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1. m4R%R

(+) — &%

E= Y *MK-2 cell
48  E Mi%mg_[ ]
MDCK cell- g% CPE

() _, Blind
passage

v
w4

O MK-2cell ¥ 10 H292 cell (4 ; R % " th2 2 &7 d L DB BAMMTD AR o

O R EARE I Hd ZIopA LT LA 200 & I MLpAREF R AR (F LA F) AR
& o 0.45MERACE RS 0 #4835 MDCK imfetk > 32 % 7-10 % {4 232 % 3 CPER » 12 3,000rpmig.<
15 4512 »]G:B’»:}}%% o DRSO TR Z AN Rimfete » 1 mMLPBSREES S Fr 203V T o BB
Acetone® #_i¢ » 17 Influenza A% Influenza Bz ¥ k3248 (monoclonal antibody &7 FF & d. 5 ¥ K 4 ¢ 2
(indirect immunofluorescence staining assalffA ) % ¢ > T 0§ LB AE T4tk > § wie I S
(apple green & % 2] 2 5 g 4 B L o

2. 4 #: Respiratory viruseg follow DAKO system — direct IFA
HEEEDR >4 ¥ L Fut 10 pl> % >t wet chamber' 37°C » 15 4 4> 11 PBSH #icih — T » ¥ » PBS
Sa® 5AMDR T HERE -

3. mAFApE FieFkd pErd p4 A7 ¢ Influenza A virus HA typing(by RT-PCR methodl :
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RNA 33

v Qiagen Viral RNA Mini Kit ¢ # 8 g $# e 5B p # % 5 i2(7 © 8
140l 2 4 B %% > EREH D FEPEE > R pF RNABS
* 50l AVE buffer & 3 33 -k > JeB54 RNA> e 7 RTF Ji »

RT ¥ & (follow Promega RT procedure)
(@)P~ 15l 4 12 RNAZ % » 12 70C 4 # 54 450247 RNA = s 2 4E
(D) 4r » R &R (¥R S 40pl) 407 7 ¢

RNA 16

5X buffer 1B
100mM dNTP mix (0F 5]
RT ul
Random primer ud
H.O 17l

PCR * & (follow Qiagen PCR coreKkit procedure)
a. PCRF iR & i 4o #7177 &

5X Q solution 10
10X buffer i)
25mM MgCI2 dl
10mM dNTP

RTé = z_ template 2l
A/H1 (H3)-1(10uM ) 1l
A/H1 (H3)-2(10uM ) 1l

Taq polymerase Q5
H20 2216

b. PCR programcT™ #13] : g :
04C 2445 : 40cycles ;
94C 1445 ceccececcssscer
52C 2~ 4
72C 3r 4@

72C TAh4
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IC

FLUA/B Tk £ 555 — B & posbi £

ABI % %i(fiollow TagMan one-step RT-PCR master mix reagenteedure)

F el & o™ 9

2X Master mix buffer 12.pL
FIUA-F primer (10uM ) 1.0pL
FIUA-R primer (10puM ) 1.0pL
FluB-F primer(10uM ) 1.0uL
FluB-R primer(10uM ) 1.0uL

FIuA probe (5uM) 0.5uL
FluB probe(5 uM ) 0.5uL
RNA enzyme mix 0.6
RNase-free water 1.8B
template 50

Real-time RTRE & if i :
RT reaction48C 304 48
Taq activation95C 104 4
PCR reaction

968 15448

60 1= 48 (45 cycles

Roche i 3t (LightCycler 480 RNA master hydrolysis probes reaggmocedure)

FIER &A™ 997 L
RNase-free water QB

FIuA-F primer( 10uM ) 1.0uL

FIUA-R primer( 10uM ) 1.0puL
FluB-F primer( 10uM ) 1.0uL

FluB-R primer( 10uM ) 1.0uL

FIuA probe( 5uM ) 0.5uL
FluB probe( 5uM ) 0.5uL
Enzyme master mix Tud
Enhancer 1D
Activator 1,4
RNA sample 5.l

Real-time RT-PCR g i% i :
RT reaction63C 3548
Taq activation95C 304 4a
PCR reaction

968 104/48

58 304

72  3#%48 (45 cycles
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R :}rﬁi BT 33 255
Primer A/H1 H1-1: 5-GAT GCA GAC ACA ATATGT AGA G&’
Primer A/H1 H1-2: 5-CNC TAC AGA GAC ATAAGC ATT I3’
Primer A/H3 H3-1: 5’-TCA GAT TGA AGT GAC TAATGC ¥
Primer A/H3 H3-2: 5’-AAT TTT GAT GCC TGA AACGT-3’
FIUA-F : 5- AAG ACC AAT YYT GTC ACC TYT GA -3
FIUA-R : 5- TAA AGC GTC TRC GYT GCA GTC C -3
FIuA probe: 5’FAM - TTT GTN TTC ACG CTC ACC GT -3AMRA (For ABI % 3%)
FIuA probe: 5’FAM — TTT GTN TTC ACG CTC ACC GT -3BQ (For Rochgk #t)
FluB-F: 5- GAG ACACAATTG CCT ACCTGC TT -3
FluB-R: 5- TTC TTT CCC ACC GAACCAAC -3
FluB probe: 5'VIC-AGA AGA TGG AGA AGG CAA AGC AGA AT AGC -3 TAMRA (For ABI & 4t)
FluB probe: 5’HEX-AGA AGA TGG AGA AGG CAA AGC AGA £T AGC -3'BBQ (For Roche: st)

Run gel and read data
™2 1.96 agarose gel 100 &R+ & B & (73 4 7 A& - 404 48(5 P~ 0y > 12 Ethidium bromide} ¢ 54 4 » £ 5 k4% 54
&8 0 BT o
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