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Table 1 Primers used to amplification and sequencing of the junctions in the genomic full-length ¢cDNA of SARS-CoV BJO1 strain

Junction Y Fragment . . Y
primer Sequence 5'—>3 senerated/bp Sequencing primer 5'—3
S947 + TCTACTGCTGCCGTGACCAT
F1/¥2 S1958 — GCTCTTTGCAAATCAGGAAT 1011 GTTTCATGGCAGACGTGCGAC
. S3701 + CGGTTCGTACACAGGTTTAT .
F2/¥3 431 — GATGAAACTCGACGGGGCTC 1130 GGTAGGTGATGTTATCACTAG
S8254 + CTTTATCTGAACAGCTGCGT .
F3/¥4 9389 — ATAAAGTAGTAGGCAGCACA 1135 ATTCGTAGTGCTGCCAAGAAG
S18182 + TATGTTTATCACCCGCGAAG N
F5/F6 S19384 — GTAGCAGATTTGAGTGGAAC 1202 TACGGGTAACCTTCAGAGTAA
S23214 + CCTTGCTCTTTTGGGGGTGT T T
ForET S24413 - TTGTACCTCCGCCTCGACTT 199 CCTTEETC COCCETGTA
Ly 10160 + TTCGCAAATCCAACCATAGC
5'/3 12158 — TCACGGTCAAACTCAGATT 1998 GCTCGATAACCGTGCTACTC
1.3 PCR 2
c¢DNA RNA
2 SARS-CoV BJo01 RT-PCR
Table 2 Primers used to RT-PCR amplification with
Vero E6 the rescued virus of SARS-CoV BJO1 strain
Primer  Sequence 5'—3’ g:;:iiij;;p
850V 25uF 2000 2 5o CTACGGTGCGAGCTCTATICITT
1s 29744 — TTITTTTTTITTTITTTTITTTGTCATTCTCCT RT primer
AAGAAGC
4 8049+  CGAGTTAGCAAAGGGTGT 489
8938 —  GAACGCAAGCAGAGGTAG
18719+ GGGTAACCTTCAGAGTAA o
SARS-CoV BJO1 RNeasy Mini Kit 19663 -  ATACCATCTACCTTTGTG
RNA 23211+ TCACCTTGCTCTTTTGGG 71
24182 -  AACATTTTGGGTAACTCC
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Fig.1 CPE of the rescued virus and SARS-CoV BJO1 strain infected Vero E6 cells. A Vero E6 as control B The transfection of the rescued virus
C  The infection of SARS-CoV BJOI strain.
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2 SARS-CoV BJo1
Fig.2  The IFA results in Vero E6 cells of the rescued virus and SARS-CoV BJO1 strain. A Negative control PBS B The rescued virus
C Positive control SARS-CoV BJOI strain .

A B c

3 SARS-CoV BJ01
Fig.3 Plaque assay of the rescued virus and SARS-CoV BJOI strain. A Negative control PBS B The rescued virus
C Positive control SARS-CoV BJOI strain .
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Construction of genomic full-length ¢cDNA of SARS coronavirus BJO1
strain and identification of its biological characteristics

HAN Jian-feng JIANG Tao CHEN Shui-ping YU Man QIN E-de”

State Key Laboratory of Pathogen and Biosecurity Institute of Microbiology and Epidemiology ~Academy of Military Medical Sciences
Beijing 100071  China

Abstract Severe acute respiratory syndrome SARS is an important emerging infectious disease which caused by SARS
coronavirus SARS-CoV  and the study of its pathogenesis is needed for the treatment and prevention of this disease. To
study the pathogenesis of SARS-CoV using reverse genetics technology by in witro ligation using 7 contiguous ¢cDNAs that
span the entire genome of the SARS-CoV BJO1 strain a genomic full-length ¢cDNA was assembled then using T7
RiboMAX™ Large Scale RNA Production Systems with the genomic full-length cDNA as template the RNA transcript was
attained. The typical SARS-CoV-resulted cell pathogenic effects were observed when RNA transcript was electroporated
into Vero E6 cells. The results of RT-PCR and sequencing of the rescued virus showed that it originated from transcript
which derived from the full-length ¢cDNA construct. Rescued virus-infected cells were detected by indirect fluorescent
antibody staining demonstrated that it can specifically reaction with SARS-CoV. By CPE method and plaque assay the
titers of the rescued virus and wild-type virus were assessed which demonstrated there are no significant difference
between the viruses and they have similar biological characteristics. Construction of the genomic full-length ¢DNA of
SARS-CoV BJO1 stain successfully and study of the biological characteristics of the rescued virus will provide a useful tool
serving for the discovery of molecular pathogenesis and development of candidate vaccines against SARS-CoV .
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