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Construction of TH-GDNF vector and its expression in a dopaminergic cell line
MES23.5

LIU Tian-wei' XIE Jun-xia® 'Research Institute of Cerebrovascular Disease *Department of Physiology Medical College of Qingdao U-
niversity (Qingdao 266021 Shandong China

Abstract Objective To construct a vector carrying tyrosine hydroxylase TH and glial cell line-derived
neurotrophic factor GDNF in order to establish a new gene therapy method in Parkinsons disease. Methods
Human TH gene fragment from the plasmid pWAV2-TH was cloned into pIRES to construct pIRES-TH. The
mouse GDNF gene amplified by PCR was inserted into pIRES-TH to construct pIRES-TH-GDNF. Restriction
analysis and nucleotide sequencing were used to confirm the structure of pIRES-TH-GDNF. Then MES23.5
cells were transfected with this eukaryon vector using Lipofectamine "2000. The expression of TH and GDNF in
mRNA and protein levels were detected by RT-PCR and immunofluorescence after G418 selection. Results
The 2 objective fragments were inserted into pIRES correctly. RT-PCR and immunofluorescence results showed
that TH and GDNF were highly expressed in MES23. 5 cells. Conclusion The plasmid pIRES-TH-GDNF is
constructed successfully and can express TH and GDNF in vitro.
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JM109 MES23.5 48 h G418 700 pg/ml 2
G418 350 pg/ml
1.1.2 EcoR1 Xhol Sall Eag
I New England Biolab ~ TaKaRa RNA 1.2.5 37°CPBS 3  3min/
Trizol  Invitrogen MgCl, AMV  Raisin 4% 30 min PBS 3 3min/  10%
Tag DNA Promega Primer Star Taq 37 C 1h 4 C PBS 3 3 min/ FITC
DNA TaKaRa T, DNA Invitrogen 2h PBS 3 3 min/  70%
HyClone DMEM In-
vitrogen GDNF Santa Cruz Biotechnology 1.2.6 RT-PCR TH GDNF  mRNA
TH Sigma FITC Trizol ~ Trizol
Lipofectamine 2000 Invitrogen E. Z. RNA c¢DNA
N. ADNA Omega PCR
1.1.3 PCR Prime Premier 5.0 PCR PCR
EB Tanon
GDNF 653 bp 5'-GTCGACATGAAGT- PCR
TATGGGATGTCGT-3’ Sal | 5'-GT- 1.3
GGATGTATCTGACCCTGGTCGAC-3' Sal 1 s SPSS 10.0 .
GDNF 597 bp 5’-TGTCTGCCTGGTGTT-
GCTC-3' 5'-CGTTTAGCGGAATGCTTTC-3" TH 2
148 bp 5'-TCCCCTGGTTCCCAAGAAAAGTGTC-3’
5"-ACTGGAAGGCGATCTCAGCAATCAGCTTCC-3" GAPDH 2.1  pIRES-TH-GDNF
340 bp 5'-GACCACAGTCCATGCCAT-  2-1-1 pIRES-TH pWAV2-TH
CACTGC-3! 5'-GCTGTTGAAGTCGCAGGAGACAAC-3' EeoR 1 B
L2 pIRES pIRES-TH EcoR1  Xho |
1.2.1 pIRES-TH pWAV2-TH 1898 bp  305bp  DNA
EcoR | TH !
1 2 3
PIRES pIRES-TH IM109
EcoR 1+ 2 000 bp—
Xho 1 1000 bp—
750 bp—
500 bp—
1.2.2 PCR GDNF 250 bp—
pBluescript-mGDNF 50 wl 100 bp—
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