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Construction of the tetracycline regulating expression system

of HBV-S gene and its expression in eukaryotic cells
LEI Yu,et d
(Liver Diseases Therapy Center,the Second Affiliated Hospital,Chongqing Medical University)

[ Abstract] Objective:To construct tetracycline regulating expression system of HBV-S gene,and study its regulating expression
of HBVAg by tetracycline in HepG 2 cells. Methods:Insert HBs gene into the multiple cloning site of pcDNA4,which contain
tetracycline operator in the promoter,and the constructed vector with pcDNA6 was co—transferred into HepG2 by means of
lipofectamine ,and use 400 g/ml Zeocin and 10 g/ml Blasticidin to kill the untransfected host cell line. After 20 days’select,
the cell line which express HBsAg stablely after induced by tetracycline was generated. Then the HBsAg expressing was
induced by varying concentration of tetracycline (0.5 g/ml, 1.0 g/ml,2.0p g/ml,3.0 n g/ml).Amount of HBsAg was detected by
means of MEIA (Microparticle Enzyme Immunoassay) to determine the appropriate concentration of tetracycline. Result: HBsAg
had been expressed at low quantity without tetracycline in transfected HepG2. However the S/N of HBsAg were high but not
different after induced by varying concentration of tetracycline. Conclusion:Tetracycline regulating expression system of HBV-S
gene was constructed successfully and HBsAg was highly expressed in the vector induced by tetracycline.
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ki pcDNAG 1 peDNA4, 4 #E Zeocin K Blasticidin,
YA Lipofectamine2000 i F 3 E Invitrogen ATl peD-
NA6 &7 DUFFFE M & ZH (TR), Blasticidin H¥E ; peDNA4 [
CMV B FHEE BN EBHA T (TO), Zeocin Hitk, F
$I pBluescript KS*-S(f&j#i pBKS-S) A A BRF, TH
% S £E, Amp Btk . 3535 HepG2 AT M AR
o FrFAIBR &M HYIME BamH 1. Hind 0T R EH I
20 E], FUBHRER, BB I Omega 22 7] HEE 81 A7)
&M QiaGen 2 B M SR #R 1A) & THRE, WF% R PCR
A &4 F ROCHE A7), HBsAg &M AN &M T XE
Abbott A ]
1.2 K &
12.1 EBEXHRIK pcDNA4-S g8 K HAFN
pBKS-S il BamH 1.Hind W SXEE VI G883k, B Bl 24
900bp i} B2, FIAIFIBORGAUAGY] peDNA4, JREIHCERIA K
B, AT4EEMEBARBRNRIERBREE. HiA
IM109, kA BATE/NE IR TR, ] BamH 1. Hind MBEN%E,
1.2.2 FEAFK pcDNA4-S Fl pcDNAG6 LY HepG2 4
12.2.1 EHFRREE A QiaGen A TN ENE RN AR
R A, Bl B R,
1222 MHREHFEEF ANRESEBHEEFK HepG2 4158
iR, EIRTE 10%/ 4 MEK 1640 BE5RE, ARG, B
37°C, 5%CO, MIEFRAET,2 ~ 3 X 1 K.
1223 RS HepG2 ZHMILL 2 x 10° 4B / FLIEFD T
AAKEFRRT, ARESHARNERELBE 240, 1%
0% AR , ¥ E AL B peDNA4—S I pecDNAG LR B,
6: 1( ST A SR R e B ) iR R Ik G5, N A&
LN EEHS A TAREE .. BEFREFIEHRE oh FEL
A FTHUAE R A2 2ml,
1224 PitERSE FY 24h ERAAMLL 10 R A
FE TR, B 4sh 5, EEHESMAREE
Zeocin (400 g/ml) % Blasticidin(10 . g/mD) #7951, 45 3 ~
4 R 1K, 29 3 B HUHE S REIE AL, # 4 s AL 1E 10, 7
B3R N Zeocin EA W E KN 200 L g/ml, Blasticidin
10 g/ml DAZERF
123 WHREMBESEE TEEIW 1R, B4,
1x 1054008 / B ORE P B ER TS T . 240 FildE
M, ERRETMANRERITES, FHRRES
R 0Spgmldpgml 2ngml 3pneg/ml, FiffFRE 24h,
48h.72h, FABERGIH AL, LR 404 , 3R BLE RNA, I Fiiss
AR cDNA F—46 RN EWRBBHT), Rntuksg b
%, F Abbott i) AXSYM H Bh 58 5 47 (X B B 25 6 okt
FRERRE A T (MEIA ) I2 W70 & T 5 B 40 iR 3 P g
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£1 AAREUFRRES TERFNELHM WP HBsAg B S/N &
S (h) PUFERFE (g /ul)
aiGal 0 0.5 1’ 2 3
24 226 £0.04 7.51£0.02 7.48 £ 0.04 741 £0.09 7.44 £0.07
48 3.51+0.03 25,57+ 024 2538 £0.15 25.63 £ 0.46 25.25+0.49
72 4.09 £0.03 42,51 £0.52 42.83 +0.22 42.37 £0.39 42.49 +£0.70

T RPN 3 SR + 15 Fl—atiE R RN IR E % 5 T 89 HBsAg 6] LLE P >0.05,5 T IUSFAR %4 K P<0.01
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FkE AR EFFAMEA HBsAg RIXBUFREAE
KKEH MiX—m o, TREA R TP
RAEFVLUEINAEMARHELES T BHER
Bk, ELH EMERMEHRE, TRERE
LF=:2 R AW: oE 77U

(BAKEH B %, B.40% #& . H+ AL 4
W, FRHAEFE: RERF LA EAPEAL, E-mail:
zhouzhi2300@126.com)

2 £ X W

[1] Agha-Mohammadi S,0'Malley M,Etemad. A Second-generation
tetracycline~regulatable promoter:repositioned tet operator elements
optimize transactivator synergy while shorter minimal promoter offers
tight basal leakiness[J]. J Gene Med,2004;6(7):817-828.

[2] Gossen M,Bujard H. Tight control of gene expression in mam-
malian cells by tetracycline responsive promoter[J]. Proc Natl Acad
Sci USA,1992;89:5547-5551.

[3] Clackson T. Regulated gene expression system[J]. Gene Therapy,
200037:120-125.

[4] Xu ZL, Mizuguzhi H, Mayumi T. Regulated gene expression
from adenovirus vector:a systematic comparison of various inducible
system[J]. Gene,2003;309(2);145-151.

[5] Yao F,Svensjox T,Winkler T. Tetracycline repressor tetR rather
than the tetR—mammalian cell transcription factor fusion derivatives
regulates inducible gene expression in mammalian cells[J]. Hum Gene
Ther, 1998;9:1939-1950.

[6] Hillen W,Berens C. Mechanisms underlying expression of Tnl0
encoded tetracycline resistance[J]. Annu Rev Microbiol, 1994;48:345—
369,


http://www.cqvip.com

