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PsT /UPRT.

J7iE FHPCRIN 77 ¥E MW FRipGEX/CDMIpGEX/UPRT 14 1 H CDAE N FIUPRTHE (A, XA DICDIEIN . UPRTHE A RIS Rip TRKH2-
PST, Zrili&Ese)a Al RKaFF e 2 )5 F R AL IR 5 000 T 4ok i N 22 ) LAV AT . FIRT-PCRAIN % 5 ZEmRNAJKT- (1) 5%
ik, SDS-PAGER L RGTE & UKL . T8RO FIRBL6-FLOAMN M EAY L R G AT s 40 R AT 80ER

ZEUL T LK CDIE A RTUPRTIE A N T ki pTRKH2-PST,  CDIE DX FIUPRTIE DA (0300 5 45 HL38 W 41 5 Genebank 2 41 ) 51—
. RT-PCREIIMIFICDFIUPRT MRNAZK -] 3k o 76 575 CDIE A (1 22 ) LXUEFF i 4l 4> 25 A vh R B T CDER N ARIE, 765
ATUPRTHE K (1 B2 ) LSUBRF AT E3E W R B T UPRT AR R IR IA o R 00 3290 40 I IR ARAF V5 R UE W] T pTRKH2-PsT/CD. pTRKH2-
PST/UPRT H A SERATT RG0S B0 FR (1) 0 3 R G/ EH

58 R PR A 1R XL E SR IL AT R pTRKH2-PST/CD. pTRKH2-PST/UPRTH G B Itk 7% 38475 g 4 e () 476 T
DB LSRR FAIER CDIER UPRTIER iRl i vk
Abstract,

Objective To construct pTRKH2-PsT/CD and pTRKH2 PsT/UPRT dual suicide gene therapy system into tumor-
hypoxia-targeting carrier of Infant Bifidobacterium.

Methods CD gene and UPRT gene were amplified from pGEX/CD and pGEX/UPRT by PCR. The CD gene, UPRT gene
were inserted into lactic acid expressing plasmid pTRKH2-PsT, then constructed two recombinant plasmids of
PTRKH2-PsT/CD and pTRKH2-PsT/UPRT were introduced into Bifidobacterium using electroporation. The
expression of CD and UPRT in Bifidobacterium were detected by RT-PCR or through SDS-PAGE and Silver staining.
The Kkilling effects of pTRKH2-PsT/CD and pTRKH2-PsT/UPRT suicide gene therapy system on Melanoma B16 F10
cells were measured using methyl thiazolyl tetrazolium (MTT) assay.

Results The CD gene and UPRT gene was successfully recombined into plasmid pTRKH2 -PsT. The sequencing
results of CD gene and UPRT gene in dual suicide system are consistent with data in Genebank. Both mRNA and
protein level of CD and UPRT were effectively expressed in gene recombinant Infant Bifidobacterium. The survival
rate of Melanoma B16 F10 cells treated with CD/UPRT and 5-FC ranged from 1.7%~13.3%, while the rates in
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control, CD and UPRT groups ranged from 81.3%~91.7%,26.7%~58.3% and 78.3%—~86.7%, respectively.

Conclusion CD gene and UPRT gene were successfully inserted into pTRKH2-PsT vector and effectively
recombined into Infant Bifidobacterium. This dual suicide gene therapy system showed a powerful killing
efficiency on tumor cells.
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