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1. p¥{,
o X o7 —*MK-2 cell ]
¥Zp O
OGUA [ —MDCK cell (+) — O
Xe? — Hep-2 cell
«© O HEL cell €2 DQJF!
—Vero cell T —(-) —* Blind
_RD Ce” passage
T

MK-2 cell Q0 H292 cell6tul”’ 3D"YQ—UBM;Zfi>ISpd

-Bp¥{! ii'—- p¥ -Dp¥( 200 | 1 1mL p¥{!” {!w I- $H. :é7
Y66 0.45mx "x Udxe? MDCK * 36! 7-104U {| @\ CPE 60 3,000rpmt
15 éS0 —p¥(6 't Dj B%’ Ce 1mLPBS7YjiUb@ 21p0"60"6

Acetone°O U6 0 Influenza A + Influenza BBB3UO monoclonal antibody¥ 10 xm Y { A %0 E d
indirect immunofluorescence staining as$afA % E6 0{Al> %l 6% @\t@"
apple green{AprOA-Bp¥U 6

2. p¥ OO Respiratory viruses follow DAKO system — direct IFA U
"0 e3 C{AUO 10 | u- wetchambedi 37536 15¢éS O0PBS1> < 6 Fe PBS
% | 5éS e306>"€g0
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3.

0é-“,a d¥%l008 p¥é

'RNA g— |
EOQiagenViraIRNAMiniKit *4>0! g—>03- Ya
10— 140 | Dp¥{!(6Ii£BE”Ub =%I16(UO0 ;
| 50m AVE buffer Pt- 6 T @D RNAGO¥%I| RT@ ¢

Influenza A virus HA typing by RT-PCR methodu

RTog follow Promega RT procedure

(@.—15 1| @D RNA (60 703Cx 5é6S0z0O RNA'-H,
(b).C*7Y( (-OHA 40 1 6 EU
RNA

1%
5X buffer 3
100mM dNTP mix 0.8
RT L
Random primer 1
HO 179

PCRog follow Qiagen PCR core kit procedure
a.PCRg 7Y(0 ¢u

5X Q solution 10
10X buffer 3
25mM MgCI2 4
10mM dNTP 4

RTY b template 2
AHL1(H3)-1 10 M 1
AH1(H3)-2 10 M 1

Tag polymerase 05
H20 R 22.6

b. PCR progran® E U reeeseeeeeeeny
945 2éS : 40cycles :
948 1éS
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528
728
728

43

—~NwWwN
M~ D~ D

W

FLUA/B { gop@Y aa «Y@Y yo

ABI33 « (fiollow TagMan one-step RT-PCR master mix reageni€edure

g 7Y(0 ¢u
2X Master mix buffer 12.5L

Real-time RTR@ 0 _
RT reactiain48: 30éS
Taq activatian95: 10é S
PCR reactian

95 15pS

60 1é S 45cycles

Roche&3 ¢ (LightCycler 480 RNA master hydrolysis probes reagg@mnocedure)

FIUA-F primer 10 M 1.0 L
FIUA-R primer 10 M 1.0 L
FluB-F primer 10 M 1.0 L
FluB-R primer 10 M 1.0 L
FIuA probe 5 M 05L
FluB probe 5 M 05L
RNA enzyme mix 0.6
RNase-free water 1.88
template 5.0
g 7Y(0 ¢u

RNase-free water 0.B

FIUA-F primera10 Ma 1.0 L
FIUA-R primera10 Ma 1.0 L
FluB-F primera10 Ma 1.0 L
FIuB-R primera10 M & 1.0 L
FIUA probea5 M a L

0.5
FluB probea5 M a 05L
Enzyme master mix 7.4
Enhancer 10
Activator 1.3
RNA sample 5.0

Real-time RT-PCR !0
RT reactiah63: 3és!
Tag activatian95: 30p S
PCR reactidn

95 10pS

58 30pS!

72 3pS 45cycles
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-Bp¥s ” -"CE! !
Primer A/H1 H1-1: 5-GAT GCA GAC ACA ATA TGT AGA G&'’
Primer A/H1 H1-2: 5-CNC TAC AGA GAC ATA AGC ATT T3’
Primer A/H3 H3-1: 5-TCA GAT TGA AGT GAC TAATGC 3’
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’
FluB-F: 5'- GAG ACA CAA TTG CCT ACC TGC TT -3’
FluB-R: 5'— TTC TTT CCC ACC GAA CCA AC -3’
FIuA probe- FAM -5TTT GTG TTC ACG CTC ACC GT 3TAMRA
FIuB probe -VIC-5AGA AGA TGG AGA AGG CAA AGC AGA ACT AGC 3TAMRA
FIuA probe: 5’FAM - TTTGTGTTCACGCTCACCGT —3'BBQ
FIuB probe: 5’HEX-AGAAGATGGAGAAGGCAAAGCAGAACTAGC

Run gel and read data

0 1.5+ agarose g 100 -]+ 8% 1©|$0+Zd 40 é SU— @ 6 0 Ethidium bromide%o E5 é S6 /£ 0 . destain 5¢
So6%lr 6
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