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Table 1. Analytical procedure of plasma proteins

AAE] FYEE A A7AE Y
7 A= A WA affinity  depletion, T H
A enrichment, A WA, @l A =43 (isoelectric
point)yE |3 Eolth <& 1>,

Affinity depletion<> LC colummn ©]1} spin  column
EFYUS ARSI B o)) w22 FEE SRk
6712 T2 (Albumin, IgG, IgA, Transferrin, Anti
trypsin, Haptoglobin) =& 7711 @4 (Fibrinogen 57hH
< affinity columng ©]-4-3le] AA Tz Ee] oF 90%
£ A A W22 multiple affinity removal column
(MARC, Agilent)o] AR5 T 917 127] whaj o] Az
g o] oF 97%E A A3 IgY (Beckman), 12|30
207 S AL AA DA o 9%E A s
ProteoPrep 20 (Sigma)©| “d-&-8} =] it} o1& depletion
column Ao} Hgol kol Fof Holo| & A&
7bsalch affinity depletion HEYHO 2% dynamic
rangeE 102~106 = W5 AFHE 7PAE + Uth

Enrichment "*H-2 glycosylation, phosphorylation 5
post translational modification ¥ -7l th gl affinity S

Desalting @ Filtering with membrane TCA/Acetone precipitation
2 Labeling in Protein level @ DIGE- Cy2, Cy3, Cyb dve ICPL, ICAT
3 Depletion @ MARC- major 6 proteins (Hu-6, Hu7) IgY- major 12 proteins
@ Proteoprep20- major 20 proteins
4 Protein enrichment @ Multilectin resin- Glycoprotein
Antiphospho resin- Phosphoprotein
5 Fractionation by Isoelectric point @in solutiorr FFE, ZOOM, MicroRotofor, MCE
@ in chromofocusing column- PF2D in gel IPG strip
6 2-Dimensional separation @ in gel- SDSPAGE in column- RP-HPLC, C18 resin
. @ Nano LC- MS/MS (LTQ)
7| MOMS analysis MALDI- TOF/TOF (4800}
@ Mascot
8 Informatics @ Sequest
Q@ Spectrum-Mill
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) el 25K glycoprotein, phosphoprotein
e BT AR dynamic rnge & R T4
S complexity £ 52314 A AE T Multilectin
column-2 glycoprotein®] a mannose residues, GleNAc
GlcNAC, secretory 1gA 500 affinity S Y= ZHE: plant
lectin (Concanavalin A, Wheat germ agglutinin, Jacalin)
£ agarose bead®l] B2 resing AHE-gTh e G
252 50% ©14°] glycoprotein o1ty 2 A AL
71 w27} 2 albumin glycoprotein®] oL EE
o] columng AHE-3H glycoproteing enrichment 3h
Aol albuming depletion 317 Ao} 715sic) wa,
chal 2 9] phospho groupel affinityE 28 2% resing

oFstA AgsiM AMEE 4 vk
G d 548 0]8-3k B8 soluion YEiE 72
3= Free flow electrophoresis (FFE, BD), MicroRotofor
(Bio-Rad)7} 91.2.¥ 700~1000 Vir A=& ZoiFd &
2ol Aslel wle} cathode S anode = ©]F31HA
SA slGsle pH oA o= WEko 2R g2 o]
A @A He g ol gsiM SE 2 1070 fractions
o7 #F3it of 2o ZOOM (lvitrogen) ¥ Multi
Compartment Electrolyser (MCE, proteome systems) =
25 solution AJE 2 S ES pHEE Feleke )
2 z} pHo)| BH= discE setting 33 A2 3,000
Vhr (ZOOM) 53 12,000 Vir (MCE) 3% 258
3~5 mg2] protein ] 3A17F el &7 @k W=
ek go] plof whet ol 8k E<F diseoll £01A loss
7F A7IA Ele wo] sl dised At FA,
pore size®] wekA loss AE7F T2

PF2D (Beckman) chromofocusing columns- ©] &3]
X pH B2 F83k= AT 71s3lc). Buffer pH 85914
AA g G AL colmmo) binding 41712 pH 407}
A pH gradientE ©]&3le] elutiondt® 2F 1071 ¢
fractions2 A& 5 ATk IR gel oM Felste
HAEZ WO IPG strips ©)&3ko] isoelectric

focusing IEF)E & 5 At 80,000~100,000 Vhr,

o 2 mg §= olch

Affinity depletion, Enrichment, IEF %' 22 g
oA §-352 thA) §h IPG stripS ©1-5-% IEF
A4 AR/ Y TR v 47he Fa
L} ZH}2 1-DE SDS-PAGEE 714 #x}go) w}e}
7] E= C18 columng A A4 hydrophobicity S 7]
oz 2% F MSMSS @A "ol =
Affinity depletion, Enrichment, IEF2] 4| 7}4) 9
T 7HA o) S s A ARSE) Hed, MS #
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