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Condruction o the Eukariotic Expression Vectar for sl Gene Fragment o

SARS CoV and Sudy o Its Immundogical Efects
CAl Hengling' WU Yi-mou"" WAN Yarrping" ,XIAO Jian-hua , YANG Qiurling” ,ZEN G Qiao” ,
ZHAO Fe-jun' , TANG Marrjuan’
(1. Department of Microbiology, Nanhua University, Hengyang 421001, China; 2. Department of Parasitology, Nanhua University,
Hengyang 421001, Ching)

Abdract : The 801 base pairsof Sl gene fragment were syntheszed based on the Sever acute resiratory
syndrome asodiated coronavirus(SARS CoV) BJO1 strain registered in GenBank. The syntheticall DNA
was subcloned into the appropriate ste of pcDNA3.1( +) eukariotic expresson vector to construct a re-
combinant plasmid pcDNA3.1( +)/ SL; The recombinant plasmid pcDNA3. 1( +)/ Sl was trandected in-
to Hela cdlsand the expressed proten wasidentified by SDS PA GE and Western-blotting ;BALB/ ¢ mice
were immunized with pcDNA3.1(+)/ Sl by i. m. Thelevd of anti- SARS CoV IgGand IFNY in BALB/
€ mice ater immunization were detected by BL ISA and T cell proliferation activity was tested by MTT.
It wasfound that the recombinant plasmid pcDNA3.1( +)/ Sl could express Sl proteinin Helacdls, T
cdl proliferative activity ,the leve of anti-SARS CGoV IgGand IFNY increased &ter immunization. It re-
veded that pcDNA3. 1( +)/ Sl could induce moderate cellular and humoral immunological reaction in
BALB/ c mice.
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coliJM109 , - , BamH | EcoR |
PCR
pcDNA3. 1( +)
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(1oMg ), 2 4w
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1.6 IFNY
( ), EISA IFNY ( IFNy
)
1.7 SARSCoV IgG
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, B I1SA
SARS oV IgG( SARS oV IgG
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2.1 pcDNA3.1( +)/SL
BamH!| EcoRlI pcDNA3.1(+)/S1
801bp ,PCR
Sl pcDNAS. 1

(+)( D

1 BamHI EcoRI PCR pcDNA3. 1(+)/ SL
Fg. 1 Identification of pcDNA3. 1( +)/SL by BamHI and
EcoRI and PCR

1,pcDNA3.1( +)/ SL recombinat plasmid;2 pcDNA3. 1( +) plasmid;3,
pcDNA3.1( +)/ Sldgested by BamHI; 4 ,pcDNA3. 1( +)/ Sldgested
by BamH| EcoRlI;5,200bp DNA Ladder ;6 ,PCR products.

2.2

pcDNA3.1(+)/ SL Hea 32KD

, pcDNA3.1(+)
Hda ( 2,
3)
2.3 IFNy
IFNY ,
184.5pg/ mL, pcDNA3. 1(+) 0.9 %NS
IFNY 20.5pg mL 8. 8pg/ mL ,

pcDNA3.1(+)/SL IFNY

PcDNA3. 1( +) 9 , 0.9%NS
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2.4 SARSCoV IgG
SARS (oVIgG , 8w ,
19G , -
( 5 (F=39.071,P<0.01)
25 T
pcDNA3.1(+)/ SL ;
PET-22b/ SL PHA

Table 1  The T lynmphocyte proliferative repongse of immu-
nized mice stimulated by recombinant SL protein and

PHA in vitro(SI)

Group Si mulator Sl

pcDNA3.1(+)/ SL SL antigen 3.05+0.15
PHA 1.05+0.03
PcDNA3. 1( +) Sl antigen 1.12+0.02
PHA 1.01+0.01
0.9 %NS Sl antigen 1.06+0.02
PHA 1.03+0.01
3
SARS CoV RNA ,
4 S N E M
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[4] S 4 ,
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N s, C
& y ﬂ 1&
[5,6] S.
S 1
SARSQV S , Tor2
Urbani S (A -9
S
( HCoV-229E) S ,
N C , HCoV-229E
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