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| Aol glofA AW Aol

R

ERE
AP B Y
g9 B3 2 B3 FA 7

3481, obs) AP B oL el 9
PR U R R
)

P9 RIS IPAS FE WA EE 0g B 47
B A Bel 9gH 543 Aot W ge
A AEA B Ae AP, Bl Bolstel Folst o

2!
4,
e [y
)
et
o
)
oz
o
ft
i A
e
o
2
d%
ol
O
2 .
XL B
=
=g
2
>,
K
N 2
i
N
N
[e]
ft
“%
oL
i ©
il
oM,
H

¥ 1
2+ (HO) olEx 3R] Ay =7 &z
32 (AD) S (AN
A= (M/F) 15 (9/6) 40 (20/20) 30 (14/16)
ol (4D 26.28.1 + 0.79 27.83 + 7.49 23.76 £+ 7.2
% IgE(kU/L) 2394.64 + 2128.26 1902.85 + 1825.62
EAST A<= 24.90 + 12.87 20.10 + 12.41

o9 H2F g7y olEN HEAYA gg=rs] gz #A@ dlo]onlA €A - 2D-DIGE(2-dimensional
Difference Gel Electrophoresis) ZZES #4]

g3 ol EAsteE 1419 vdge= EASk=(high abundance) @A (albumin, transferrin, IgG, IgA,
haptoglobin, antitrypsin, alpha 2-macroglobulin, fibrinogen, alpha 1l-acid glycoprotein, Igl,
apolipoprotein AI, apolipoprotein AII, complement C3, transthyretin)< AA37] $sle, multiple
affinity removal column system (MARS, Wilmington, DE, USA)& A}&3}itt. A 30 W= 120 we] ¥y
A(Agilent, Santa Clara, CA, USA)Z 3|AMala, gdRsias A4 Ze|d &A(GE healthcare)S 713}
o], 0.25 ml/H2] % (flow rate) ©& Agilent HP100 LC Al2x&loll H3pA|Z T},

MARCE E3AIZ 2+ aFo €2 owd 50 ug2 Al 719l CyDye DIGE &3(Cy2, Cy3, Cy5; GE Healthcare) o=
A (labeling)3dttt. W% #EF(Internal standard)o.Z o]&3l7] ste], Al 2F dd WMEo] Fd %
S He AME 50 pg= FAS] FHlERT. 49 ARES AF3AZ] F 24 cm Immobiline DryStrip pH
3-10NLZ 5H% 719 (isoelectric focusing)S AAIEATE. 22k A7]dES 9-16% SDS-PAGEZ 3y 3}5]
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t}.  CyDye® EAE A& Typhoon 9400 2~ (GE Healthcare)® Z703}aL, DeCyder 2-D ¥4 AZTE¢ o] H
A 6.5.11(GE Healthcare) & ®A3}t}.

7y aFEE 28] ol zke] Y= 23(Spot)E°l disl EHAI(Promega, Madison, WI, USA)S A 2]3}e] MALDI-
TOF MS/MSE skl 23 a@ldES 70% olHEUCEY, 100% otHNEUCIEZ, 50 mM SAFAgRE
(ammonium bicarbonate) & Ztz} M &3+ & R2¢} R3 AHE E3A|7]1L, cyano-4-hydroxycinamic acid(CHCA;
Sigma, St. Louis, MO)Z MALDI Zzo|E(Opti-TOF™ 384-well Insert, Applied Biosystems) o] &%
(elution)A|Z . MALDI-TOF MSi+= 355-nm Nd:YAG @lo] A7} &= 4800 MALDI-TOF/TOF™ Analyzer (Applied
Biosystems) & #A13}9it}.

Az ~AEY dE @ (Mass spectra monoisotopic masses)d HoJE FHI FELS Data Explorer
4.4(PerSeptive Biosystems)& AF&38te] 2AJE}SITE. Mascot UloJEHo]~ FALE  $J38] Database search
criteria — taxonomy; homo sapiens (NCBInr database downloaded on Jun 30, 2014), fixed modification;
carboxyamidomethylated(+57) at cysteine residues; variable modification; oxidized(+16) at methionine
residues, maximum allowed missed cleavage, 1, MS tolerance, 100 ppm= A}-&3}SIT}.

de=27] g Bd vrolenA e FE

Western blot

ot

Ada A7GEE F YERAZSZ oA U dWlAS HolAAT, Az} A anti-ZAG(Abcam Inc.
Cambridge, MA, USA)E 4ol 4TolA 3= B¢F wkeA 7|z, Z2dgivr] #HF A vhokA (horseradish
peroxidase) A% ©]&F A (Santa cruz Biotechnology, Santa cruz CA, USA)E 1:20002.2 3]A3ste] 1417 &
oF WEg-A1Zl ¥ ECL kit(Amersham Life science, London, UK)Z 7&3le] 43 KDae] ZAG @ WME=F H]us)
ATH.

