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Tk B A @ NEHFE KWL HAmfH”

(DLW BT T, AL 430072)

¥ ]| A Glassmilk #5810k PIDNV dsDNA. 7EH 385381 Psc [ H)FF 09 pUCI1Y BB Y 37550 T To
dG 0 dC B, .. MG TR Y 8.7 kb MEA R . Ao FYIHEREE A DNA % PID-
NV 22 HA DNA. FIf] DEAE-dextran FRGUAR, W E A BN 5 A RS i thpy, thEA
FRAEEHENE R HRIET. BEONEY A UREAR IR FECEMNRER T, AR, £iE
sk PBS BB S 1 PIDNV Mt A i, IEARNMSREFEa aEng
b GRS KK, tLRE T R FE T B B LR R A AN AR ER T,

XA EAE REkE BARN 5 R

23R AR BN B ( Periplanete fuliginosa Densovirus, PIDNV)ERE 1991 EEERH
WHGERERMNIE - AR E T AR, RNIHERE RS R
TTEENWR,FEET PIDNV2EFRARENBY T s @EARN., ¥ TH# - SWH
B AR RERYE SRR EEREXIE, RITETTEERNRLT FREERTE
MR, FiEEdREEE R MM ERBRW AW R AT UEM BRI BTN T.

1 HEFEE

1.1 MF0HS% DNA PIDNV A S 4 WEF{ET. K% DNA 28755 % Nakagakil?! Brftid Jrik
HREFEES. AT EEM PIDNV &SDNA £F S R E, R & 5B PIDNV dsDNA K B A RERE, M
Nal FFHBE, Glassmilk KIERE, ZMBEXEERX. BER TE FRRER, B34t DNARH.

1.2 FELERARRAOBUTRRMOHE SRR DA LF5A. PIDNV DNA iIn dG &, B ¥ pUC11Y
Ik dC B, ¥4 AR (Or TRE RGP iR

1.3 EARK DNABEE B FRERERHEECIFARIMERT.

1.4 DNAER HEBRWEAREHEMET S 2 mg//ml DEAE-dextran B TE B H b, R M4 ik E
R0l BREHBBRM OSSO RERA ., EHEHGRTE 28 T TR 70% 0% EP A KRR EE%.
1.5 HENE TR REEMHEAR RAR - SBTEES. 8. O, $E. 581001
Rl PR JF0

1.6 SEEF MR BRI PNV FLILH A5 & R W S f LR 8 1S [4]3# 7.

© 1.7 EAEER REARRBEEMAESHEENBRERSENCEGNR, 28 C, HTEE 70%H@%
BhERHRE.

WA E B - 1998 - 03 - 13, #E B H 1. 1998 - 05 - 25
* RN


http://www.cqvip.com

H2M

£ OO0 http://www.cqvip.com|

oK R AR 45 - 4 b o e e R R B O BRR E A R R 153

2 EERFNSHA

2.1 2EHEEARNNHERIRTEE
WELF R, fib)5 % PIDNV 2K FHA S
pUC119 A RE I G-C BEHE A WEE
£ AL, BI#E PIDNV dsDNA 3" A 558 25 K 4%
R M Oligo dG B, A Pst L YIF pUCL19
MCS RS, 7 H 3" %30 oligo dC B, ##4TH:
WEREE, BB EE A BEAE DHS,™, $#
mEARY (MW EHBEEE), EHEN
RIEFEP. HFI TS Tkb.H
Hind [ Bk 2#7, EP 3 HBEAR S5k 3.7
kb FEL, 28R4 1.8kb A 6.9 kb B, BX
Hind[ll 7 PIDNV DNA b{¢#H — ] &(1.8
kb 4b), 1 Hind I & pUCL19 FR B HH
— PP (MCS K ), FrBL R b s B4R
T Jor LA P o 8 O I L, AR SR A BT
I PIDNV-pUC119 HE4H Fi%,
2.2 EBUVERREAME HLEHEEFN
PIDNV-pUC119 B4 R A Kpn | BiE S
THRIEE Bk, M 7. 3 kb 89 F B, a3

