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Abstract

AIM: To construct an immortalization vector for hepato-
cytes immortalization, and two exons of simian virus 40
large T antigen gene (SV40T) were spliced and a retroviral
vector pLLTSN without intron was constructed.

METHODS: The two exons of SV40T were amplified re-
spectively by high fidelity polymerase chain reaction (PCR)
by using the plasmid pUC19-SV40T as the template. Then
SV40T gene was spliced by overlapping extension (SOE),
and cloned into the EcoR I and BamH I sites of the
retroviral vector pLXSN. The positive recombinant clones
were screened and identified by PCR by using colonies
directly as templates, and by restriction endonuclease
digestion analysis, and DNA sequence analysis.

RESULTS: The 2.1 kb SV40T gene was spliced. Among the
ten colonies randomly screened, four were proved positive,
and one of them was verified by plasmid DNA sequencing.

CONCLUSION: The retroviral vector pLLTSN containing
SV40T without intron is successfully constructed.
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. SV40T pLLTSN 1105
pUC19-SV40 T Rl 94 °C 30s, 58°C 30s, 72°C 50s 30
SV40T ; EcoR ; 72 °C 10 min.  PCR 8 g/L
I, BamH I NEB ; T4 DNA R 2.1 kb .(2) X
Promega ; DH5a PCR 5mL 100 kU/L LB
; pfu DNA ;2 x PCR , 37°C 250 r/min
DNA DNA, EcoR I BamH I 8¢l
; SVAOT (r SV40T)PCR L R 2.1 kb
, : pLXSN .
P1:5" -GCGAATTC(EcoRI)ACCATGGATAAAGTTTTA pLLTSN rSV40T
AAC-3’; P2: 5° -CATCAGTTCCATAGGTTGGAATCT DNA ,
CAGTTGCATCCCAGAAGCC-3’; P3:5° -CCAACCTA , P5’ P3’.
TGGAACTGATGAATGGGAG-3’; P4:5° -CCGGATCC
(BamH I )TTATGTTTCAGGTTCAGGG-3’. P2 2
P3 , 19 . PCR 2.1 SV40T PCR
Roche SV40T 279bp 19kb DNA ;
1.2 SV40T 1 100 mL DNA s SOE
91 nL, 10 x PCR Buffer 10 nL, , 2.1 kb rSV40T ( 2).
dNTP 2 m_L, P1, P2 2 nl, 25 MU/L pfu DNA
2m, puUC19-SVv40 T 1.
194 °C 2 min; 94 °C 1min, 58 °C 1 min, PCR  SV40T 2.1 kb
72°C 1min 30 ; 72°C 10 min. -
8g/L , 279 bp. ¢
SV40T 2 PCR PL P2 EcoRI-+BamHI
P3 P4, . 194 C *
2 min; 94 °C 1min, 60 °C 1min, 72°C 3 min
30 ; 72 °C 10 min. 1.9 kb.
PCR 100 . FS".-;(T('; EcoRI BamHI
PCR 10 L. SV40T 2
: PCR , P1L P4, ‘
1 2 1nm, 194 °C
2 min; 94 °C 1min, 58 °C 1min, 72°C 3 min ‘M DNA
30 : 72 °C 10 min. 8 g/L EcoRl
PCR . pLLTSN
1 EcoR | PLITSN
BamH | PLXSN 2.1 kb 80K sv4oT
rSV40T, 8g/L 5.9 kb pLXSN
2.1kbrsV40 T, DNA BamHl
pLXSN  rSV40T
1:3 ( 100 ng), 45 C 1 pLLTSN
5 min, 0°C, 10 mL T4 DNA
1 2 3 4
16 C 5nL
DH5 «  .pLLTSN 2 999 bh
(1)  PCR b SV40T 3900 b5
PS5’ P4 PCR, 2 o bp
PLXSN  rSV40T , 1000 bp
SV40T 20 m_ 300 b5
19.2 nL, 2 x PCR 10nL, P5’° P4 230 bp
08 nm, ’ 2 PCR  21kbSV40T  .1: 1;2: 2 3
194 °C 5 min; 2.1 kb SV40T; M: .
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2.2 pLLTSN PCR . :
s 10 P2 , 1 PCR
P5’ P4 , , , PCR
pPLXSN PCR SOE , PCR
8 g/L PCR .
10 2.1 kb s SV40T 2 473 bp, 246 bp
, 247-592 bp , 593-2 476 bp
2.3 pLLTSN 4 PCR 2 , 2 127 bp.
DNA, EcoR 1 ,
BamH 1 8g/L . 4 1 PCR 279 bp. SV40T 1
5.9kb  2.1kb (3. (561 bp) t SV40
s mMRNA T s
t .t
8 000 bp , T s
5 S
2 000 bp Akt & t
1 600 bp [10]’ SOE
1000bP qy401 , ,
3 pPLLTSN . M: ; 1-4: pLLTSN Sv40T
1-4EcoR | BamH |  5: pLXSN . 6: ECOR | , 2.1 kb SV40T PLTSN  EcoR I
pLLTSN  1;7: pLLTSN 1 BamH 1 ’ T
PLLTSN.
2.4 pLLTSN , PLLTSN SVAOT ’
(V40T 2127 bp, 4 ., GB88A,
T1063C, A1701G T1868C , ’ © S\40 DNA
( ) ) 6 mo
22 SV40T
851 ATGTGTTGTT ATTGCTTGGG ATGTACTTGG AATTTCAATACAGTTTTGAA:--
1051 GATAGCCTAC AACTAACTAG AGAACAAATG TTAACAAACAGATTTAATGA: -+ [8, 23-28] '
1701 GATAATTCAAAGTGGCATTGCTTTGCTTCT TATGTTAATT TGGTACAGAC:--- , . SV4OT
1851 TAATGTGGCT ATGGGAACTG GAGTTTTAGATTGGCTAAGA AACAGTGATA: -+ [29], [30-34]. p53 pRB
. p53
3 PRB :
(SOE)™! PCR, SV40T p538  pRBES-
DNA /DNA , _ SV40T
PCR . : P1, P2 P3, P4 , SV40T
PCR DNA A B, )
P2 P3 , . A (moloney murine leukemia virus, MoMuLV)
3’ B 5 , PCR (long terminal repeat, LTR), SV40T,
B , , , » A SV40 (Neo"),
B 3’ : PLLTSN.
s PCR s
A B . ’ (58]
, 59-401 p|XSN
DNA . , MoMLV
, , PLXSN :
dNTP s PCR s .
PCR DNA , . PLLTSN
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