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W E: HERRREREEEE R PO WAL REE ORFOA K. A BanHl,
EcoRI XY AL pBluscript KS* -HBs, [EIU SEE K B, 17 F e 45 A OB pACCMVpL o 46 17 8
BUMLA, AR, MEEHE TR, S EARES M7 St R 203 FM#F
%, PR EHEMY 24 FUARPAY 293 A, TR bW HBsAg A (BB M EHBBRY K%,
SEALFORBEME . HFIRTL PA31T | HePG2. Vero 1M, #W HBsAg M9 k. BEIUEY 20 238
BH203MME, 91 HBsAg FIPE. 3" AHESE. Aifh/E MBI E N 9.6 x 10° plu/mL, ML
PA317 . HePG2. Vero #I i/ 72 h, F E#§h HBsAg A {51 5]% 0.53, 0.89, 0.52. W.Zhil
BT FIE HBsAg REMHARFBBRIE, 203 FRFHGTTOE, HEATHEER S
BTHREK.

KRR REHTFA, Z8,; BREQKE, DNAE4S

ESES: Rs12.36; Q784 XWAARIREG: A

EEBTELTFHATRIER. MERREEERENGTRE, XAREFEAL
EWRTERAMAR. BEAYELEE. REREEEE:. IESBXRREAZR,
BRERKEANERWTHERRAAAHERE . KEBER ., L84, xHsiLna
MEEBRR RN ELSHE, FEREBRBRY, AHRARE REBXNEHBRSE
Bk, 23T RE, 8, REALKE, H7E PA317, HpG2, Ver 4 ik,
BT HERFLR, RBERBENT.
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L1l JR#, @4Fmi pACCMVpL K/K 8.8 kb, & S HIRMBHS E1 R R EME
T, AFXFEEWY (PILEMKEMRE =RERFRLRZHEAE); pBluscript KS*-
HBs, & HBV adw TR #B4) preS 1 S EF, TR xl1-blue; pIM17 B IRFHH S WERA,
FE El K#§A pBRX (4.3 kb) (EREMKEFRPIFHTEN), BRBTO%EE, &
HRPARCEFETR . 293 MM, YABEFHMR, F EMEM $3F8I1E3E; HepC2 4
M. RAFBERMMRE, H DMEMFEHEEIH; Ve MK GEMSBHEF M), bl
ERREMEDHFZRETELEB . PA317 £ NIH/3T3 TK - 4080 fH i f I a

« BEWHE: BoFrENHERSTEHAD ( [199] 17); FEMACEPFEHESEHGH
WABRE: 2000-09-18; {E&HMT: ME (1966~), B, B+, i, A E: Z0F%
HEBIT . EECEHNAITH L ENIB5.
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SMRAMAESREN TKZEHATER, PIUERKEMBE ZREALRELTREREF.
1.1.2 B#8RER REIEANYIEE BamH]1 . EcoRI . T, DNA Z# T Promega 24 7).
1.1.3 #FAARRXE HEE, MEXKEELAR. REFMREBIGENE., BKEEN &S
AT ERE A A M BIO-RAD 24 7] . Bacto 37§ . EMEM &% DMEM #; 5% # GIBCOLBRL 4
A]. ProFection (Mammalian Transfection system® calcium phosphate E1200) #4F Promega A ] . 6

FUAR . 24 FLARMG T Costar 237 .
1.2 H ¥

1.2.1 @Kk eiMmE H BamHI . EcoR T M pBluscript KS*-HBs fibi 1B S #H A
B, fAZE pACCMVpL FAHLN KBS YIAL 2, WHE 1.

1.2.2 EHEFAKRE pIM17 455 293 e &
THABREL HAeAHERAKR, HHK
80% ~ 0% BhA BT, HF RN & R B BT
BfE, THEFE4-5h, BREQARESRE, &
HRREES (42~45) C p=0.8%HEFK
JB, FEREAEHBREEE, B 24 AARF
293 M, ARTELEIFEE, REFEWY
% HBsAg, M A BEY K5k, yHEARK
g
1.2.3 FEMAERKY KEFK, Y stk
B A

() EHBRFEY . AR KY 0% ~
0%RE, REEZFE, WMABLKRENRE
#& (0.5 mL/100 mL M), H moi (multi-
plicity of infection) & (1~ 10) pluw/40 1. BA
CO, WM+, B0 mn BEES 1K, H£2h,
RIEMAE ¢=2%4 MEH EMEM, § XU
BHRES 2K, RARZELERRBE (&
W), MATLEEMERE, A48 h, WHEY

S gene
{ ]

EcoR 1 Kpn 1 BamH 1 Xba | Sal 1 HindIIl

9.3 mu) 490
Not 1 (1.3 mu)8084
0.9 mu)7629

AdS

PACCMV.pLpA
8800 bp

B Ad5

(17.0 mu)3529

B 1 pACCMVpL-HBs F4H KRR R B 2%

MR, 1000 r/min B0 5 min, 48MIUTIEFS PBS ¥k 3 ¥k, WEE4IME, HFETF -70 C.
(2) EABRFLSM. A5 mL0.1 mol/L Tris-HCl BRI IE, RE G, BFAEsS
WK ITW M DNA, RIBR MBS AN BEARRE, H—F F CClBEE L.
- (3) EHREHENTE. ZHEE (plague-forming unit, pfu) S8 [2].
1.2.4 EHRFKFH AL PA3LT, HePG2 & Vero AL P 212 RPFHERLE, TREES