Hind Il

Pstl
Kpnl
Amp
Kpnl HindIl

|Pst1 1

PNV — pUCLLS
{B.7 kb)

Kpnl

PF A Kpn-pUCLLY
{7.2kb)

T.DNA EEEEER BB EE RBTE B 1 BERR RDNV-pUCLLS il FFAKm-pUCL19 By EE

DHS5, ™, BEH ML W%, ¥R BUR R, Bk
X E, iS58 YL Wk, W88 PFAKpn-

=1 AREREETRER

Table 1 Transfection expenments of Peripienta fuliginose with recombimant plasmids

Fig 1

Construction of recombinant plasmids PIDNV-plUIC119
and PFAKpn-pUC119

pUCl19. B H &
pUCI19 # PNV

EHy

Inoculum

EWam ko

MNo. of inoculated larvae MNo. of infected larvae

BRETAM(%)

% infection

DNA L& H —1 Kpn

PIDNV pUC119

1 Bt S (E 1),

{2 500 ng) 20 20 100 B LA I T o RS2 BR R
{1250 ng) 20 18 90
(250 ng) 20 17 85 i 2= T PIDNV DNA
i A : . emegame.
(1000 rg) 20 0 0 2.3 ¥Eerle KA
T otte 2" ‘ 0 B T B v ) B
HEDRE 20 20 100 Mt BiENES. 8
W]EA;;!;M o 5 o F{ 10 pL EE‘}%EF%
Moninoculated %E ﬁ E -'Q—_H Jﬁ ﬁ 5} 5“

larvae

2 500 ng. 1 500 ng
250 ng, HEF &
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PIDNV dsDNA B 1 600 ng.960 ng 1 160 ng, HiE R % 1,
MERATTUSHENMWEARPYERSX. AASR B RUEE. YT Ea Ry

PIONV-pUCI19 818 TE 1.5 g U LI, ARSI TRESFHARUATUE AR ERE LR

[, HFPZEILL TE buffer{ & 2 mg/mL & DEAE-dextran) ! & PFAKpn-pUC119 7 &4 d .

ERER . BERREHRE.

2.4 Mz

2.4.1 WEBFIFEHEE LRWE2, EFRTLinAKBI PIDNV #%, B A 4550

o AR R BT FERT fL Pk PDBS OFEE AL, IR R B1E PRS HFEE Y. 9F &= RIS EEEFEAY 214k PBS B

WA PBS ., FREMETRILS 103 Bl 09 9 B A BrEifiEes, 58w fre

dh H B H R T TE .

B2 mEFERE

Fig.2 Serological reaction
A BRRL PIONV i L5
1R i by PES TR HE: 2. IR W 4k 1t) PBS MFESHE:
3. HF S B EFERT ik POS BHEEW 4. PRS Bobi .
A Gumea pg antiserum agamst PIDNY
1_PBS solution of larvae transfected by plIC119;
1. PBS solution of healthv larvae;
1. PBS solutian af larvae mlected by wt wnrian;
4.PBS buifer.

2.4.2 HEEBHEYIRFWE EdBEY A RERAR, B0 7EE AR 69 R 588k S ko
FELEHRTEARCBRNRE. AECEEH, SR (E ), £HRRFTRIRE
s R ARV FRER B(E 4), MERBHRET L SHETR SR NS MAET L&
2.4.3 [EAREE N TIEEESEEHE A M EAE RN RNRER TR GBRRE, FIH
FUVETEAY (AR 2 G R SRRk, — B ] S A R B R ARTE T, ™ BB AT R W
FARKBEREMA,

