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H . WAKEERESH(Rice Dwarf Virs, RDVH ZEREE SS REAFREFHBER
% pVL1393 o AR M pVL1393-S8 SR EFFRHE RP23. LacZ KR P EHE B
B0 SRAMAANRGEES.PCR T EE B A4 RKE RP23-58, 4R E RP23-58 Al
sFOMRBEIS M B4R, 34T SDS-PAGE & Westernblot 1o ). R XA . S HEERIA
MiP o RA,  HEBRF hREBEH.

X#im: RDV, FR#FHE, B RAAMRRIE,. Western-blot

MES#ES:432.4 TRFIRB:A WK S:0001-6209 (2001} 02-0162-05

KEEEFH(RDV)EXBEESSHNBER, FERTFHE 98 KEEXR
H T EABER, TARBREKBEER™, RDVS8ZHUMEX=Y P RAE
WS RS EE 2 BFSrREE,P8 X RDV @Mtk B R E A k2B ME . Mad
AMKBEEFRENZBEANAY M ALE PR A AR RFNUNNE, HHEN
P EABEENEAH TR ARBRIL BEL SRXESHFEBHER. £ XU
RFENRE VUEBMAR AT EINERR LRGN IHEAT PREA, IS E41L P8
EN.ATEEEHBHAVEESEHR MELGHERNES=448HM . d—5 8
B RDV AR EAN AN RN EBOANSYE SRELANBRERNET L/,

1 AR fo &

1.1 EEXEHE

BREMEAEERET TEMWBEE Promega 247, TNM-FH B A HEFREN A
Clontech 2 & , £ ¥ {L 44k #%5 B RP23. LacZ M B Pharmingen 2 7, Lipofectin # i 7 .
Ba4k I 78 W) B Gibco BRL,PCR i My B % £ 4 7, pGEM-S8!!) [pVL1393 ¥ # # & . S8
EFHPCREZ . PSHEAFLREEM, s/ H FAERRE ANPV L5 KEHI X
el - B A
1.2 BHAHBHE pv1393-S8 M

Hind [l 4] pGEM-S8 JF % ,% T4 DNA B 48T /5, Xoa 1 BE113F B4 S8 F 4T,
5% Sma ]l # Xoa ] MBI pVLI33 B EE B DHS« BEZSMAK, KX B AE
HFEHE K pVL1393-S8 FHtE WRE .

" A B9 i B & “863" W H ¥ B1(863-103-02-05 RE K A A% ¥ % & ¥ B (39870027)
Lt

M B974-), B . MIEHFA WFRRFELRD TLY ¥R 07 R L HLLE
¥ 7% B R :2000-06-13, ¥ I B 1 -2000-08-02
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1.3 HEXMEBAREMOGE

Se % g K B 4 9% 5 45 A9 7 358 I Pharmingen 2 7 B9 38 B 3 #1{Baculovirus Expres-
sion Protocols). il PCR 7 &% 5 B 4 5% %, b & 2 B (Baculovirus Expression Protocols) o
1.4 BAREE s ARPHRE

# MOI = 10pfu/cell BT BB EIFEHRMN O HH, AR S0 E K TNM-FH £5# £,
27C 1 1~6d, AR A BRME KT P8 RAMIFNR .
1.5 Western-blot 43 #7
1.5.1 Bal& FREN sOMBEPRSENMUEBR, MASEF 2XBBRLES MR
MI/10 KR EZ B, HKEH 10min, ERAHNEELWE LB, PRBSENBEZH
X EHFZEBHENZR(TREFM).
1.5.2 SDS-PAGE M K:4rBEBR 10% ,3KEH N 5%, EREGHEEERX N 70V, B 5
HASTEEER 120V, K4 s @R e LR N 8L, HEE R EA & H 4,1,
1.5.3 Western blot 77 #7: SDS-PAGE ik )5 ., R E B AMMAEEE L, 2 1%BSA
HAMEG ¥ PEHELL 1:500 MBMA, FRE SN 4h,PBSHE=ZREMAE —HE R
HERRBRABFCHNERAR GHE), ERLEES 2h,PBSHEKE , NEPVEAR,

