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Abstract AIM To clone human soluble TRAIL cDNA and
construct its eukaryotic expression vector to prepare a con- 0

dition for targeted gene therapy. METHODS The total
RNA was extracted from human peripheral blood lympho-
cytes. TRAIL gene with interleukin 2 signal peptide was am-
plified by RT-PCR and cloned into the vector pGL3-
181hTERT promoter downstream to form an eukaryotic vec-
tor. Expressing protein was identified by Western Blotting
on laryngeal carcinoma cell line Hepa2. RESULTS Se-
quence of 613 bp cDNA was obtained. Identified by enzyme
digestion and sequence analysis the recombinant eukary-
otic expression vector for TRAIL gene had been successful-
ly constructed. The results of the Western Blotting showed
the transfected Hepa2 cell could express TRAIL protein.
CONCLUSION Successful construction of eukaryotic ex-
pression vector pGL3-181 hTERT/TRAIL provides the possi-

bility for gene therapy of tumor.
Keywords TRAIL polymerase chain reaction telomerase
regions genetics promoter gene expression
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. Trizol ~ RNA RT-PCR
GIBCO BRL . Western Blotting
Santa Cruz TRAIL
B-actin IgG/HRP .
Amersham pGEM T Easy
Takala hTERT pGL3-
81 hTERT Kanzawa Satoru Kyo
JM109 Hepa2
Hel.a SMMC-7721
HL-7702
1.2
1.2.1
10 mL PBL
DMEM 2 1000
r/min 10 min 50 mL/L DMEM
5.0 x10°/mL PHA
20 mg/L 37°C 50 ml/L CO, 48 h
PBS
PBL
50 ml/L IL-2 20 u/mL
DMEM 3 d.
1.2.2 RNA
1 x10° PBS 2 1000 r /min
10 min Trizol RNA
RNA
A o/ A sg=1.9 11 g/L
RNA .
1.2.3 20
pL RNA 1 pg 1.25 pL Oligod T 2.5
pmol/L  70°C 10 min 2 min.
2 wL dNTP 25 mmol/L 4 pL RT x5 M-
MLV 1 wL 3334 nkat/L 0.5 wL RNase
DEPC 20 uL. 42 1h 70°C
10 min -20C
1.2.4 PCR GenBank
TRAIL ¢DNA IL-2
pGL3-181hTERT IL-2
TRAIL ¢DNA 3 .
5’ Xbal 2 5 Hind
I . 1 5

GCAACTCCTGTCTTGCATTGCACTAAGTCTTGCACTT-
GTCAC AAACAGTGT GAGAGAAAGAGGTC 3’
2 5" GCAAGCTTGGCATTCCGGTA CTGTTGGTAAA

GCCACCATGTACAGGATGCAACTCCTGTCTTGCATTG 3’
5" GGCTCTAGA TTAGCCAACTAAAAAGG

3. PCR 50 pL 10 x Py-
robest Buffer 5 pL 10 pmol/L
2.5 pL 5 pL 1 PCR
TRAIL ¢DNA 2
PCR PCR 1
pL 20 2.5 mmol/L  dNTP 4 pL Pyrobest
DNA Polymerase 83.35 mkat/L 0.125 pL
30. 875 L. 1 95°C
4 min 1 94°C 45 s 52°C 45 s 72°C 1 min
35 72°C10 min 4°C 10 min. 2
95°C 4 min 1 94°C 60C 72C 1
min 35 72°C10 min 4°C 10 min. 1.5
g/L .
1.2.5 pGEM T Easy/TRAIL
Promega
613 bp
A 10 wL 6 pL
10 x Taq Buffer 1 pL 4 mmol/L dATP

0.5 pL Taq 33.34 mkat/L 2.5 pL 70°C 15
min. pGEM T Easy .

10 pL A 3
pL pGEM T Easy 1 pL T4 DNA 1 pL
2 x S5upl 4% 16 h.

CaCl, JM109

Pro-
mega DNA Purification System

HindIl ~ Xbal T7

1.2.6 TRAIL
pGEM T Easy /TRAIL
Hindll  Xbal 613
bp pGL3-181 hTERT
3.3 kb
3:1
pGL3-181 hTERT/TRAIL.
Hindll  Xbal
pGL3-181 hTERT RV primer3
PCR
pGL3-181 hTERT/ TRAIL.
1.2.7 10 cm
Hela

HL-7702

Hepa2
SMMC-7721
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DMEM-10 2 x107
80%
Lipofect AMINE pGL3-181 hTER T /
TRAIL pGL3-181 hTERT
5h DMEM-20
24 h DMEM-10

1.2.8 SDS-PAGE Western Blotting

48 h
-70°C 24 h.
. SDS-
PAGE 12% 4% 5h
3h 40 min
.50 g/L 4 h PBS
3 TRAIL
B-actin 1 h PBS 3
IgG/HRP 1 h PBS
3 Western Blotting
A B 2 min
X X
2
2.1 TRAIL c¢DNA RT-
PCR IL-2 TRAIL
cDNA
613 bp
Fig1 .
i ! I "
e

M DIL2000 marker 1 TRAIL ¢DNA.
Fig 1 Identification of PCR product of TRAIL ¢DNA by agarose

gel electrophoresis

1 TRAIL ¢cDNA PCR

2.2 pGEM T Easy /TRAIL PCR
A pGEM T
Easy/TRAIL DNA
TRAIL ¢cDNA GenBank
TRAIL ¢DNA Fig?2 .

M DIL2000 marker 1 pGEM T Easy/TRAIL/ Hind Il + Xba 1.
Fig2 Restrictive enzyme digestion analysis of pGEM T Easy/
TRAIL

2 pGEM T Easy/TRAIL

2.3 pGL3 -181 hTERT/TRAIL

Hindll  Xbal pGEM Easy T /
TRAIL IL-2
pGL3-181hTERT
PCR
. TRAIL pGL3-
181hTERT TRAIL

pGL3-181hTERT/TRAIL Fig3 .

oM

ai
=L T
e

=

M DI2000 marker 1 pGL3 —181hTERT/TRAIL/ Hind Il + Xba 1 2
pGL3-181hTERT/TRAIL amplified by PCR.
Fig 3 Identification of recombinant eukaryotic expression vector
pGL3-181 hTERT/TRAIL by restrictive enzyme digestion and
PCR

3 pGL3-181 hTERT/TRAIL
PCR
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1 Hepa2 + pGL3-181 hTERT/TRAIL 2 Hepa2 + pGL3-181 hTERT 3
HL-7702 + pGL3-181 hTERT/TRAIL 4 HL-7702 + pGL3-181 hTERT
5 Hela + pGL3-181 hTERT/TRAIL 6 Hela + pGL3-181 hTERT 7
SMMC-7721 + pGL3-181 hTERT/TRAIL 8 SMMC-7721 + pGL3-181
Htert.
Fig4 Western Blotting analysis
4 Western Blotting
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2.4 SDS-
PAGE Western Blotting M_ 18 000
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Fig 4
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