WY 3853157150, (903

KL neo fEIRFARICE RAGEAMEATRHE

ARB RAF FXW”

(RO KERBEHER RO 430072)

W E OHERBHATR (ANPV) S RN IE] B3 T MY neo AR BAMWApLO N
84K pAcEP106 F783| pAcPlIneo, K'E:*ﬂ!}iﬂ AcNPV DNA JC 3 ST 4838 neo* 4]
F%. B neo REMRAMH neo” RRMEARET LI GLUS R TAS, MM 4R
R HEHRABMN LR RGRBEE BCER SR, Eit G418 WBBER, MELR
BHRUEE, SRS BLRB BT 0% B |, W2 WA ES LM B RN W
FALEZREMRAAHBRHNTHE. FRFREEEEEHEREE TR neo XE N HEM
ERARESBERERAABARERDNT T TERY. Ae Ry T—HMEERNNE. X
REMEAREN Y . _

XM TR SREN. FRRAEER, HEi%

HETHAARFRENREERABAGRIEEREXRK, REFWRERENE
hiEtmAR T ZRAY Y, HEERARHRANERPEAAEAZE (cw) B
FANBEEBE, B3 A RAFEEL RAOKRFERES F ocu EEKEHFR B ocu™
HEARE. ocu” TRAER=LZAK, Moc MERKREERLER, TALSR
WEHGEH UREHEARE. AT ocu REMRENEMEELBYN, AEANE
BRBRE WA M R R DI B RA.

RERTREERHY, HaTRERHAGKMRE 0. 1%—1%), ocu™/ocu™ &
BERAN BEEAWZFERAER, ANRNER-EHER. BNEARIAL
RTEHMT A . RIVAANPYV MR EYIRAWERE (ED B THERHTRENR
BEER (neo) WRXFESHEFRD, BAERIREAEEA. RE. HRSHS.

1 Ak %
1.1 &%

FEH AR S ARAMBARNEEREBE L k% (Autographa californica
nuclear polyhedrosis virus, AcNPV) g mM K2 (Riverside ) B B2 & Federici #
BWi%. K pAclEneo B EH Texas AAM k2% E f12% & Jarvis ] Guarino HEE

s BEFARBEYESNERNE. HERBEE.
e BREEE.
FXF 1954 2 3 22 A3l
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M. pAcEP106 R B RS . FIABEHEATIEE. T4 E#E. Klenow B¥RA
Progema 4 f]. (G418) Geneticin B GIBCO £47].
1.2 A&

Sf 40 FH B A0 IR BB 3 & TNM-FH 28 27 C 48, DIFLERTE BY) LS
o P10 BREH MOD #RBEMM, 27C KK 1h FREERY, HRHsn
B, BEITPFR, BHEREPI Img/ml G418, # Summers! M BY BURER Fh
REFE# DNA . R (7] %8 DNA #EHRBIFRREE B A, #1% Summers!
FIBERR ST BT DL 10g PR AcNPV DNA F1 10pg 8 DNA RE» IMAER
Zopi, ZWMMBERHMEE s, 27CHR 4h F5, BUH LW, MAFHSBERE, 27C
Wik d—7d. BENE, HFHRBRAVIE LB,

HAMNBHEERUELE EHA0.05MOl R AEHK, HKFEEP N Img/ml
G418, 2—4d FR L4 LA R RAR A B 3FE 1mg/ml G418 FET R HEMM, #
S|, #E, % Summers HEMERERE (TCID;), AR FHRAERLER
PA 10 f5RSRE (107'—107%) M&Hy 96 FLIFFFMIME, B MERE G418 FFEMATFLET BN
M. # King S0 816007 B2 BRI 8 DNA, 3897 PR o TH AL A D BR B S B e 3.

