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Abstract: According to PCR primers for SARS developed by WHO network laboratories we synthesize
4 primer pairs: BNIin-s/as. BNlout-s/as. SARI-s/as. CORI1/COR2 and establish assays of one-step
RT-PCR for detection of SARS associated coronavirus. Specific DNA fragments as predicted were
produced from specimen W20 by the assays using all 4 primer pairs, while one specific DNA fragment
was produced from specimen W1 using primer pair BNIin-s/as. The PCR products from W20 were
sequenced and the sequence showed high identity to that of all SARS associated coronavirus in
GenBank, which showed that PCR products amplified from W1 and W20 by our assays was specific for
SARS associated coronavirus. Based on the one-step RT-PCR we developed four one-step duplex
RT-PCR for amplifying two fragment in one reaction by combination of 4 primer pairs above. And the &

assays of one-step duplex RT-PCR have higher specificity and were reliable for detection of SARS
associated coronavirus.
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Table 1. Primers for detection SARS associated coronavirus

3\ s 27 ME AR
Primer Sequence Position Amplified fragment
SARI-s CCT CTC TTG TTC TTG CTC GCA 15256-15276 121bp
SARI-as TAT AGT GAG CCG CCA CAC ATG 15356-15376
COR1 CAC CGT TTC TAC AGG TTA GCT AAC GA 15303-15327 311bp
COR2 AAA TGT TTA CGC AGG TAA GCG TAA AA 15588-15613
BNout-s ATG AAT TAC CAA GTC AAT GGT TAC 18138-18161 190bp
BNout-as CAT AAC CAG TCG GTA CAG CTA C 18306-18327
BNIin-s GAA GCT ATT CGT CAC GTT CG 18186-18207 109bp
BNIlin-as CTG TAG AAA ATC CTA GCT GGA G 18273-18294
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Table 2 Thermal conditions for RT-PCR
F¥xt MAEEREAF
A pair of primer Condition of PCR
SARI1-s/as 50°C 30min, 95°C 15min, (94°C 30s-56"C 30s-72°C45s)X45,72°C 7min
COR1/2 50°C 30min, 95°C 15min, (94°C 30s-58°C 30s-72°C45s)X45,72°C 7min
BNIout-s/as 50°C 30min, 95°C 15min, (94°C 30s-54°C 30s-72°C455) X 45,72°C 7min
BNlin-s/as 50C 30min, 95C 15min, (94°C 30s-53°C 30s-72°C45s)X45,72°C Tmin
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Fig.1 One-step RT-PCR for detection associated coronavirus
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1 CACCGTTTCT ACAGGTTAGC TAACGAGTGT GCGCAAGTAT TAAGTGAGAT GGTCATGTGT GGCGGCTCAC TATATGTTAA
81 ACCAGGTGGA ACATCATCCG GTGATGCTAC AACTGCTTAT GCTAATAGTG TCTTTAACAT TTGTCAAGCT GTTACAGCCA
161 ATGTAAATGC ACTTCTTTCA ACTGATGGTA ATAAGATAGC TGACAAGTAT GTCCGCAATC TACAACACAG GCTCTATGAG

241 TGTCTCTATA GAAATAGGGA TCTTGATCAT GAATTCGTGG ATGAGTTTTA CGCTTACCTG CGTAAACATT T

B

1 ATGAATTACC AAGTCAATGG TTACCCTAAT ATGTTTATCA CCCGCGAAGA AGCTATTCGT CACGTTCGTG CGTGGATTGG
81 CTTTGATGTA GAGGGCTGTC ATGCAACTAG AGATGCTGTG GGTACTAACC TACCTCTCCA GCTAGGATTT TCTACAGGTG

161 TTAACTTAGT AGCTGTACCG ACTGGTTATG

B2 RT-PCR ¥ 755
Fig.2 Sequence of products amplified by RT-PCR
A, Primers of COR1/COR2; B, Primers of BNIout-s/as.
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A, Primers combination of COR1/COR2 and BNIin-s/as; B, Primers combination of CORL/COR2 and BNIout-s/as; C, Primers combination of SAR1-s/as and

BNIout-s/as; D, Primers combination of SAR1-s/as and BNIin-s/as.
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Fig.3 One-step duplex RT-PCR for detection SARS associated coronavirus
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