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[ ABSTRACT] Aim To construct and identified the eukaryotic expression recombinant plasmids containing caveolirr 1 gene
and mutants for the potential functional analysis. Methods Using a novel high fidelity gene expression profiling strategy me-
diated by Pfu proofreading polymerases combining with phosphorothioate modified primers, PCR-amplified ORFs of caveolir 1 and
its mutants were inserted into a N-GFP tagging expression vector with the help of topoisomerase Fmediated ligation.  After trans-
formation into chemically competent One Shot TOP10 E. coli, the respective destination clones were selected for by plating on ampi-
cillin selective agar plates. The correct orientation and reading frames of the constructs were identified through the PCR approach
with the respective sense primer and the BGH antisense primer.  The corrected reconstructs would add about 100 bp more than
the RT-PCR fragements. The integrity of ORFs was verified by sequencing to exclude errors introduced in the amplification step.
MTT and western blot approaches were carried out to determine whether the overexpressed tagged proteins present the same pro-
tein activities as endogenous proteins. Results We obtained 3 recombined caveolir 1 mutant plasmids.  In addition, we
demonstrated that overexpression of two caveolirr 1 mutants in HepG2 cells could result in apoptosis of HepG2.  However the other
caveolin 1 mutant could promote the growth of HepG2 cells.  The overexpressed tagged proteins present the same protein activities
as endogenous caveolirr 1 protein. Conclusion The eukaryotic expression recombinant plasmids containing caveolir 1 gene

and mutants were successfully constructed.
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Figure 1. The amplification results of the various function do-

main sequences of caveolimr 1
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CTIQQTgﬁTCACGATCACGATTCTGGGGGCAAX#ié%?ith¥EéGAGGGACATCTCTACAGCG
TTCCGATéGGGGAACAGGGCAACATCTACAAGCCCAACAACAAGGCCATGGCAGACGAGCTGAG
GGAGAAGCAAGTGTACGACGCGCACACCAAGGAGATCGACCTGGTCAACCGCGACCCTAAACAC

CTCAACGATGACGTGGTCAAGATTGACT TTGAAGATGT GATTGCAGAACCAGAAGEGACACACA
GTTTTGACGECATTTGGAAGGCCAG
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CTTCACCACCT TCAGTGTGACGAAATAGTGGT T TTACCGCTTBCTGTCTGCCCTCTTTGECAT
CCCGATGGCACTCATCTGGGGCAT TTACTTCGCCATTCTCTCTTTCCTGCACATCTGBGCAGTT
GTACCATGCAT TAAGAGCTTCCTGAT TGAGAT TCAG-BACCCACTCT TTGAAGCCTGTTGGGOA
AAATATTGAGCAATGT 4
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COGCATCAACT TTGCAGAAAGAATATAAAAGGGCAATTCTGGCAGNATNTCCCAGCAGAANNTG
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318 527
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2. NMZEH 1 GFP RIAFEMFERTEE
Figure 2. The sequence results of the expression recombinant

plasmids containing caveolinr 1 gene and mutants

% 1. MIT ShEE3 & Fhis ek SR R R B 5 HepG2 MR (x T5)

Table 1. Effection of various GFP fusion expression proteins on HepG2 cells survival using MTT assay

a4 A 1d 2d 3d 44d 54d 64d
HepG2 X I 0.310%0. 021 0. 387 £0. 025 0. 518 0. 092 0. 691 £0. 123 0.912 %0. 259 1. 398 £0. 368
A rh GFP Xt 18 0. 325 £0. 030 0. 405 £0. 044 0. 497 *0. 113 0. 725 £0. 050 0. 853 £0. 087 1. 307 0. 153
AN AR 1 0.396 £0.032  0.557£0.091%  0.640£0.097%  0.913+0.278%  0.93310.278"  1.288 %0.203%
AN [ RAR A 2 0.23310.012%  0.283%0.326®  0.355%0.087%  0.445+0.058®  0.509%0.083"  0.770 %0. 141%
ANLIE9= ] 0.167£0.012%  0.177£0.023®  0.145%0.008®  0.141+0.024®  0.180%0.013®  0.214 0. 062*
IoH 1 %o R 0.218%0. 031" 0.18430.020*  0.152%0.019*  0.142£0.010% 0. 170 £0. 240 0. 206 *0. 057

a: P< 0.05, 5 HepG2 HLLHE b: P< 0.05, 5 GFP AALL#.
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Figure 3. Transfect HepG2 cell line and test for expression of

caveolin GFP protein fusion by Western blot assay
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