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Ao A 1587F HHx]Ele] WA Y. F&% Microcon ©]-&d] o4, AW AEFFEE Yol 47002 PR 9

ElE 30T

AN o] 1-3: gajole] ofs)

Micron Centrifugal filter device (YM-3, Nominal molecular weight limit in Dalton; 3,000, Amicon)Z ©]
g3te] ofstete] Arld] 2004 FEG RAR vloldx dxjeh wpolels B4 @Fgole] EyE wgdomy
B A ol Awne ¢4 Resk.

Ane] 1-4: mpol= @yt #Atel] o|g whwlAo] Fa

A 1-304 5% EaE nlolzla A &N 10ulo] 10mM DITE 2540 B 2087 7FHA A, 1
mle] 20pg EHA/50mM NH4HCO3ON A 20uE Y2 F e-tube?] Aol AlHAAZ 3~47) AxE HF3I t}S vlo]az
3} (domestic microwave-SAMSUNG RE-442B)ollAl 10 &<t AU, AP & 4TA 5&83 A8 &
Calibrant(insulin from bovine pancreas, FW=5733, SIGMA) 20utE ¥ Jlt}.

Anle] 1-5: ¥ uwbgo] wiwo] osk vhid ¥A @ A

A. MALDI-TOF ¢]3} Z#°o]E (ID:100)

Zoo|E AollA nlolz]~ v Aol El7lE] (targeting) WHoRE ME=9)x Wi (sandwich method)S ©]-&3}7
dried

1} CHCA(alpha-cyano-4-hydroxy cinnamic acid)Z AF-g3+ droplet HhH S ARRSE = gt

TAZAC o2E, 256 EFZFLROMAEA (TFA: MERCK)40x9t #X  HE 960uS Aol 1% TFAS
AzstATE. 50009 1% TFASF 500402 o}xﬂiqea(ACN-gg 93+%HPLC 55, Sigma Aldrich)S £33k &
20mge] A|YEAF(sinapic acid, Fluka)S ¥& ¥ 3087F ZeA3 g IME o] 23} Zo|Eo Hojy &
air-drystdtl.  olojA, A4 504 A& A7 &N 1S "ojregrl, 2ua, obAE(99+%, HPLC grade,

sigma Aldrich) 9900} 1R Y 10 &3 Eqo] SA 2000E Y F BuAz g 1yWE Hojred &
air-dryst$ict.

B. MALDI-TOF MS¢] 43}

Voyager DE STR MALDI-TOF MS reflector modeE ©]-&3}o] A]d AJZHDE)2 100ns, ZB= AM(%) S 68%, A
H91= 800~10000, #FolA ZAEiE 22052 AAFA] MALDI-TOF MSE AAstx A AdEHS A},

AA e 2 ADEAEAL AA SAZ H7HE HAE Dy
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AN 2-1: A& F5

L

1093 Alefol2] allantoic fluidel HES] FZFHA|Z1 wlole]~ (HIN2)E sucrose-gradientol] 213 Y4

=%
e & & AAlste] ARE st

A 2-2: &&(lysis)

# SDTO] A|Z: 0.1M Tris/HCLpH7.6 <ol SDS (sodium dodecyl sulfate)<} DTT7F 232t 2%<} 0.1Mo] S %= A
=

SDT &o& AEe] F9n] L4om HIME F 95T, 5
At

o2 =
Hgek = A

gul pud

I

W #MALS sonicationo & A7)

e

Al 2-3: AWMBAAL] AA D gaoe] oz

* UA 9 Az 0.1M Tris/HCI pH8.53} &Nl urea’} 8Mo] H=F =

o

o}
o}

o

* UB 9 AlZ: 0.1IM Tris/HCI pH8.03} &Hof urea’} 8Mo] H=F =
« TAA ¢ A% UA9l 50mM IAA (iodoacetamide) 3 7}3kc).

Amiconultra-3KE ©]83}4 16,000g AAlEelste] 5 NS F38al, Amiconultra-10Kel 7] 43 30ul<} UA
200ul H7F§ 14,000g ¥4E2]skitk. UA 200ul 37F 5 14,000 DA EE]st $ Amiconultra-10K 4 o3 7
BE Fal odtsl &N AA F IAA 100ul H7FeRITh. 1 &<F vortex ¥ 5% A WX|ehal AR
%, UB 100ul #7F & YA&skal UB 100ul H7F § dARssE B34S 5 9 o wE39th. filter tube

Y AE AZ NS elutiondte] Elution® &N = =A%),

Al 2-4: wpo]F R FAfe] ok whujH o] 3]

oloJAq  Trypsin H7}3F & wlola 23} (domestic microwave—SAMSUNG RE-442B) ZA} 3fol] 3EZF ¥FSS A7l &
0.5 % trifluoroacetic acid® pHZE 30|32 ZA3laL ZipTip C18% desaltingd}$it}.

