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B B ARRVERAHKAEMEEEGEAFFEAS8E, U HBVSZEFRER Y KAEW
PUSER, MBS LA — it B KM PLESHAEL. SR A Hele MM T H R BHEEAKS
Woar, hmE LR LT, R HEANAEERE BRFETFRBE. SR Ex,
AR R R, A RN ER RN EA S AN T ERESEAT FE.

&P HEORE, RBTERGE AEER

MESTFREYERHRER SHRERBE(LTHHEERFES PVIIEY —FhEA
WEERASIMEEENFRCHAZAER ), ETRE MBI EEEMN S~ B R F
MREARKPRERN B, — AT LIRA IR BSMREE (> 2.0 kb) F& Kr B R 1
BEARKEERICHHEAR LB TER Y, BE AN EF R EREEM BN E S H W
Ryt REHMERREHE L, ERE AN RBRIE . TRERAHBEHNIERE
H, A BT AR E: R AR DT 2% R, § FRIEEHBHER D=4
AN, W ESHEEE BN RERN, EFXEMER, fRAUNHE RN EGSHY
HARERE, CHAREEEFERIEIY —PEETRT T, XN HHE R B
EARH RGP — T RB—BRITRIE REH R T

1 MHEE5FE

1.1 e

pXPA S SVA) BEIFIEFI R KAEE [ ¥ Mahoney B3 42 cDNA FEM A L8 EE 7)), pHBY &
ff HBV = ERFAIFE NC #, F LEREERTF )L, AER TAEFTHEEE 7S/ mL LB, 37 C A/ R 2. W
ZUR AR I DA, Sapharose-2B #E8E L, - 20 CHES .
1.2 #BESmE

Hela A1} £ 15 F DMEM-5% /R ILHF (AR = S FR T, 37 C 5% COL £ R MR E EH,. %W & Ma-
borey B3 Hela BB (mot. 11,37 T, 7 h G TR, S REEFEIA, - 20 TR &H.
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1.3 EHERRHmE

e RN RS G RREREES VP K ERET &Y UBV-S M B I E Sl
RS HEP R REFRME. I pRe-PL # pXD-HES, H TRIHF MW ®E HE PCR 31 9 F . 3 -AGTCAALCT-
TATGGGTGCTCAGGTTTCAZ il 5 -AGTAAGCTTATATUGTGGTCAGATCCTTG-3 T EEEHM I H
.5 - CCTGACGTCAT GGGAGGTTGG-3 1 8 -GAGCTCGGGTCAAATGTATACCC 3 . L pXPA HLHRE, B
PCR i & P1 092 &, PR Hind [ 137 AL 36 A pReCMY S [H B, B pHBY A ER, PVR PR & £
HBV-preS-S K 6. A% 4 T & Aacll fil SnaBl 5 &, FIR] pXPA BHH PV EF B8 1117 6089 Aat I 7 &
520953 [ SnaR [ o fn . BT BRI PV 3 S8 HL 45 PCR B R HEV-preS-S BH H BB # A%
{8, et RO 1. S se i b bl CsCl B o, MR MR, - 20 CHRF&ER.

pomes + pXPA
PCR 10. 3kb

Hmnd K
Digest

|

Ligation

PV cDNA : b-
pXPaA
10. 3kb
HBV-5-Pre S
Aar 1 Digest '
SnaB [ Aar Digest
SnaB 1

d

Hind K /
R
Dngest PRCMY /

5. dkb pPart of Py
—_— .
1.7 kb [igation
pXD—HRBEs
9 Ekb
gene

B 1 HTFHEWFEBSREER SR ENyEIR
a WBHEHWEAFIEFRMW RPN
b, W THEER Y HBV-pr-5.5 HE I H X R pXD-HES) M W 22

Fug. 1 The Construcoion of recombinant plasmuds of poliovicus defective vector system

a. The Caonstruction of expresson plasmed of PV capsid protem [pRUC-P1):

L. The Construction of expression plasmid of PV replicase and HRY-pre5-S gene {pXD-HEBs)

1.4 FirdipmiERRERRSNEID

8 i Lypofectn {1 8% 7 1, B Lipofectin( Bio-Rad} 5¢ ul., I A~ S Z &L KE-DMEM 3 %# % 100 oL, T8
¥ 20 min, B, #i LA pRC-P1 F1 pXD-HBS & 4 pg DT A FEEFHE 100 (L, “HE 5. BE %R 25 mm,
SR A LSRN R SR Hela P2 NE75% ). BIm A HAEE H& 0.8 ml, 37 TIEH 16 h(5%
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CO, 5 B B, T AR 86 BT B - DMEM-2 % R84 L ¥ (Gibeo) 2 mL, IR T A2 S B iR S BR 4712 (40
pCi/mL), 37C, 5 BIH53F 24 48,72 b B A LH S, BAE T AL MM, & T RSB0 mmot/L. Tris- HC! pH
7.5,1.5 mmol/L MgCh }-NP-40(1%),4C 2 b, F-E =410, L ERHEEE, - 20 CREEH.
1.5 FHFE SRR RI IR IBINTE BE 2 5