2 EBREXR
2.1 #Hineo XAMEERIKATIAE

pAclEneo g iz pUC8. AcNPV IE1 EH L KRB IE] R XK neo EE% ®a
#5%, UL IEL R FEH neo J933%, M — KA &. F EcoRl # Hind K 3R],
B B, ik & » Klenow TS5 16 A PACEP106 #p10 24 F X &Y Hine T A1 . BT
neo BH FWEBERERIR, HEAE FREEOFHEEER. Ll Kan+Amp T
FRA UG ENHEEAT, 8312 A H%, &/ BRBUTRDNA, BIERKIERE
&7 %4 3. 7kb i TE1 +neo FEA K B, AHEFFEAI A . 534 pAcPlneoR A
pAcPIneoL, BI# IEl BahFhHmAplo B—3 (WD,

pAcPIneoR

1 #R &k pAcPlneoR R H
Fig. 1 Digram of plasmid pAcPIneo neo, neomycin resistance gene;
1IEl, AcNPV IE] gene; pl0, AcNPV; pl0gene; E, EcoR I; H, HindX; He, Hinel; P, Pstl ; S, Smal.
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22 G418 FEF AR ACNPV S HIAGHIH

Jarvis 9 TAES 680 G418 st Sf MGG A KA MFER, JFH St AKX G418 1Yy
RS MR . N TR G418 RE T LUNH AcNPV e i, ABE
BACNPV # 10 MOI /2 24, RE 1h 5. BREEHY, MAF Img/ml G418 #)
FREER, HARI G418 XM, 48—72h FARF BHEWE, RAMAE G418 1
BRARTAHARABEAEL R, TAMGLS ¢ IAIHLY 18h fF AT WA KR
FARET AL ) lmg ml ) G118 AT 00 il 5 7 49 52 ) (181 20

B2 G418 % St M AcNPV gyl (X 400)

Fig. 2 Inhibition of AcNPV replication in Sf cells by G418 (<400)
A. STHIBE, kimG418: B. i AcNPV @ Sf #1HE. Kkim G418;
C. SE##E, fmG418; D. ¥ AcNPV & ST 48jfd. fm G418,

A. Sf cells, no G418; B. Sf cell infected with AcNPV, no G418
C: Sf cells , with G418; D. Sf cell infected with AcNPV, with G418.

23 neo ZAMRIER G418 7 neo” WARBAIMMIEH

Y Ef A ACNPV B5 I T8 G418 W%, MEAURERH neo R MBRL, W
EGAI8 FREEF A, BEHRBLE LB TS, TRPH O Iml #3 b g
10, R 1h JE, REEFMY. AR lmg/ml G418 WFFEIEIRE, FHEAM

© PERFRMEDTRTATIHSHEL http://journals. im ac.on



158 #® % L% =3 # KEE

G418 HyfE AN IR, th TR R BN AR EN RSy, FHILHER 3 EN
G418 MRE L RAMAL AMELE. A G418 Kt ML HEMME T L Ak, BRE
MY 0. Iml b# CEARER 1/30) HEfR 2 <10° SR ELR G, Bfh 3d TtH
TRE, KBAEMGAI8 MR T R G4 8 i R & A KM AR E 2R,
RBA neo WESUREMBEENME . ket K9 IEL EFEE 3 TR ) neo HRE
RREARFHRE. REKER LF- 49 0H G418 MiRA G418 fFEMHN T#h
TCID; M5, 4R ME 3. A G418 EWHEBEE N, 53 KERMER, 5 G418 ¥R
ERENERBMNECEALRE 3

23

¥l Virus titer(Log TCIDwo)

9 i | i
+ 1 2 3 4
40 {L ¥ Passage number

B3 G418 Xf neo* T ME M BRI

Fig. 3 Selective multification of recombinant viruses
by G418
1. G418 With G418; 2. i G418 No G418.

2.4 RERBITIEAREHLHA
ATHMEB=RRBPH G118 EHBEH &L
SREBHEA, §AHTERME. FHLHKER 24 4
SR, B 24 ALERAR, S0 1ml ¥ Img/ml
G418 HyFr s e 8k, Hi3F 3—5d, JeHRME T W 23
AEMEER, REEAREN LA 0XLE L.
2.5 HARBKMYIH Fig. 4 RE analysis of recombinant virus
BFh neo MAFRTE (vAcPIneo) , FiM G418 # 1 ) DNA/Hind 1 Marker: 2. vAcPIneo/
FEME, BL10 MOI R 22088, 72h JFUER. Hind X § 3. ACNPV/Hind I,
BEAK G DNA 5% DNA 5 25%). @ Hind I Biy), BkGERILE 4. NEFTL
i, ﬁiﬂﬁiﬁﬁﬁ%ﬁ@@%ﬁﬂﬂiéﬁﬂ- HAME DNA P H p10 ZRH

B4 EARBEORI
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2.1kb Hind B -Q K BNk, 36y — &84 5. 8kb pa H BIETAL 8%, LA E G E RAEETS
P10 AT AR .