2 ZEREZR

2.1 EARBEEK PVLIII-SSHHRBEE

¥ RDV S8 #ETEAE pVLI3B B FZLFE2AREHRH F(polh)EH =
T, RERISKBRERFRIAESZABRBEARSITF I —RNEAEBHE pVL1393-
S8(E 1),2 EcoRI B840 1% SR B k& R B & pVL1393-S8 H B K /b % 800bp., 5
pGEM-S8 #83¢ L 4 % %7 ,IER S8 X BEE Mh RS pVL1393 R+ (& 2),

Hindl1
5 Smal
polhy,
PGEM-58 pVLI393
4.4kb 9.6kb Xbal
Xbal

l Hindtil Sl
T4 DNA polymerass iy
Xbal ol
| J
lT4 DNA ligase

pVL1393-58
11kb

H1 EARBREpVLIZ-BHHR 2 BEERBREpVLIZ-SEHMUESE

Fig.1 Construction of recombinant Fig.2 Restriction endonuclease digestion
transfer vector pVL1393-S of recombinant transfer vector pVL1393-58
{# : S8 gene encoding sequence; M:ADNA/EoRI + Hind [l marker; A: pVL1393/EwRI;
—: Polyhedrin gene promoter. B:pGEM-S8/EcoRI;C: pVL1393-S8/EcoRL. '
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-1.4kb

B3 B|A%RE DNAG PCR 447
Fig.3 PCR analysis of recombinant viral genomic DNA

M:ADNA/EwxR I + Hind [ marker; A~ C:Negative control;

D:Positive control; E.F.G;Recombinant virus RP23-58.

2.2 BEARM RP23-S8 RIL{L

¥ pVL1393-S8 #1 RP23. LacZ £ Lipo-
fectin + FHERRERTFM O 4R, &
10721072 10 * AR BB Y /9 4.
PCR ¥ @l ik 3 %518 3] E 4 5% ¥ RP23-
S8, 4% W £ & B RP23-S8.AcNPV fl %
RBAEER 9 40, RBP4 E DNA, &
Xba 1 B§YIJ5 PCR 43 #7,1% 3B ¥ B I A2
3K, 45 RIF K RP23-S8 # &K 5 pvIL1393-
S8 —BE K/ 2 1.4kb B S8 B H K H (H
3)a
2.3 BARY RP23-S8 RIEWH West-
ern-blot %> ¥t

2 P B R Y RP23-S8 . AcNPV FIR B YHR M sf9 4,2 10%SDS-PAGE 5, A
P8 HLMELL 1:500 MBS ik, BEBBRBRICHERR 1gC eS8 _8&K, #17
Western blot 2+ #7, & RIEEL,S8 BEFEMIIFE(E4),
2.4 RP23-58 7 sf9 S0 A F B 6] B Y 23k

W 4E RP23-S8 By 579 40 M J5 7K [F B 5] B 40 i, & 10 % SDS-PAGE Jg , Western-blot
By, AREF,RERYLE sOHMRS 6h ZAXBER(E 5),

A B Goi: B E
94- _ “&"‘k\‘\\ »

67-

43-

30-

21-

4 HEEARE RP23-SBFE sf9 MM+
#5741 M) Western blot 447
Fig.4 Waestern-blot analysis of the expression product
of recombinant RP23-S8 in sf9 cells
A:sf9 cells not infected by virus;B: sf9 cells infected by
AcNPV;C: Purified RDV virus; D: sf9 cells infected by
RP23-584E: E. coli expression products of pBVPS.