24 h, 72 h B E#E#1 HBsAg.
2 5 R
2.1 EAEEHEE, ¥E

ME 2B, EAEKEZ BanHI . EoRI BUIEH 2 &%, KEBRESSHB/EER—



248 PKFEER (HRPER) LR

B, mhRERSSEAER—-UE, B8&Y 1 2 3 4 s
8.8 kb, HEGEHL 950 bp, HHEAEH s SRR S S R
BT,

2.2 EAKHER. L
SR ERBERE ¥4 e * 3%
WHRMKS pIM17 SE5 % 203 QUG el

(3-4) d, ZRFHHI, FOARUR. 5o DRSREEEREE

AL BRI 20 4> % BERRI 293 AN, 9 MK R speRguiaas, |

WA 4N A L 7% HBsAg FH¥E, HY HBsAg 4 B

FEY 2 7L (40808 0.45, 0.63) WEEHRRY

293 4 MUtk — 2 P K g IR, ks 3 WilldE 2 PACCMVpl-HBs T3 {h i 1 £ €

FHREWE N 1.2x10°, 8.8x10°, 7.9x H 1 FHAMBEHRMKE PA3IT7. HePC2 A

10°, F#5% 9.6 x 10° pfu/mL. Vero % fe ¥ #9 Ak A {EY
2.3 BAREEAZRRE Cell/h % 72
AR T O T S A ] B (8] HB- PA317 0.35 0.53
sAg MRk INE | (WM 450 nm, cutoff = HePGZ. 0.57 0.89
{f=0.10). Vero 0.38 0.52
1) X 3 PillsE v - 94E
3 3 @

LRFREEERREER EE, BREERE, RWLE, REASEFHEME. FE.
BREFRWHERT WA —LHRE, THE. BRI NERTINERR—ET%, B
A EREE, MUBUSFERANTR. &8B. R CBBRINEBEERPAMAKT, M
EWBEELE, BRI REAERNHZEFREERTEZELEETEE. OFXKMETTEY
FECHER, ZAFARELY., HERITHTR, SLUTRBRFRT —RF&E
%, BEERAEFREZ, BRWNES, S84, dibarreeEs, FERTY
%, BERRBRE, BATESRERRE, RLABERERDY . E4BH
FEAHET 2B, —RUEFTHNEENIRAEN—B DNA 55 — B DNA K/t E
i, EHR 2 HREE, HEARBREDNARKL, 436k, RIEEE. —EHE
MR EEER 7 DNA R EME RN AR S S RFAE DNA B —Ha 00 E R (0 pM17) e
203400, MMECESERARAFRFEES, SAEERE, LHEMAMME, EEEY
6. ZFHWELL HBsAg WEAMFEHRE, 5 pIM17 5L 203 MIAE, 853 7Y
%, ERTCEARAKRPTRAYOLERET BER, M- FHTERBITER, HRZ
FF G Be i 32 B T 20

EABALRKRE (Ad) 91T 0HY, ATHREEEBRIEHNEH Ad2 0 AdS B,
IR E A B, B & B, RERFEMNSE LTR ZEHTLEEASREENEREARK. B
EREFEMA, EERAFREH, EEARTE-BRE, MEAME 2D ARFAEE
fil, UM B K AHmREES, SRS, TOR, ERERERTEANRFD,
REAXETYLZ, REFRUR. AREHNIEEEFAER, FENESETESE.
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Package of HBsAg-Expressing Recombinant
Adenoviral Vector and It’s Expression

ZHOU Zhi ™ , YAO Ji-lu, LU Jiang-xi, CHEN Wen-si, LIU Shu-fang

Abstract: To explore the use of adenoviral vector in gene therapy and the effectiveness of target anti-
gen expression in it. S gene was released from pBluscript KS*-HBs by BamH 1 . EcoR I cutting,
then inserted directionally into plasmid pACCMVpL. The recombinant vector was identified by restric-
tion endonuclease analysis. Recombinant vector was packaged by cotransfected into 293 cells with
pIM17, and 293 cells in 24 wells plate were infected with the selected plaque. Recombinant virus ex-
pressing HBsAg highest were further propagated, purified, and titrateél. HBsAg expression of the re-
combinant vector was also tested in PA317, HePG2, and Vero cells. Nine of the 20 plaques selected
expressed HBsAg positively, and the titre of the purification recombinant virus was 9. 6 x 10° pfu/
mL. HBsAg A values in the supernatants of PA317, HePG2, and Vero cells were 0.53, 0.89, 0.52
respectively 72 hours after infection. The recombinant adenoviral vector expressing HBsAg was con-
structed and packaged in 293 cells successfully, which was confirmed to express HBsAg in other eu-
karyotic cells.
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