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1 SeMNPV  SeBAC
Table 1 Comparison of SeMNPV and SeBAC with different RE

Pstll Pst 1 Pst Il
SeBac SeMNPV Fragment SeBac SeMNPV Fragment SeBac SeMNPV Fragment
21396 21396 A 36785 36785 A 15580 15580 A
20361 B 22912 22912 B 12891 12891 B
13745 13745 C 19008 C 7447 7447 C
11007 11007 D 17003 7393 7393 D
10396 9419 E 5477 5477 F
9476 9476 E 8539 5307 5307 G
8998 8998 F 6279 F 5121 5121 H
8787 8787 G 6143 6143 G 5019 5019 1
7637 7637 H 5082 5082 H 4998 4998 J
7017 7017 1 4884 4884 1 4924
4866 4866 J 4094 4094 J 4747 4747 K
4676 4676 K 3070 3070 K 4574 4574 L
4153 4153 L 2389 2389 L 4568 4568 M
3607 3607 M 2067 4523 4523
3159 3159 N 439 439 M 4466
2838 2838 (0) 366 366 N 4373 4373 0
2477 228 228 [0} 4224 4224 P
1775 181 181 P 4135 4135 Q
1541 120 120 Q 3699 3699 R
1467 1467 P 100 100 R 3575 3575 S
1389 1389 Q 91 91 S 3163 T
1240 88 88 T 3024 3024 U
1033 1033 R 2077 2077 \4
398 1975 1975 W
337 1779
16 1708 1708
1599 1599
1293 1293 VA
1254 1254
1215 1215
1165 1165
984 984
803 803
794 794
719 719
595
286 286

The sequences of SeMNPV whole genome and the 8.6 kb mini-F-lacZ-attTn7-Kan fragment are combined by DNAStar EditSeq. RE sites are analyzed by DNAStar
MapDraw .
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gested with the same RE. Areas where are blank indicated the deletion
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Fig. 5 Construction of SeMNPV BAC-TO-BAC expression system
A Se301 mock cells B Se301 cells were transfected with SeBAC10 10 d.p.1i. C  Transformation of pFB1Seph into DH10B. The white
colonies contain recombinant SeBAC10 in which SeMNPV polyhedrin gene has been reintroduced into SeMNPV by site-specific transposon-mediated

recombination. D Se301 cells were transfected with SeBAC10 10 d.p. 1 .P{l Yh?‘dl%%ﬁ vée;% ﬁ%)se%egﬂgllj Hgfg%%% [S N e
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Establishment of Spodoptera exigua Multicapsid Nucleopolyhedrovirus
BAC-TO-BAC Expression System

YANG Kai*  PANG Yi
State Key Laboratory for Biocontrol — Sun Yet-sen University — Guangzhou 510275  China
Abstract Present studies describe the successful establishment of Spodoptera exigua multicapsid nucleopolyhedrovirus  SeMN-
PV BAC-TO-BAC expression system. The mini-F-lacZ-attTn7-kan fragment Luckow et al 1993 was inserted into SeMNPV
USI isolate SeUSI at polyhedrin gene locus by directly cloning. The recombinant virus containing low-copy-number mini-F
replication  which named bacmid can propagate in Escherichia coli . Because SeUSI isolate is make up of several genotypes and
one bacmid carries one SeMNPV genotype the SeUSI BAC library is established by all SeMNPV bacmids SeBAC . REN anal-
ysis for 111 SeBAC shows that SeUSI consists of the genotype with whole SeMNPV genetic information and several genotypes with
various different deletions. Progeny virus can be produced in insect cell line after transfection with SeBAC10  which carries the
whole SeMNPV genome. So SeBACIO0 is a shuttle vector that can replicate in eukaryocyte as well as prokaryocyte. Considering
the insert mutation of SeMNPV polyhedrin gene Seph in SeBAC10 Seph was reintroduced into the bacmid by site-specific
transposon-mediated insertion at attTn7 the target site for the bacterial transposon Tn7. The derived recombinant SeBAC10 was
named SeBAC10ph. After SeBAC10ph was transfected into Se301 cells a susceptible insect cell line to SeMNPV  cytopatho-

genic effect was shown and polyhedra appeared which indicate that the foreign gene Seph is expressed.

Key words SeMNPV BAC library BAC-TO-BAC expression system site-specific transposon-mediated recombination poly-
hedrin
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