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3.

A R L P13

' RNA %3~
| Qiagen Viral RNA Mini Kitt # # p # P 5B f 5 % 5 it

9\140u|\}{i3*i—%\,,’§ » R PRIER ek (FLp iﬁ » ts u’

50ul AVE buffer &% & g3 -k > @12 RNA» M7 RT & /’Eﬂ;

7Pk 2 Er e }]35 %A ¢ Influenza A virus HA typing( by RT-PCR method :

RT F & (foIIow Promega RT procedure)
()7~ 15pl 4 512 RNAS i » 12 70C 44t 54 4801 47 @ RNA = 4
(b).4e » iR &% (B AEAE 5 40pl) 4o 51

RNA 16
5X buffer 1B
100mM dNTP mix (0F 5]
RT ul
Random primer ud
HO 17,4

PCR & & (follow Qiagen PCR corekit procedure)
a. PCRF iR & i 4o #171 °

5X Q solution 10
10X buffer B
25mM MgCI2 dl
10mM dNTP

4
RT& = 2 template 2l
A/H1 (H3)-1(10uM ) 1l
A/H1 (H3)-2(10uM ) 1l
Taq polymerase 5

H20 2216

b. PCR programcT™ *77 :
94C 2~ 43 : 40cycles :
9AC 1~ 48 tereectcaneenet
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52C 24~ 45
72C 3445
72C Tr 4
4C 00

FLUA/B Trps F s ésfiv — R & pesadi F &
ABI % %i(fiollow TagMan one-step RT-PCR master mix reagpnteedurg

F B &R 4eT™ S1og L Real-time RTRE ik it :
2X Master mix buffer 12.pL RT reaction48C 304 48
FIuA-F primer (10uM ) 1.0pL Taq activation95C 104 4
FIUA-R primer (10uM ) 1.0pL PCR reaction

FluB-F primer(10puM ) 1.0puL 96 15448

FluB-R primer(10uM ) 1.0uL 60 1= 45 (45 cycles
FIuA probe (5uM) 0.5uL

FluB probe(5 uM ) 0.5uL

RNA enzyme mix 0.6

RNase-free water 1.8B

template 20

Roche % $t(LightCycler 480 RNA master hydrolysis probes reaggmocedure)
F R & 4eT Arow

RNase-free water QB Real-time RT-PCR & if i :
FIUA-F primer( 10uM ) 1.0uL RT reaction63C 3448
FIUA-R primer( 10uM ) 1.0puL Taq activation95C  30#; 45
FluB-F primer( 10uM ) 1.0uL PCR reaction

FluB-R primer( 10uM ) 1.0uL 96 10#)48

FIUA probe( 5uM ) 0.5uL 58 3004

FluB probe( 5 uM ) 0.5uL T 3#48 (45 cycley
Enzyme master mix Tud

Enhancer 1D

Activator 1,

RNA sample 5l
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AR RA BT 5T BRI
Primer A/H1 H1-1: 5-GAT GCA GAC ACA ATA TGT AGA G&
Primer A/H1 H1-2: 5-CNC TAC AGA GAC ATAAGC ATT T3
Primer A/H3 H3-1: 5-TCA GAT TGA AGT GAC TAA TGC B’
Primer A/H3 H3-2: 5-AAT TTT GAT GCC TGA AACGT-3'
FIUA-F :5'- AAG ACC AAT CCT GTC ACC TCT GA -3
FIUA-R :5'- CAA AGC GTC TAC GCT GCA GTC C -3
FIuB-F: 5'- GAG ACA CAA TTG CCT ACC TGC TT -3
FIUB-R: 5 — TTC TTT CCC ACC GAA CCA AC -3’
FIuA probe- FAM -3TTT GTG TTC ACG CTC ACC GT'3TAMRA
FIuB probe -VIC-BAGA AGA TGG AGA AGG CAA AGC AGA ACT AGC 3TAMRA
FIUA probe: 5FAM - TTTGTGTTCACGCTCACCGT —3'BBQ
FIuB probe: 5'HEX-AGAAGATGGAGAAGGCAAAGCAGAACTAGC

Run gel and read data

™2 1.9, agarose gel 100 R 4 & R & {72 F 8 T 4 > 404 45 {8 P~ ) - 12 Ethidium bromide ¢ 5 4 48 - £ 14 -k destain 5
& > BT -
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