M5 RP23-S8 7£ sf9 41 1+ A [l of B Bt &35
7= #1 & Western blot 437
Fig.5 Waestern-blot analysis of the expression product of
recombinant RP23-38 in different time of PI
A:sf9 cells;
B~ G:The time of sf9 cells infected by RP23-58 was
1,2,3,4,5 and 6 d,respectively.
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3 it

HTUHMRFEABRE EHIARAHENEBRREREHUERREEREARESY
A mMEARR TR AE AR EDEA TR A BN L B NMASR EH
Mo BEAORMIFETHNEFN T (RS T EEA BRI BRI T): FEEE
HEH RS MEESEEW S XREERAMEUSFEF  CRBERAIANTER. @
ME. coli MARNBRBRANEERERAEFMZEIN PN LV ESREAGE, FET
WA EENABEA AT EYER =y, = mt - R XREER . HR
AT Em s,

RDVEABEFRORTE A EREBRPKBHERT. HSSEHPRETY
PS BN BHRANIIZNFZEA M RDVZLAGNERESREERE N, ALRE
B Mao 2 ] % A% RDV P8 9 A ¥ — MM R4 RAEY PS AR MIERE, FHiE
Bl RDV # P8 49 P8 A940H =419 N 5%, KU BIr 80 Asp®® —Pro®® , IR R B HH
U S TRABERAAEEERZE, HLEF prum 2P, 5 I T HARF
Type3(ReoSeod) BI S E [ pl AGEIFI AL AR 4T 381 P8 ATRE S ReoSeo3 BRI At
— G ERBRERAE, SARREMAKER AT ESRFEEA I RBRENBRRS,
ENLE sFOMBPRELESSEHEK ™Y, & Western-blot FHrT B A E —F EFFOEE
¥,5Mac Z] BV HZERYS,

PR 2BEMFFI S, BT 2 P E b7 H (aal21 ~ 124; NLSL; aa301 ~ 304;
NRSQ), 10 - BEMR L7 25 (aa32 ~35; TTGD 38373 ~ 76 ; TSTD;2a75 ~ 77 : TDR ;2294 ~ 97
TVSD;2a115~117; TVR ;22127 ~ 129:SAK ;aa141 ~ 147 : KGLDIPY : aa243 ~ 246 : TAAD;
22317 ~320:TSID: 22379~ 381 :SER)#1 7 G % B k{1 = (2230~ 35:GLTTGD; aal62 ~
167;GQTGNI ;22194 —199; GIRSNA; aa232 ~ 237 : GTIIAG; aa274 ~ 279 ; GGNINL ; 22282
~287:GVAKTG;aa368 ~373: GLAFTS),

HMNMBW PSS EHAEBRARANATEAERSRLE BEL. SERESEFSTEMH
fEf. SEFEHFRESRERRANRIIERE  BATR PEMERMMN T REMHE
Rt R T &,

P8 X RDV SRk = BB A R W, K LI E A Zheng H HH AEH
RDV SR EEEAKE, HFXAXM KBRS WES —EHWPiE. KA, Zheng HH
S RDVAZEA S EANTERLEH KA RAKBALA TR XE, 4
REBMEERERNAKBP BASIHBIATHRA, MEXLEERHNEXIRIMTEOEXERA
KEPRfUAEREMF RDVEFUBEHEEFR T (virus like particles — VLP) .
RDVAABEETFRBEREIRENNRDXZB, v#E—Sak PR EA. #TERER
RBeERL=HEWAKL A RDV WAERRE T AR, 0] 8B4 X @B RDV B R LM,
B PS SHEREIAMNARBUBENENTR.

Brif ZEM. G L FE MBI LR, B
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EXPRESSION OF RICE DWARF VIRUS OUTER COAT PROTEIN
GENE(S8) IN INSECT CELLS”

Li Sheng Liu Huijun Chen Zhangliang Li Yi™
{ Department of Biotechnology , College of Life Science , Beijing Univ . , Beijing , 100871, China)

Abstract; Quter coat protein gene(S8) of RDV was cloned into the transfer vector pVL 1393 to
construct a recombinant vector pVL1393-38. The recombinant vector pVL1393-58 and the linear
baculovirus RP23. LacZ were cotransfected into sf9 cells to produce the recombinant virus RP23-58.
RP23-58 infected 5% cells were cellected and analysised by SDS-PAGE and Western-blot. The re-
sults showed that the S8 gene of RDV was expressed in sf9 cells and the expression level of sf9 cells
was higher between 72 ~96h after infected.

Key words: Rice Dwarf Virus, Baculovirus, Expression in insect cells, Western-blot
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