3 g

HATHMBT & PIDNV £ EFHAMNEERETERE, 7364 35 PIDNV-pUC119
PFAKpn-pUC119, Esd DEAE-dextran fr SRR A, A E0S A BRI SRE2) & A,
LR RFE, PIDNV-pUCLIY WAL RS AL RIER R T . EW A asuE, fidg
MAFEXRESS, BRENFE A RERFHETHSHET PIDNV REH B &40 &
HEFER A, B PRS B MWtk 5 K R PIDNV i & =4 Esd. #HE. ik —Hig
9 PFAKpn-pUC1 19 8 45 Ji o i e i 15 1 BB {3 A4 TR T, HLGE L o S8 8 Wl 470 0 3 i
HETEHNAERNIBERN T, UATHREAAEH NI EREME LD, EEREE
BRRHER FER, AT T A4 PIDNV DNA H4 FE TRE RS,

H HBEROA MVEERNRASHEATEN 2 EEA EH RN RO EERE
EEHREF T, 1900 Eo G SHESTERE AT EH SXEH AR IENE RREES.
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B3 £ o o R 5 B 4 L1 vR T LK M BR AR R B e T ~ 60 000)
Fig. 3 Nucleus of cransfected celon cell by recombinant plasmid, shows
large amount spherieal virus particles { # 60 000)

Mg AR Sy T B R R B SR I (>~ 80 000)
Fig.4 Crysfelline accumulation of the PIDNY virion in ransfected colon
eell by recombinant plasmid { ~ 80 000)
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HEmemEREANEARMEBRSENEH HHE, T FREFEER TEWTAAEE
. EHRRE R EREHIEEEE 2R,

B2, B Foer PIDNV-pUCL9 B ER RN AR ERE R EA MR EN T H
VLSRR — N REFESHE, PR R R DA E S —W TEFEIEERH.

£ % X B

I HuY, Zhang J. Bando H er @l. A densovirus newly isolated from the smoky-brown cockroach Periplanta fuliginos: . Arch
Yirol, 1994, 138;365~1372 .

2  Hu Yuanyang, Seki H, Shigemi Kawase. Electron microscopic studies on DINA from a detsovirus { Yamanashi isolate) of the
silkworm, Bombyr mort. Appl Ent Zool, 1986,21(4):613~619
FRASEESE STESFE A TERLRHENE. B2, W AR AR, 1992,

4 HEATH. MEYFLR F M, L . EFHT B E, 1989,
Laughlin C A, Trawschin] I, Coon H ¢t af. Clening of infectious adeno-associated virus genomes im bacterial plasmids. Gene,
1983,23.65—73

6 Merchlinsky M J, Tattersall P J, Leary J J ez ul. Construction of an infectious molecular clone of the autonomous pervirus
minute virus of mice, J Virol, 1983, 47:227~232

7 Samaski R J, Bernz K I, Tan M e ol . Cloning of adeno-associnted wirus into pBR322 : Rescue of mtace virus from the recombi-
nant plasmids in human cells. Proc Mat] Acad Sci USA, 1982, 792077 ~2081

& Mireille ], Francowse X J, Monica G & 2. Clonng of the genome of & densovirus and rescue of infectious virions from recombi-
nanet plasmid in the jnsect hosu Spodoptere Gtroralis. Wirol, 1990, 179403 ~ 400

9  Andrew K M, Cheung. Integration of the adeno-associated virus genome into cellulsr DNA i latently mfected human decron 6
cells. ] Vircl, 1980,33(2).739~748

Rescue of Infectious Virions from Recombinant Plasmid
with the Genome of Periplanta fuliginosa -Densovirus

Zhang Xiacdong Zhang Jiamin Guo Haitao Zhu Lihua Hu Yuanyang
~ { Insitute of Virology, Wuhan University, Wuhan 4300723

Abstract An infectious genome of the Periplanta fuliginosa densovirus { PIDNV) has been
cloned into the bacterial plasmid pUCL119. The viral genome could ke rescued from the recombi-
nant plasmid PINDV-pUC119 by transfection to sensitive Periplanta fuliginosa larvae. Virions
can be found in the cells of the transfected larvaes by electron microscope, and the rescued virions
were as infectious as wild-type virions. In contrast, the viral genome could not be rescued from
the recombinant plasmid deleted one extremity.
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