repli-
case for prepaing tunor-specific DNA vaccine. Methods Recombinant DNA vaccine was constucted by ligating RT-PCR prepared MAGE:-3 gene
to the a-vius replicase contained vector pSMART2a which could be expressed in mammal cells with high efficiency. The recombinant was sequenced
on automatic sequencer with the sequences of T7 and T3 promoters as primers which were in upstream and downstream of multiple cloning site (MCS)
respectively. The expression of MAGE— 3 in 293 cells transformed with the recombinant by liposome was detected with Westem blotting and immuno-
histochemistry. Results The recombinant plasmid MAGE*3/pSV[ART2a was constucted correctly and the expression of MAGE-3 gene in the trans-
formed 293 cells was observed. Conclusion The resulis indicate tumor vaccine containing MAGE-3 /pSMARTZa is constructed successfully, which
can be used for fuither study on the immune effect of the tumor vaccine in vivo.
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As indicated above, the cnhancer/promolcrof CMV canimmediately drive the transcription. The SFV replicase (nsP1-4) amplifies replicon RNA, and uses the sub-

genomi ¢ promoter © generate RNA for the Capsid-Tags Target fusion protein. The capsid sequence acts as a tramslational enhances and the encoded protein will be

removed by autoproteolysis. The tags are the Fhg epitope and 10 histidine residues. /AP; Remaining portion of stuctural proteingene; 3 UTR: 3 nontrandated

region of P transcript; A60: Viral polyA tail; SV40 tem: Polyadenylation and transcriptional termination signal from SV40 virus
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pSMART2a

Fig1 Schematic diagram of the mammalian high— expresing plasmid pSMART2a
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1: DL2000 PCR markers; 2: PCR product of MAG E-3 (1 159 bp);
3. B-actin (300 bp)
2 PCR 1%
Fig2 Electrophoresis of PCR product on 175 agarose gel

1. DL2000PCR markers; 2: BamH1 /Qal double digested product of
recombinant plasmid (12 486 bp and 1 159 bp); 3 BamH 1 digeted
product of PSMART2a; 4; DNA ladder (Lanbda DNA /Hind IID

3 BamH 1 /Cla 1 1%

Fig 3 Eletrophoresis of BamH] /Qal double digested product of

recombinant plasmid on 125 agarose gel
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1. 293 cells transformed with plasmid LacZ /pSMARF?a; 2. 293 cells
trandormed with phsmid MAGE—3/]ﬂV[AHI‘2a by calcium phosphate; 3:
293 cells transformed with plasmid MACE—S/;SMAR’I?a by DOTAP. All
hines were sampled at 30 Fg/304“l
4 293 Western-blot ,
mage 3 M3-mAb, 1:500
Fig4 Western blot of the lysate from transformed 293 cells with
M3-mAb as antibody at a titer of 1500
DOT-
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Fig 5 Immunohistochemical staning of MAGE-3 in transformed 293
cells with M3-mAb at titer of 1500 as antibody (ABCX 400)
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