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Construction of c-myb Antisense RNA Recombinant Retroviral Vector and
Establishment of Its Packaging Cell Line PA317

M A Hui-huis YAO Ji-lus LI Gang, YAO Chun-lan, CHEN Xue-juan, YANG Shao-ji

(Department of Infectious Diseases Third Affiliated Hospital, Sun Yat-sen Universty of Medical Sciences, Guangzhou 510630, China)

Abstract: [Objective] To construct the c-myb antisense RNA recombinant retroviral vector and its packag-
ing cell line. [Methods] The segment of ¢-myb gene was cloned into pUC19 with TA cloning method after am-
plication by RT-PCR, and then was subcloned into retroviral vector pDOR. The recombinant retroviral vector
named pDOR-myb was transfected into retroviral package cell line PA317 after selection with G418. [Results)
Sequencing data indicated that the c-myb gene was exactly identical to the sequence in the GenBank. The seg-
mentof ¢c-myb gene was inserted directionally into pDOR. Resistant colonies were obtained and the titers of
pDOR-myb were 5. 2X 10* ~9. 5% 10' CFU/mL. [ Conclusion] The recombinant retroviral vector containing ¢
myb gene is successfully constructed and its packaging cell line PA317/pDOR-myb was established.

Key words: liver fibrosis; c-myb; RNA, antisense; cloning, molecular; transfection

c¢-myb , HSC ,
DNA . G1/S . (4, c-myb HSC
cmyb HSC
cmyb ,
o cmyb HSC
R ) c¢-myb
. B e DNA DN A
myb . (pDOR-myb),
, c¢-myb (PA317/pDOR-myb).
:2000— 08— 23
1977

C1LO68 s ] oo .



236

(Acad J SUMS), 2001, 22(3)

L b

1.1
5.3 Sall  Xhol
. . P 5 AAGTCGACATGGCC-
CGGAGACCCCG 3'; P2 5° TACTCGAGTCAGC-
GACGCATGGT 3.

1.2 RNA
SD ( )
. (QIAGEN )
RNA.
1.3 cDNA
1 ug RNA, RT (MBI )
1.4 PCR
50 uLL , cDNA 5
uL, 10X PCR buffer 5 ul, 2. 5 mmol/ L dNTP 5 uL,
P1.P2( ) 1uL(  0.1g
L), Tag DNA 2.5U. 94 C4 min, 94 C
30s 61 C40s 72 C 1 min, 35 .72 Coe
min, 20 g/L , s
(QIAGEN )
1.5 T TA
pUCI9  Sma | .10 g/L
) s . 50
ul , dTTP 2 umol/L, Taq DNA
2.5, 1ug, 72 C3h, .
. 20 ulL 10
X Buffer 2 uL, PCR 10 ul, T
5uL, T4 DNA 2U,12~16 C16h.
DH 5«
(1
1.6 DNA
., DNA
1.7
c¢cmyb ¢DNA 819 nt ~824 nt EwR1
, pUCmyb Sall \EwR1I )
. Sall .
EcoR1 Sall “Xhol ,

( )

1.8 pDOR-myb
DOTAP pDO R-myb
PA317 , 400 mg/ L G418
DMEM 14 d, G418
PA317/pDOR-myb NIH3T3
»  polynrene .
=( /7 IXI( )X (
1)/ 100. (CFU/
mlL)
2 & X
2.1 c-myb cDNA
RNA, oligodT ,
cDNA, , P1.P2
» PCR ) c-myb
DNA cDNA . 1
590 bp ) .
, pUCI9, pUC-myb  Sall .Xhol
, 590 bp , 1.
pUC-myb. GenBank
cmyb
2.2 cmyb RNA
pUC-myb  Sal/l. EcoRI ,
pDOR pDOR-myb,  Sall .EwR1
, 590 bp ,
1. ,

pDO Remyb.

1 2 3 4 5 M

23 130
- 9 416

- & 557

027

1 emyb

Fig. 1 Restrictive enzyme analysis of recombinant
plasmids with ¢-myb gene segment
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