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1 RSV

Real-time RT-PCR Conventional RT-PCR

Nested PCR

TagMan MGB

Gene position

PCR Assay Primer or Probe Sequence (5'—3)*a (Polarity*) Location
RSVf-F1 CARCAAAGTTAYTCTATCATGTC F&) 6460-6482%¢
Real-time RSVFRI1 GATCCTGCATTRTCACARTACCA F() 6656-6634%¢
RT-PCR RSVFA-TPf2* VIC- TGTAGTACAATTRCCACT -MGB-NFQ F@) 6510-6527%¢
RSVfB-TPf*d FAM- TGTRCAGCTRCCTATC -MGB-NFQ F® 6563-6578*
Conventional RSV AB-F GTCTTACAGCCGTGATTAGG N (+) 1628-1647%*
RT-PCR RSV ABR GGGCTTTCTTTGGTTACTTC N() 2465-2446%«
RSV A-F GATGTTACGGTGGGGAGTCT N ) 1863-1882%e
RSV AR GTACACTGTAGTTAATCACA N () 2197-2178%e
Nested PCR
RSV B-F AATGCTAAGATGGGGAGTTC N 1905-1924*
RSV B-R GAAATTGAGTTAATGACAGC N () 2089-2070%f

*a Mix bases in degenerated primers and probe are as follows: Y, C or T R, G or A.

*b (+), Sense; (-), antisense.

*cThe MGB probe is labeled with VIC reporter dye at the 5’ end, and with minor groove binder (MGB) and a nonfluorescent quencher

(NFQ) at the 3’ end of the oligonucleotide.

*dThe MGB probe is labeled with FAM reporter dye at the 5 end, and with minor groove binder (MGB) and a nonfluorescent quencher

(NFQ) at the 3’ end of the oligonucleotide.

*eTocation is relative to the genome of RSV subgroup A strain A2 (accession number M11486).

*f Location is relative to the genome of RSV subgroup B strain 9320 (accession number AY353550).

2 HMPV Real-time RT-PCR Conventional RT-PCR Nested PCR TagMan MGB
PCR Assay Primer or Probe Sequence (5'—3)*a Gr(;r:}elaa;;?ts;ii}gn Location
hMPV-3S ATGGCYGTYAGCTTCAGTCA F&) 3616-3635%4
hMPV-48 GATGGCTGTCAGYTTCAGTC F&) 3615-3635*4
gfﬁ,’gfr{ne hMPV-3As TGYCCTGCAGATGTYGGCATGT F() 3770-3749*
hMPVa-TPr#c FAN-ATTCCAGCRTTGTCTGA-MGB-NFQ F() 3689-3673*d
hMPVb-TPrc FAM-ATCCCTGCATTGTCTGA-MGB-NFQ FG) 638-622%e
Conventional ~ hMPV-1f CTTTGGACTTAATGACAGATG F ) 3704-3724%4
RT-PCR hMPV-1r GTCTTCCTGTGCTAACTTTG F () 4153-4134%
Nested PCR hMPV-2f CATGCCGACCTCTGCAGGAC F ) 3750-3769*4
hMPV-2r ATGTTGCAYTCYYTTGATTG F() 4106-4087%d

*a Mix bases in degenerated primers and probe are as follows: Y, C or T5 R, G or A.

*b (+), Sense; (-), antisense.

*<The MGB probe is labeled with FAM reporter dye at the 5’ end, and with minor groove binder (MGB) and a nonfluorescent quencher

(NFQ) at the 3 end of the oligonucleotide.

*dTocation is relative to the genome of HMPV genotype Al strain NL/1/00 (accession number AF371337).
*e Location is relative to the genome of HMPV genotype B2 strain NL/1/94 (accession number AY304362).
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Slope: -3.42 (PCR efficiency: 96.1%)
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3 Real-time RT-PCR Conventional RT-PCR

Nested PCR RSV
RSV Real-time RT-PCR
Positive Negative Total
Conventional
RT-PCR
Positive 31 0 31
Negative 9 114 123
Total 40 114 154
Nested PCR
Positive 40 0 40
Negative 0 114 114
Total 40 114 154

RSV subgroup B

Slope: -3.49 (PCR efficiency: 93.4%)
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4 Real-time RT-PCR Conventional RT-PCR
Nested PCR HMPV
Real-time RT-PCR
HMPV
Positive Negative Total
Conventional
RT-PCR
Positive 20 1 21
Negative 9 124 133
Total 29 125 154
Nested PCR
Positive 24 19 43
Negative 5 106 111
Total 29 125 154




