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Table 1 LAMP Primer for Influenza B virus

Primer Sequence (5'—3)

FluB-M-FIP  GCGTTCCTAGTTTTACTTGCAT-TGATGAAAGCTCAGCGCTACT
FluB-M-BIP  TGCGAGAAACAAGCATCACAT-TCTGCATTTCTCGTCTCACT

FluB-M-F3 ATTTGAAATAGCAGAAGGCC
FluB-M-B3 TGTTCATAGCTGAGACCATC
FluB-M-LF CCAGGATTCAGGTACATGACCATG

FluB-M-LB ACACAGGGCTCATAGCAGAGCA
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Table 2 Composition of reaction reagent with LAMP

Reagent Volume (1 / reaction)
RNase Free H,0 3.56
2 x Reaction Mix. 10.0
Primer Mix. 1.44
Enzyme Mix. 1.0
Distilled Water 3.56
RNA Sample 4.0
Total 20.0

Table 3 Primers for Multiplex real-time RT-PCR

Type, gene Name

Sequence (5’-3")

AM FLA-M-F151 CATGGARTGGCTAAAGACAAGACC
FLA-M-P218 HEX-ACGCTCACCGTGCCCAGT-BHQ1
FLA-M-R276 AGGGCATTTTGGACAAAKCGTCTA

B,M FLB-M-F439 CTCTGTGCTTTRTGCGARAAAC

FluB-P135
FLB-MR

FAM-TCAGCTATGAACACAGCAA-BHQ1
CCTTCYCCATTCTTTTGACTTGC

Table 4 Composition of reaction reagent with Multiplex

real-time RT-PCR

Reagent Volume ( 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
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Table 5 Condition of Multiplex real-time RT-PCR

Condition Acquisition

Stage 1 Reverse transcription
90°C 30sec
91°C 20sec
95°C 30sec
Stage 2 PCR/60 cycles
95°C 0sec None

60°C 45sec Single
Sample copy.
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Fig. 1 Real-time kinetics of LAMP reaction for 10 fold

serial dilution of influenza B virus samples

55 -
a R? =0.8301
\Ezso B \\
|_
O
45
*
09 1 2 3 4

Sample copy (log copy)

Fig. 2 A calibration curve of CT vs sample copy for

real-time RT-LAMP.
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Fig. 3 Result of improvement on amplification efficiency

for LAMP reaction using loop—primers (LP).
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Amplification Curves
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Fig. 4 Amplification curves of influenza virus type A
from clinical specimens by multiplex real-time

RT-PCR.
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Fig. 5 Real-time kinetics for measurement of novel
influenza virus by real time RT-LAMP.

Fig. 6 Full length amplification of all eight segments
of influenza virus type A from clinical specimens by
RT-PCR.
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