4R (n=6), o=y v§- FxH(n=6) E Ldel=7] FX &AH(n=6)°] A& 1:1022 343 $ 12% SDS-PAGE
u

ELISA(Enzyme—1inked immunosorbent assay)

Human Zinc-Alpha-2-Glycoprotein ELISA kit(BioVendor Laboratorni Medicina, Modrice, Cezech Republic)E&
AFEslel I U] ZAG LA HS SAsYh. X8 (Standard), Quality Control ® 1:50000.2 3|43k 7t
IF(T, olET IHEY dEa, w2y AT S 100 A ELISA FdolEd €ar A-2oA 1A
b St AAetar, AlF &How 33 A F AF &M(conjugate solution)S Aol 1A17F S+ A= gk
e Az gdoz 33 AF3IY. 71" £ (Substrate solution) 100 wE ¥War Ao 1087F HF&A
21 & 4 &% stop solution)S ¥ HHES FTAAFTL. VersaMax ELISA wlo]lzz ZdlolE 7]
(molecular Devices, Sunnyvale. CA, USA)E ©]&3}o] 450 mmoll A SH =5 SHSSH.

m o 2 2] 3.5} A ( Immunohistochemistry)

A4 (n=3), olEF IHY d=(n=3) @ <27 P (n=3)2] AA FHF xA 9 FHgtd E5S ddsto
= P

WAz A3 st S Al stSiTt. 3% iS4 E 15 B3 Agsta, v 5oy Adds dAstr] Hste] 5%
BSAZ 1417 F¢t sttt A2} @A) anti-ZAG(Abcam Inc. Cambridge, MA, USA)ZS 4TColA] sl&4 F<t
HESAZL &, Egol=E PBSTZ 33 A thg #HASAItolAl 23 B7l -4 1g6 A (peroxidase-

conjugated rabbit anti-sheep IgG antibody; &D Biotechnology, Minneapolis, MN, USA)ell 30% EoF Wk A
Zth.  PBSE 33] A& 3&}e] DAB(3, 3'-diaminobenzidine, Sigma, St Louis, MO, USA) &do =z WMAIZ] T}
30% =elNES Hoj=d & a3,

57 A2, d9dne] ¥4
A8 4

A% ZA3}= Graphpad Prism 6(Graphpad Software, Inc, CA, La Jolla)g o]&3&e] EAAYE a3}
7h A9 33 whEste] Fyt £ FTFEWAR AL, t-test p < 0.05%0 BF FolF AR e

2D-DIGE(2-dimensional Difference Gel Electrophoresis) #4115 %3}o], AARI(HC), olEd -3 3kAH(AD)
2 Ay Er] 3y SR(AD Y dAHNA xEAHoRZ(differentially) wdH @<l Zinc alpha 2-
glycoprotein(ZAG) 2 Complement component 3(C3)& EAH3}ATH(= 1).
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A6 B ELISA ¥ WARARSAAS Foto] RO, oFEs] AP BAUD) D T2 B B2
(A0e) 98 ) 268 @%s}saﬂ, AsE Bstom ARAA0), ohEdl Bnd BAMD) @ Ld=s] WA B

ZHAD ] "3 W (38 AFSIATH=E 2 2 3).
Hal SxH(AD) 2 LdlEr] W BA A W 746G 2 (3 FEE BAFE
% 2o vrERe whel o], ZAG wME ] s wE A O T =
= 50 FEol9led, 4z AN 7P dekth. (39 ==
GEF(AD) I L E7] FRAFADAA Z7FE o] dATHE 2).

.u‘

g (HC) Br} o}Ey] 34

T 32 AFARIMC, n=6), olET ¥4 32H(AD, n=23) ¥ <=7 A FAAM, n=21) A U 2AG¢ FF
S RoFE T 39 vephd mkel o], ZAGY A U e % Aok(HC 41.88 + 6.15) > o}EM K¢
GE=F(AD, 39.76 £6.88) > LHE7] AR T(AM, 34.81 £ 8.14)&olom, olefgk AL 2D-DIGES] ZAz}e}
AR THE 3).

T 4% BFARIMHO), olEF ¥ FAMAD) H LHA27] 42 FAAD S EF Ul ZAG] gk WeEA Wy
(immunolocalization) A¥E HojFth, L 4o Yehd vie} o] 7A6E 9% #¥HZF(granular layer)d} A
39 Wl A4d5 =AC SAsitk. v o} Ey] 359 $RAH(AD) B =] A FxAD Y] x99k
ZFAZ A A= ZAGS] THo] FhAaE o] AUTHE 4).

T o

& A &S, Geidlel Bl A4S A AlA QoiA oleld
o oA MRS T o2 Bl olo] & Wl WA ABHE Aol oh B I,
webd, X owgel AAdel Wels AR P7a 1o Srhgel ol gelEria & Alolt),

B Complement component C3

k1
:
[\

bk

-
¥
=
—r
=
=
=i

ot vnr slommsin s ol

P LT T

Helative densicy
FAECD px i easing

&

AR
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