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Figure S1. Analytical sensitivity and limit of quantification for SYBR Green gRT-PCR assays
for specific detection of M and H5 genes of avian influenza virus. Amplification and
standard curves of serial dilutions (10-fold) of in vitro-transcribed RNA for (A) M gene and
(B) H5 gene of AI H5N1 subtype virus. The standard curve shows the linear range of the
SYBR Green-based gRT-PCR regarding the detectable RNA. Standard curves were
generated by plotting the threshold cycle (Ct) values against the copy number of RNA

transcripts.
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Figure S2. Analysis of secondary structure for M gene from a consensus alignment of
influenza A virus. (A) Structure annotated alignment for RNA sequences of M gene from

the strains

A/Goose/Guangdong/1/96,

A/avian/New  York/Sg-00372/2001

and

A/parrot/CA/6032/04 representative of the three main lineage (Eurasian, American and the
new emergent lineage B). (B) Mountain plot representation of the MFE structure, the
thermodynamic ensemble of RNA structures, and the centroid structure for the consensus
structure. The positional entropy for each position are also presented.
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Figure S3. Analysis of secondary structure for H5 gene from a consensus alignment of
influenza A virus. (A) Structure annotated alignment for RNA sequences of H5 gene from
the strains A/Goose/Guangdong/1/96, A/avian/New  York/Sg-00372/2001  and
A/parrot/CA/6032/04 representative of the three main lineage (Eurasian, American and the
new emergent lineage B). (B) Mountain plot representation of the MFE structure, the
thermodynamic ensemble of RNA structures, and the centroid structure for the consensus
structure. The positional entropy for each position are also presented.



