45 1

Vol.45 No.1

2005 2 Acta Microbiologica Sinica February 2005
100071
2 D2C SN D2C-SN
D2C-SN
D2C-SN
BHK D2C-SN 10° ~ 10*
R373 A 0001-6209 2005 01-0111-05
Dengue virus / 1987
BHK21
' C6/36
80 / 1.1.2 2
mAb 8HS8 M
SN HRP IeG  Sigma
/
1.1.3 pfx DNA
Blasticidin Invitrogen Superscript " []
Capsid-targeted virus Gibco RNA
inactivation CTVI ? X174 DNA TaKaRa
Mini Protean [[ Bio-Rad PCR
system 2000  Perkin Elmer
Beckman
RNA “ ? 1.2
: PCR
2 D2C-SN  D2C-SN * DNA
D2C SN D2C-SN pcDNA6/V5-His
pe/D2C-SN  pe/D2C-SN *
D2C-SN 4  BHK21 10%
DMEM
BHK21 5 pg/ml. Blasticidin
RT-
1 PCR Western blot
1.1 D2C-SN
1.1.1 2 43 D2-43 D2C-SN *
30100006
Tel 86-10-66948614 Fax 86-10-63898239 E-mail ginede @ sohu. com
1979 - E-mail  cfqin @ hotmail . com
2004-07-27 2004-10-25

© PERZFRMEDHRATIKESHEE http://journals. im ac. cn



112

45

BHK/D2C-SN  BHK/D2C-SN *

1.3
M.0.1=0.1
BHK/D2C-SN BHK/D2C-SN * BHK21
37C 1h 2%
DMEM 37C
96
C6/36 10
0.1mL/ 37°C
Reed-Muench
1gTCIDs, /mL
1.4
5d 4°C 10000¢
20 min 40% PEG 6000
15% NaCl 8% 2.5%
4°C 10000g 40 min
VSB 0.1mol/L. NaCl  0.01mol/L. Tris-
HCI
SmL 60%
3mL 10% 3
10% ~ 60%
4°C 28000g 3h
D2C
mAb 8H8 SN
HRP IeG
Western blot
1.5
DNA SN
40mmol/L.
Tris-HCI pH 6.8 0.1mol/L NaCl Smin
500 ng X174 0. 1mol/L
Tris-HCI pH 8.8 10mmol/L. CaCl, 37°C 30min
0.5mol/L. EDTA 1%

DNA
1.6
TaKaRa MiniBEST RNA/DNA Extraction
RNA 10 3
R9854 5’-CACATTTGGGCGTAGGA CT-
3’ RNA 10pL
R9854 2p1, 80°C Smin RNasin 1pL

5 x 1st strand buffer 6. dNTPs 1.5pL DTT 3 pL.

30uL Superscript 11

1.54L

200U/pl. - 72C 120 min 95°C
Smin PCR 5’
F3545 5'-TCAGGACCCGAGTAGGAACGAA-3’
R3844 5'-TTGTAATATCACTGCATTTGG-3’

PCR 94°C 30s
56°C 30s 72°C 45s 30 72°C 7min
1.2%
1.7
SPSS 10.0 for windows
p<0.01
2
2.1
pc/D2C-
SN BHK21
D2C-SN BHK/D2C-SN
30 kD D2C
SN 6
D2C-SN * BHK/D2C-SN *
SN* SN
SN ’
BHK21
2.2 D2C-SN
5d
Western blot 1 BHK/D2C-
SN BHK/D2C-SN *
1 2 3 1 2 3
)
- S - - -
LR 1o
A B
1 Western blot

Fig.1  Analysis of progeny virons from dengue-infected cell cultures by
Western blot assay with mAb 8H8 A and antisera against SN B

The fusion proteins D2C-SN were indicated by a double arrow and D2C a
single arrow. Lane 1 ~ 3 Purified virions from BHK/D2C-SN  BHK/
D2C-SN * and BHK21 cell cultures respectively.
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Capsid-targeted viral inactivation for dengue virus infection

QIN Cheng-feng JIANG Tao CHEN Shui-ping YU Man QIN E-de”
Institute of Microbiology & Epidemiology — Academy of Military Medical Sciences  Beijing 100071  China

Abstract To explore the feasibility of capsid-targeted viral inactivation for dengue virus infection a newly-discovered
antiviral strategy a mammalian cell line stably expressing staphylococcal nuclease fused to the capsid protein of dengue 2
virus was established and the effects on the production of infectious virus particles were examined. The results presented
evidence that the enzymatically active staphylococcal nuclease fused to capsid protein could be incorporated into the
nascent virions during wild virus assembly resulting in degradation of viral genomic RNA and decrease in infectivity.
Comparing the effects of incorporated SN and SN* an enzymatically inactive missense mutant form of SN on the
infectivity of progeny virions nucleolytic activity of incorporated SN was responsible for the major antiviral effects. These
results paved the road of developing capsid-targeted viral inactivation as a new antiviral strategy against dengue.

Key words Dengue virus Capsid protein  Staphylococcal nuclease Antiviral
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