A 3 AMEY AAA 2 g gids AASL 2% d¥ES FFHAII= dAVE FUME H7ME 7|
AE A9

A A 31 AlEe] F5

L

% welelzel AW Aem oilu:
F AW 845 thg AAd] 3200 A g,

A 3-2: &al(lysis)

zZ32/ 718 SolA FE3 AR 52 = PBS £4S 1:39] w/v ¥R 15ml F7}eE ¥ RE F5FE portable
homogenizer9} glass homogenizerE AF&3te dAslglt. ol& 16,000go0A 5w WA & ASds
Balale], A=alnl 1:10 ¥ 2 4% SDSE A7} 3 sonicationdo}.

A Ao 3-3: AHaAAL] AA D oA
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2ml1S # 38} Amicon Ultra-10Kel ¥l oJ7]o] 8M uea 12mlS ¥
, AT FHE U 12ml19] 8M urea F7FE H7bete] AHEAI A
ol 2 % o3 52 ol 12mle] 8M ureas T2
o3t FE el 12ml2] 8M ureaZS THA H73ITE.
I 1
(

(%

< -, 5,000g, 103 €4 & F ofdbele W
of @ Zedrt. 5,000g, 10% dAd F
A7beta, 5,000g, 108 A4 & § i
5,000g, 10% 4l & F o B

AR F o WY ¥
Hl2]al 1,000g, 2i% €4ddske] 100-200ul€] eluated A

rlo
E

oml ] 4M ureaE THA] FH7}8tal 5,000g, 108 4
D.W) 2 #7718k 5,000g, 10% 94 F oy

(2

AN el 3-4: vheke] whuld S Al Asta Agke] Gl dS wHA 7] A 8 f-eok(urea) o Al A A 0] A7

PROTEOMINER enrichment kit(BIORAD 3JAMA|F)S Ab&ato] thake] whulds AAstaL &A% GdS F5A4
70 %, elution ¥ &< 60ulel IM NaOHE ¥l pHE 7-8% utth. 7] &do] FHFODM.NE 111 FIH|Z
2o % Amicon Ultra-10K2 YAIEE8tar, o= thA] 8M urea 200ul B % AAEFZ 3 4M urea 200ul
22 T o] AR s,

A Ao 3-5: wpo]F R} ALY 2J8t thulH o] F

A7)l Aol A elutate €N % A3 E | trypsing eluatedt 1:50(w/w)e] HA gol & t}&, ulol=z
Z3H(domestic microwave-SAMSUNG RE—44ZB)°ﬂ*1 1038 St XA}EAL 0.5 % trifluoroacetic acid® pHE 3o]3}

2 ZA3}a ZipTip C18% desaltingd}ith.

AN 4 AREY AAA 2 ¥ gids AASL 2% d¥ES FFHAII= dAVE FUME H7ME 7|
RAE AGH (=D

A a-1: Az £

g g2\t o9 AR, 24 SolA ARE F5EH.

A 4-2: &&(lysis)

# Lysis buffer 1 A ZW%:10 mM Tris, 150 mM NaCl pH 7.59] NP-40S7} 0.2 ~0.5 % =7} H == H7}3c).

* Lysis buffer 2-1 A|Z"%: 50 mM Tris, 150 mM NaCl, 1 mM EDTA, 2 mM DTTel] SDSE 1~2 %7} ¥ == 713
o},

* Lysis buffer 2-2% 4|38}, 150mM NaCl, 1mM DTT, 20mM Tris, pH7.5¢] TFE (trifluoroethanol)”} 40% =
5 Hrisio.

4-2-1. A A$

1)Lysis buffer 12 A}&3 749

Z4 FFd Wy FHuyuE A1 w/v), F FE 24 5S¢ A FTHI T FI9 Lysis
buffer 1< sml Y ZAGH7Z 725s T AJLoa 3087 wkesit), o] 30% (10s ON/ 10s OFF)=

sonicationd}til 12,000g, 5% Y4 & AF NS FH 3},
2) Lysis buffer 28 AM&3F A%

F=T 24 bgoll THT 4v] K

A:_

¥ (1:4 w/v) 20ml9] Lysis buffer 2-1S Y1 ZAgHr|2 #4233 & 90T
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[0123]
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Zr Wkg3 & 30% (10s ON/ 10s OFF)ZF sonication @] 3tth. 3,4000g, 304 94 % A=
¥ Iml, acetone 8ml, TCA(trichloroacetic acid) Iml= ¥o] 1:8:1 (v/v) °] HEE H7} &
A %, 3,4000g, 30% 94l = H(pellet) I ¥ H(pellet)ol] lysis HT 2-28 2ml ¥
Kel

