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A M FLA-M-F151 CATGGARTGGCTAAAGACAAGACC
FLA-M-P218 HEX-ACGCTCACCGTGCCCAGT-BHQ1  218-235
FLA-M-R276 AGGGCATTTTGGACAAAKCGTCTA 276-252
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Table 2 Composition of reaction reagent with  intercalater
method
Reagent Volume ( y 1/reaction)

RNase Free H,O 5.6

2X One Step SYBR RT -PCR Buffer4 10

PrimeScript 1Step Enzyme 0.8

Each Primer  (10pmol/ y 1) 0.5/each

RNA Sample 2.0

Total 20.0

Table 3 PCR Condition of intercalater method

Condition Acquisition

Stage1 Reveres transcription
42°C 5 min
95°C 10sec

Stage2 PCR /40 cycles
95°C 5sec
60°C 20 sec

Stage3 Melting peak analysis
95°C 0sec
65°C 15 sec
95°C 0 sec

None
Single

Melting

Table 4 Composition of reaction reagent with fluorescent

probe method
Reagent Volume ( g 1/reaction)
RNase Free H,O 4.5
Realtime PCR Master Mix 10
50mM Mn(OAc) , 1.0
Each Primer  (10pmol/ g 1) 0.5/each
EachProbe  (10pmol/ g 1) 0.25/each
RNA Sample 2.0
Total 20.0

Table 5 PCR Condition of fluorescent probe method

Fluorgecenen (530)

Condition Acquisition

Stagel Reveres transcription
90°C 30sec
61°C 20 min
95°C 30sec

Stage2 PCR /60 cycles
95°C Osec
60°C 45sec

None
Single

Amplification Curves

Fig. 1 Amplification curve of influenza virus type A and B
detection by multiplex real-time RT-PCR
Red : Influenza A Blue : Influenza B Green : Blank
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Fig.2 Standard curve between crossing point and dilution
ratio of ample RNA with intercalater method
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Fig. 3 Typing of influenza virus A and B genes by melting-curve analysis
Red : Influenza A Blue : Influenza B Green : Blank
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Fig. 4 Amplification curve of influenza virus type A and B
detection by multiplex real-time RT-PCR with fluorescent
probe. (a) : 560nm (b) : 530nm Red : influenza A Blue :
influenza B Green : Blank
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Fig.5 Standard curve between crossing point and dilution
ratio of ample RNA with probe method
@ :Influenza A M :Influenza B

Amplification Curves

L2
ol (@): S60nm
038
053
048
g 843 N02
236
833
028
* 8%
248
033
008
am
2483 NNUNBBDRNIBXNN MRV UELOTNN8D
Cycian
Amplifioation Curves
£ ‘/_'_,_._,.’-/
1 (b): 530nm e
7 -
o3 7 o ]
¥ 281 o
y // L
g o a /
§ 05 A
i/
g 45 { /
/
SRt I /
@ I /
'y,
L3 e

A6 8 01216 16 1920 22 26 26 28 X X2 08 %6 I 4D A2 44 45 48 5 62 54 68 5
Cyciee

Fig. 6 Amplification curve of influenza virus type A
and B by multiplex real-time RT-PCR with TagMan
probe. (a):560nm (b):530nm Red : Standard
influenza A 10-1~10- Blue : Standard influenza B
10-1~10-3
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Fig. 7 Comparison of the relative Influenza A virus
RNA in clinical samples.The graphs represent the
relation of virus RNA amount from calibration curve
with standard influenza RNA.