3 i

M Smith 2B H AcNPV ocu BEEBRIERL - TFREUE, AFIAFRKBERS
RECHET LARMED, —BBREHocu NEBRE, Z45 KA AR R RERKS
EEEMRE&M . H4k, BEFRBESTEDENRR. BEARFERICERE
EARmMBERT R EAGE AR, WRARBER. RS NF -REARE
RGP L. HTHERMEE, EMEERTREEL, FEY ocu ARAEBATRERE,
MERTMERAARRHER G FRENMBEA ATEPERN SR LREH. A
ARocu ZREREFABKRIC, FEREEPERNZBERES - CHEE. BIAH
neo [f] B #E Jif A 10 X AE4RGE MDD 73X —MEB. ALRZERATUEH, FFERNRE R
REBAEGCLUS FATARES, MEARFILIGHS TABRH. BRITAIIRAN
Jneo XA IE1 BRP S THEHNTEB T RENLER.

HRWBERARAPHAEARERE/ E—ERRAXARE—ENER, C°F
APAET KBNS, BHWE A LacZ Bifafnicsk. KBAHAR. B ESEH. BY
EHES . HSV-tk 2RI, Bacmid F% 0% MEEARB I EQRE", HEH
TR MR EG FRIRE R A B HEREIRIC.

T G418 RERBELRAR, SEABE. FRBREWAN, T LTI 80S B
B, MHABHREAK SR, cco BEERTHE Tos™, B —FHMEBE
(APH 1), B[{#i G418 %3 . neo B E R0 sh a0 5 B E M EH TN, BaF#EIA
BRI EB MBS W REENBLARBEER . 1993 4 Lerch! %5 A B
AcNPV 358 ZE (15 1 F#5i neo A RIL, I NI 5 %138 neot 557, MISFAR
ER, R G418 M neo " HARBHRAFIEA. HTHZRAENMGEREAR RITFRR
REMIRIC, neo BARBRIE, WHRITEKAT ANPV IE1 ZH K 2 F# 8 neo #H
ML, [E1 RARKEMRED, EREFASREREBANERZ —.

AT EREMBHENZEARZTR, LAUBRKRYBRNE BHTHRE, #57MK
BRAOREAET . EEZE RN RUERE BT, #3348 BY =RETN
B BB G418 X neo M BEAFERHEE. =RLUE, LEFREEHKNE.

#81F G418 % neo WYEEAE A, O AL B SR neo AN BEE. TR
BRSO BRELERE ARG, ¥R EETAER G FENFR T UMERLE K
REMAN3—4 WMl neo" BEHRBRE, SHRRBSEV B EARBOMAITH.
FREGHLEAREN LML Z R, 7Rk e Sk,

$ £ X W
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AN EFFICIENT METHOD TQ IDENTIFY POSITIVE RECOMBINANT
BACULOVIRUS BY USING NEO AS SELECTION MARKER

Zhu Fanxiu Huang Yongxiu Qi Yipeng
{Institute of Virvlogy, Wuhan University, Wuhan 430072)

Abstract A cassette of neomycin resistance gene under the AcNPV IE1 gene promotor
was inserted into a plO-based transfer vector pAcEP106. Recombinant plasmid
pAcPIneo was selected and cotransfected Sf cells with wild type AeNPV DNA.
Expression of the neo gene under IE1 promotor enable recombinant virus multiply in the
Sf cells treated with antibiotic G418 which inhibit the wild-type virus growth. Passage
the cotransfection suspend at low MOI, the proportion of neo-containing viruses
increase. After three passages, the recombinants accounted for over $0%. This work lay
a foundation for using baculovirus early gene promoter to drive foreign gene expression
and also established a simplified procedure for selection of positive recombinant
baculoviruses.

Key words Baculovirus, Early gene, Neomycin resistance gene, Selection method

© PERFRMEMMRITATES%EL http://journals. im. ac. cn