B4 15% ~30% BEE R B DL S (B T RSB0. 1% NP-40) #5150 5 5 W A1 B BE 5 B T REMS TR 55, 38
000 r/eun{ SW40 $35) 4 CRL.L 2.5 h b A HLEE, & —¥E M E 300 oL, BPELHG 1S pL, #E I ( Beckman ) 18 &
H cpm {H, 22 ol 2%, B 160S 0E#E & &, 4 CHEH.
1.6 Western By EIES R

O S R L SR R T R M AR, BT 12% SDSPAGE FEsiik, A E WML EE L, K
¥4 TBST(10 mmol/ L Tris+Cl pHS. 0, 150 mmel/ L NaCl, 0.05% Tween-20)-1% BSA T2 B # [ 30 mun, £
IS R EE [ WH KT HBS Hifd T BSA # TRS &, 37 C £ & 30 min, TBST 5t =¥, Do A B 5 40,
37 C 30 min BB W, 5-18 -4- #-3- G REESAN /2 M ek (BCIP/NBTY W R & .
1.7 GRIEIE

1608 ME{E PR INTF RIPA-BSA (0.5 mg/ml., N & 10 mmot/L Tris HCl pH?.5, 150 mmol/ L. NaCl, ] % %
#I585,1% Triton X-100,0.1% SDSIMHEHFARE ] BAK (IO FER 3TCHET 1h 5. R AT S
M EEME SBE 0% )T 0 C MM th, 12 500 r/min, B0 15 s, (TR 5% B8 — 1% NP40-500
mmol/ L. Tris HCE pHT . 4-5 mmol/L. EDTA =5, RIPA & —& , BT SDS M H ZF 8 5 min, BB ZEH
#ifk, B 12% SDS-PAGE fdndk, TG BT X XA

2 &#X

2.1 ko

HE N E R (BT R IE RS DEFEMM- N EREF A, pRC-P1 # pXD-HBs &8
v EEHEIRRAE(LE . AHBUETVNFS . BETHEFEWHELF
P ESER.
2.2 pRC-P1 ¥ pXD-HBs 45| 7ELEIR P G F 1k

Y BA S pRC-P1 1 pXD-HBs &5 7] LATE Hela 20 8 R B IR FRIR | W BT~ A 40 B 6 2% Hela
YA, B 24 h S W A ST EE &L, 2 Western blot 43 4T, 25 SRR B M R 9] LATE SR B 4%
AR R E FIR( LA 2a.b)

2 #FFEE P EOAERELEHBEEE M HBV.S EAMEL

a. Pl B E# Western blor 447 1b. HBV-S 5 180 Western blor 245~

Fig.2 The expression of P1 protein of pohavirus and HBV-S protein recomby-
nanted in polisvirus replicase

a. Western blor of P1 protem of pohowirus;

;. Western blor of HBV-S protein.
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2.3 HEFPETEET G E XTSRRI T A R R ST

pRC-P1 1 pXD HBS 3£# 5 Hela M5, MK B 2 H I A0 A T (W18 3A), HFE T4
TE 24 ~72h Z[BIJCRE B, Z 08 e TR B Hr ) T8 s a1, FT AT, MRFR BE A A R R R
MR RETE SEREER, AT TS B SR AR, RS2 MR T
RETESERT B N N B &R T ey B A R E . #2804 5 08 300 3 Fbr 78 B8 40 i L[]
3B, f E i F AR EE.CrE A 1608 Bk R RE, NEHEH 240 2] 720 2 (8]
ERER R E, HAERMNREERNECHEER, HHHEE G TS . BRE T8
By T P s Bt A M ) B R SRR A, AT TS e R RS R R ) R (B 3B - b)),

M 34 #H¥{EEREMEHMREL (200X}
a Mb;b. 24 b HIHT R c. I8 h,d. 48 L B E. 72 hif. T2 hERMTLEE .
Fig.3A The CPE of Hela cell co-transfected with plasmids (200X}
a. 2 hib. Cell contral at 24 h;v. 48 h:d. Cell conrrol at 48 hie. 72 hif. Cell concrol at 71 b,

