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Construction of a recombinant adenovirus vector containing HBX gene
FENG Tao, et al
(Departinent of Biochemistry , College of Basic Medicine , Chongqing Medical University)
[ Abstract] Objective: To establish a recombinant adenovirus vector carrying HBX gene for investigation of the functions of HBX gene
on the hepatocellular carcinoma. Methods : HBX gene was amplified from genomic DNA of HBV by polymerase chain reaction( PCR)
technique, and subcloned to plasmid pHAHA to construct recombinant plasmid pHAHA — HBX. subcloned HAHA — HBX into a shut-
tle vector pAdTrack — CMV. After being identified by endonuclease, and subsequently cotransformed into E. coli. 293 cells with an
adenoviral backbone plasmid,e. g. pAdEasy — 1. Results : HBX gene was cloned from HBV genome by PCR successfully . and proved by
sequence determination. A vector producing cell line 293 /HBX was established. An HBX gene integration was detected by PCR in the

recombinant adenovirus vectors. Conc/usion : A recombinant adenovirus vector containing HBX gene was successfully constructed.
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Biosystems{ Canada) ; F® il ¥ 4% & 4 V] B . T,DNA £ 5 85 .
T,DNA & 8% W 5§ NEB. Promega Ml Takara 2\ 8], TLEE
HBV 4K 4385 X 2 i Bkl pHBV — DNA B Klein A( Freie
Universitat Berlin, Germany) # B, G418 W B Boehringer
Mannheim 23 & ,

1.2 HBX A BT A%

RYE HBX &£ H 2 F 5181t 51 8, 5" 551 91 (TCH205,
HBXFwd w/Hind m site ) 5'—CcC-
CAAGCTTGGGCATGGCTGCTAGGGTGTGCTGC - 37, 3" 3%
1%, (TCH206: HBXRev w/Xho I Site): 5’ CCGCTCGAG-
TAAGGCAGAGGTGAAAAAGTTGC - 37, Ui i i pHBV —
DNA ##4R , PCR AR K 100pl, & 2.5 mmol/L 4
X dNTP 8 pl.,5"#1 3’584 100 pmol/L, Taqg DNA B4 8 3
U, R M %k 4 94C 45 5.50TC 45 s.72C 1 min, 35 1 5,
RN SRR, 10 g/L SEAE VRS e s 3k , K2 #rétifk PCR 7=
¥, pHAHA JE bl Hind I #1 Xho I B§4], PCR " 3% 9
HBX 3 i B8t A Hind [T #1 Xho I BV, FIE RS .
R =51k DH 10B 400, ahifk At 5e e ok, B % =2,
I Bk H R IF B K SE R , 3 AT W 2 DNA FFFIHESE .
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VR FHE SERE . O 36 UE 28 20 iR pAdTrack -~ CMV — HBX
BAFF AR BEE N EfE, # TR FEE., WEREW
B 1 iR, BB EHRF T RIEAR pAd — Tracker - CMV
- HBX,
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MR CGZ AR E L1 H pAdEasy — 1), ik 5 pAdEasy — 1 B
4 AdTrack — CMV — HBX, Bkt 10-—20 ™ E/MOTERE, IDA
2ml LB(& 25mg/L Kan),37C{&#% 15h, FHRNBEMIE
kL, Pac I BEY)4%5E , fREE 4 K (30kb) /N(3.0 2K 4. 5kb)
B A B, UADHIOB RfE 40/, sk 1. EHES
pAd — Tracker — CMV — HBX, ¥ f## ¥ # & R b, £
PEGS8000 4ifb a5 293 4AME, 2 B FAtEx A A= Hifx
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293 #f, 12 FLARMESFER PR A 2 < 10° 4058, FF A B BT 1A
F 60% ,BrEIEFER, A&/ M iE ) DMEM Ut # 40 e
(5min) , 0A 1 ml A& /NFEi#F K DMEM 5 1 pug pAdTrack
—CMV - HBX 1 5pl Lipofectamine reagent HIEAY(RE
10min JF A ), 25 B X B A pAd — Track — CMV AR5,
37C ,5%CO, 3% 2—4h J5 , MA & /N4 L3 B9 DMEM(5E
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SCHERRGE—3
2.2 pAdTrack — CMV — HBX ##y3%

B4 pHAHA — HBX iiL, ¥ HAHA — HBX k
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HBX 5 pAdEasy ML LG, k22 Pac | B )%
JE 34 30kb F1 4. 5kb B~ H B, Gk IEBE A B 40
pAd— Tracker - CMV — HBX, #li {£ f5 % 4t 293 4
M. 24 ~48h GBIl W R Bidnic &R B L EH
(GFP) 435 ,6 —7 K u] WAL AR A GFP 58 A M40
71,8~ 10 FKa& PH4 40 Mg FA &b o] W45 B 52 A ik B
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Rk AL BN RIS NI T 157 HBX &
Mg FEHWME R R ZENRTEERIMNE
HRURYEH TR AR LO2, 2R A MRER A &
AHBX BEHE(HXHE). y T - S#HTHA
HBX X} 8 B 5 80 &2 H 5 8670 DL & 15 3£ 4050 B
Kf 2635 5iRE MM RET 5% % SR oLH
= VAN S i A

(F&% 278 1)


http://www.cqvip.com

— 278 —

D000 http://iwww.cqvip.com|

BRERKXFEFER 2004 £ 29 %5 3 18 (Jounal of Chongqging Medical University 2004. Vol. 29 No. 3)

BHREE R F R E M Y E 8 2%
AU, BT 62 B AT EA SRR AR e
2L S5 1B N S5 A RIS B BT 5T R A OR SfE ATe T 84
s, Ag85B.MPT64 J& T MTB B/ i EE . &
SER IR AR YT MR ST o FRAR s 4 2
Ag85B X R MPB59 .o — Ag, S4B FF B4R RER &
A X:Ag8SB BB L1 T HMEL, IS LK
FEEE AR A A 9% B 2 T HE BT MTB Il BCG 11
K, MPTo4 LR EEM T MBI, &R
Bty Rt CTL A IFN — v =4 W EEE S
PUAEA MTB i 243, 1999 4F Kamath %%
I, Ag85B.MPT64 . ESAT — 6 = F B B4 e
SR B B AR RO B B SR T
MTB £/ EREH B G R HATiE S E A FE W
R ADL

¥ 1A R B sk 7 Bk RS R
MM, BETLLA AR SREBE LB,
HREERSRRK, MER—BE EWE £E
ZANBEATIRE B LR BUER, KRB £
HAEFFRRHE, ZRIDTFREBMES FHEER
@ HEEa 5, RHWEZERN LRI AEERRE
HFgk, el wESamLaal tMEITREE
HWET 18 L, e R HZRARF A mRNA 7
B RRIME A ES, pBudCE4. 1 B— %3 3l
THEBRABIK, &8 XU 2hF BT RE AL 55 X
polyA, A [A] At tl A FIFRIA BN .

A% MTB Ag85B.MPT64 % A 7] i} 5 & A

pBudCEA4. 1, # @3 R K Fk pBud85B ~ MPT, ¥ 3
COS—7 408, X RT — PCR 7 =7 mRNA 7K
R E] Ag85B . MPT64 Jt Al i) 2 1k ik — B Xt
HinZEH MR BT R0, B ATK 45 b AgB5B.
MPT64 HIR R IE =, R Z ol & £ RS
1K, £ A FUK RN pBud85B — MPT Mk H 5
Hitt— BT pBud85B — MPT 1k iy 45 s B R 9%
H R AT RETEFT T 2.
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