<
T ’
A7 5, AR AelA Inl& F8ke] ] A proteominerol] 488kt

AN Xml (>15ml) & AmiconUltra(lsoml, 3K/10K)Z 3l 14,000g, 20 AAlste] 2008 =% (X/200) F-3] ¢
0

Ads L 5, 4-2-13 L BPes A8E A,

Aol 4-3: vpeke] vl a S Al Astar Agke] A S wEA7]= A 9 f-eok(urea) ok Al A Al L] A7

Lysis buffer 1& AFE3F %27 T AHol A= 200ul A1EE #3lo] PROTEOMINER enrichment kit (BIORAD
BAMAFE)E AFESlaL, Lysis buffer 25 AFR3 %7 mE: Ao A$E= Iml A8E FH3te]  PROTEOMINER
enrichment kit (BIORAD 3|AMA|E)E A}&3HT),

4-3-2. A A L] A7

eluate8 9 60ul®l 9ufjol] al@3l= 100mM DTT 540 ul B AL A 105 vortexingdtil AmiconUltra (0.5ml)-
10K/3K ol vortexing® &S 30ulZ #3&Fo] UA 200ul H7F3 14,000g 30%7+ AAlEg)slar fow-throughS H
23 Al Y3 AmiconUltra tubeo] UA 200ul #7F % 14,000g, 5%37F A% 8kc}h AmiconUltra (0.5ml)-
10K/3KU) o3 HFHE Z3] ojgsl gHo A F I1AA 100ul H7FSEa 18 =< vortex & 58 A2 HFEx|3}ar,
14,000g 30% ¥A18F3 UB 100ul E7F & 14,000g 40% YAsic),

Ane] 4-4: mpol= @yt #Atel] o|§ vhwlAo] Fgf

A7) filter tubel ZE AMZE NS elutiondte] Elution® &N v% A3 o]E tha] F ¥ wrE3ic},

elution® €N W wwlA=n 1:20-1:100(w/w)o] HEZE Trypsin H7}etal wlo] I EZ 3 (domestic microwave-
SAMSUNG RE-442B)oll A 3% &<t ZA}S}aL 0.5% trifluoroacetic acid® 30|37} HEF pHE Zd3star ZipTip
C18% desalting?d-t}.

F A ~HERGS e Zlojtt. olw allantoic
H7 FEelo|== yash MZo|H | allantoic fluid W =45}
galo] o] ezl FEFo] = Eluate MZo|Th.

H
S
e
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i
fo
e
ﬁtl
gﬂ
rir
o

A9



[0124]

52
In

i

k=

i e
=

e

SuA U
. (]
CRi

[y
g

éalz
Foho],

ZIHSd 10-2011-0069610

£ Zohiof, ol fe Aes sk HAS Uehls AoR, ofue] AF 47 L2 40ppn©]

o £ R B A2YL o gdtel, BAY Arw Aleuu Aol =t Axeh FAe] A
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[
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The Results af @t with a nalytic pragram

Darabays:

I. Low Pathogenic Aviamn Tnflusnga Finue ([HRN2)
2. Hiph Pachogenie Avain Tnflusngs vons (HINT)
F. Infectous Layyngo-pacheins Firue (ILV)

& Infactious Branchains Vous (IEF)

Masseolsrance: #0ppm,

o WO n— _— — T
"'FL'.
Firis =
VRIS Saw Lo L=y
Valss nle
Wires M Wahan L] W [T L) 3T

A e i g

Didisgenii ol 5 Blarmiili

PRy
T e ————
R
-

s0lmir
L fed gl puisiein

| e i

HEETHA AUTTTES 3%

Fuciascaneld prafein (N] - ASLHTHE e

! : Man-srucoral peosln NS ) AAUTT2H W%
Avien Influenze virus: HIN2

Mon-trictral prolein’ SME-Z) AT 2400 %

FOYTEEE 3000 MNEN [ ARTTET oL w

Pogmaase bElc ol (FS) AALUTIZD S5 %
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treated slpate with analytic program

Darcbare:

I. Law Pothogeniz dvron Influenza Foue (HIN2)
2. Hiph Pathogenic Avain Mnfluenga virus (HINT)
3. Infactious Levypngo-oocheie Mue (ILV)

£ Infecoous Brancheins ¥rus (IFF)

Mo ryeeleranes: FIF'ERM

inim Mame Walur L]

_Ereanam (e il |

oy e

" R R ar—
B ks e gt ——

roam g i

=y b

et

Far o W W v W g P el B e P

- C—— - " -

Hasmagutnin Al AAUTTTEE 0l %
Nuciancansld prafin (M) @ ASLHIHE 50415
e

’ . Mon-scaral prolEin NS AAUTIEH 7%

Avien [nfluenzs virus: HIN2

Fon el proldin SME-Z: AT 00K
PORME:E 3500 RSN [ ARTIET o s
Pofymerzss D3sk ol (BB AMLHZTO 3%
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