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ABSTRACT Objective: To construct a recombinant plasmid containing the suicide gene CD and study the expression of CD gene in
HEK293 cell. Methods: A fragment containing full - lengh coding region of CD was subcloned into HAtag — tagged vector pcDNA3. 1/HA - mye
- His( - )Z to construct recombinant plasmid pcDNA3.1/HA - myc — His( - )Z -~ CD. CD was identified by enzyme digestion of EcoRl/
BamHI and sequence, then the positive recombinant plasmid was transfected into HEK293 cells using a routine lipofectamine method. After 48h,
total protein was extracted and the expression of the CD gene in transfected HEK293 cells was identified by westem blot. Results: A fragment of
5.5kb and inserted fragment of 1.3kb were got by cutting positive recombinant plasmid of pcDNA3. 1/HA - myc ~ His( — )Z - CD with EcoRL/
BamHI. Automatic DNA sequence analysis demonstrated that sequence of the recombinant plasmid pcDNA3. {/HA - myc - His( - )Z - CD was
totally the same with that published in GenBank. The expression of CD gene was detected by western blot. Conclusion: pcDNA3.1/HA - myc -
His( - )Z - CD was successfully constructed.
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K b 244% 20min, 12000rpm B§.L> 10min, Y04 1%, 7E_LHH M
AL BB AR 104005, lo%jsns_ PAGE AW B,

it B3 PVDF B, 5% B BRI M A 1h 5, A REH
HAtag BA ST REH 44 (1:10000) o 4°C W ¥ L, TBST #¥k 3 K,
Fhn A SR it E AL BRI A R R 1gC ik (1:2000), W HF
2h 5 TBST 3% 3 K, /54 PVDF M0 £ Lumi - Light West-
em Blotting Substrate( Roche Applied Science) % #, X Y6 i lER
¥,

2 GR

2.1 KEARNOMUSE

pcDNA3. 1/7HA - myc - His( - )Z - CD 41 iR & EcoRl/
BamHI SBHEI/E , 1% BRI MR BERL o 3k 4047 , AT LAR DI %%,
KA 5.5kb F 1.3kb(H 1), SHMRKN—B

s000bp

1650bp
1000bp

M1 REARKNDEE
Figure | Identification of recombinant plasmid by endoruclease incision
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LaneM: DNA Marker; Lanel,2,4,5,6:The Incision Result of Recombi-
nant Plasmid by EcoRL/BamHI

Lane3: The Incision Result of pcDNA3. 1/7HA - myc - His( - ) Z by
EcoRL/BamHl
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Figure 2 Sequencing Analysis of the Inserted Fragment from the Recombinant
Plasmid
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Figme 3  Dectection of the Target Gene Expression by Westem Blotting
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