2.4 EREAVEARBWMMNHT

AW ESEREE ARG URETEE A ERFEEARES, RNE ARk nE
B OBSEEBIECTERY 160S BEERBENE S RRE IURKITCHEES.
HELHEEE SR, SR MM, LH SDS-PAGE Bk, BELES R LT 4, Ik & R 2 AR @
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M 38 JLE LI ARE P e bE R T R T R 2
a. 24 hib. 48 hic. 72 hid. FA# R IR .
Fig 3B  Analysis of defective recombinant particles forming after co-trasfecnien

a. 24 hib. 48 h:¢. 72 h;d. Virus control.
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€4 HERERSEMHTERLE 160S 89H) B 5 BFEREHEFAERIMASE HEV-58
A SEEL R Westem blot 53
w L 24h 1608 W5 :b, FE R4 48h 1608 /5T Fig. 5 Western blot of HBV-S from the cell infected
o FE e 724 1605 %5t d TR TR AT, by defective recombinant virus
Fig.4 Ilmmune preapitauon of 1608 sample a G R R ERE LY Hela 8188 721 5.
from sucrose grachent alter co-transfecuon i HBV-S 3 & 7 HAS Westem blot 4087 ;
a. 1613 sample ar 24 hi;b 1608 samples at 48 h: bh.HBV-S filF 7 B(HBV-S &M T E&H).
c. 1605 sample at 72 h;d. ¥irus control of 72 h a. The Western Blot of Hela cell infected with defective

poliowirus in 72 h by anti-HBV-S antibody;
b_HBV-5 antigenic control {HBV-S engineering vaccine) .

BHAESMEQET R eI B i E E AR KB MM R SR
7 4 A
2.5 GhEgAlEETh MRS HBV-5 MIFRIA

2 E A LA TR E B AR ERT 1608 B 5 BD &R B AR EEBR FUOR I Hela HHS 72
h, WRAHAE RS DL Western blot #2i0, 4538 WL E 5, WER A MR T H HBV-SFik,

3 iig

B KRR AGETENTRER. CLHmTYRFEGEREAREEHE D I
BExemREm . HEFEMHETRTIEMBENEEEREHEATTENEESER
FE AELTRE. REMEENAFELEMTEEEZRENHNEZTY., LRAERTUH
E, RN RNHRENEEKESRORETIHFEREA, BSFETHERERT . HFRAHFE
P ORRSE T2 h PR R TR AT HBV-S SR, RECH & # 5 pre-S B9 #, BERRE
48 h A #74> Western Blot 7T WEIRE R ), LB EHA - AN BEANE. SHET
g HBV-S X SR AEME- Y E &, B NEE— S 0.

Hol, SR E LA EENREEELE,

B EEBERENEKREENEAR. FEBEEHRE RNA, £X4 7™, B
SN ESEWEORNMNELENWE R RHY AR, B EaEE S
WL TFEMERAGES, SKAE PLEQNENSHREN FHR XYL, B8
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R e, ERE S h e, CAFIUREE . IR MM, RAlah 58 KERE
SN RN AR R BRI ETE, BRI FIRE — e, [ SR ., U —1 5aded R
HEFEPLEO. BETEEHH S BN TTRE, 35 BWNEHE UF £ 9 ket e, B
ERME T X HER R B T 68 A 607 S8 S 300 4 g m 3 (WL 3A),

55 R A R B W P oA Bk BE R B AR, B T 1 TO R ) 2R, L BB R S e ) TR
186 BE 80 ) A7 5 AR 15 R B 0 B R

HERBEAARERIE SR, M ARBEREARGSEREMR. b, RITTERET Bey
RERFL, HETHARNNEARBMTHEERE P ZEAMNHERE, ZRLTEFILE D
775 M BOR R M HERE, Do e R F 6 IR18 K,
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Establishment of Transient Expression System [
of Poliovirus Defective Recombinant Vector

[.i Qihan Zhao Honglin Wang Lichuang Sun Ming
Jiang Li Dong Chenghong Wang Jiong

{ Imstazure of Medical Biology, CAMS, PUMC. Kunmmg 650107)

Abstraet  For investigating poliovirus recombinant defective vector system, the separated genes
of poliovirus structure protein and replicase were induced into cell, the defective recombinant virus
could be assembled. This virus is able to infect the cell and to express the extranecus gene in the
cell, and. no [ilial virus would be produced. The transient expression system has been established
inn this work for investigating the applied technique of poliovirus defective recombinant system in
gene transduction.
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