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1.1.1 35 R4 8% . 98%H,®O 1Y H {1 7+ Huayi
Isotope A H . WG B X — XN EBEZ. =
Fe IR T, H2R . T he LR 41 (SDS)
JK 2 . CHAPS. 4 H Amershan Pharmacia A A ;
“R A BEEE(DTT) WL &M TPCK Ab #11 i £
FlE. — R OMR(TFA). IR SV« B ACHT IR A
LI H Sigma Aw] s HoAhE FR A A 23 #r 4l
MR, BT WA Milli-Q 25 3 1 /K BT il
i FAX 28 19, 4% Beckman L765 ## 2 00 ML (3£
Beckman 24 7] ) , Leica CM 1900 ¢K % Y] # L.
LCM R 4%t (4% [ Leica A 7)) , Mini-PROTEAN 3
eI HL YK A% (Bio-Rad 7~ 7)), ImageScanner 14 1%
(% 2 Amersham Biosciences A 7)), Q-TOF micro
(9% [H Micromass 2 1l). FHLAN Moesin Ht 44 H
5% H NeoMarkers A w5 AP Periostin HLAAN [
¢ [# Biovender A ;PN Annexin A2 HUAAIE H
Santa Cruz A #]; HRPTAN Annexin A4 HTARN [ 5 [E
Abcam A F]; B A AR R R P
Fl Santa Cruz A #].

112 BRACRAE AR, 24 1B IR ARA K A T
2007 4 5~8 H b R KA E AR e i AMRET R D) B
FRAS, BT RBIEA G RELIA, RATAREATIL
W SEHIT B o Bk 1, etk 12 4, 4
W 39~72%, V)59 %, TNM 73 HIEH T ~ 10
Wl FARARAR G, HOFTEE B 235 0 N
sty 0 SR IR AR /D 5 em ) B IR Z R %Y
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TR, CLABRIE, FHR RSS2 RN
fhZlgl, BT -80C IKFILRAF.

1.2 FH*

1.2.1  URERUD R e A0 R WA FI(LCM).
UKIRALZ OCT B3, 7E Leica CM 1900 VK% 1)
LRI 8~ 10 pm FIVKE DI . BEEIFRASE 1 5K
Pl H HE Zeth, DUSOR B R DU Rk D) A 4l
R e fER M 75 EVA (LM LR LI TEIE)
I b, PR S s et (R (5] v B 2 1l
#0177 AEBSF, f#[H AppliChem 2 7)), )75 %
N EARTE, ARG EM FWE, e ZEYIEIrX

B, R EBCRHRACRBOE S 8. R R ER
(beam diameter) 60 wm, Jt # fiE & (beam power)
80 mV, WOLAL K (transfer pulses) A 116 ms.
Tk D) IR AR R ANER G 40 min. AR 4141
MIE T EP &, -80°C fRAFE#% .

1.2.2 FEAHI. 12 X2 LCM il 2510 78 9 A bt
KRR A o R, 4 SRR 28 v
FEMUR R . AR BOE — ML B PR A
(thiourea) 1 V& A % (7 mol/L JX 2, 2 mol/L i Ik ,
4% CHAPS, 0.5 mmol/L EDTA, 40 mmol/L =#%
L IE B, 40 mmol/L DTT), ¢k _LZ4fi# 1 h,
FHIGHR 50K, T 4T, 10 000 g &5 45 min,
PEI FVE W, Bradford 22 5 B (A )R AR JE
-80°C fRAF#5 H.

1.2.3 1D SDS-PAGE(— I 5 1A s IR JFc 5t 192 HEL Uk ) 3
S EARAMEEE . AH 10% 58 79 45 T & B Jie
HL KOS 2 P 75 e 4 L 2 1P 5 R0 B 4 i o 1
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FEEY 50 we. HUKSAE: 80 VHM. HIUKSEHE
Jois XPEERHAT T g e . BB S T
25 AR IR A, —20C TRAFSH.

124 FEAFKRNEEY. A FRENERH 200 wpl
50% 5 1k R A A% v T (50 mmol/L,  pHS8.0) Wk i %
W, BR30min, 7% LG, gEEOnK. M
MBI 100l 10 mmol/L — i 75 b fi
(DTT, ¥ 7T 100 mmol/L NH,HCO,), 7 56C W&
30 min. FFXMHZHEE K, A 100 pl 55 mmol/L
it 2 WEZ(TAA, ¥ 100 mmol/L NH,HCO;), 7=
JEATBRERWEE 1 h, JH 100 pl 50% 5 R & 4%
PR B R 5 min 5, I 25 K R4 T B
RO AU 0.01 g/L B %
W, 7E37CHFE 15 h BUd . ZH(5%TFA+50%
LG, GIFZINREGYIRBGH, %1, -20Cfr
frasH.

1.2.5 BO/"O hidFEARZ IR GY). Fibrid KM H
) Immobilized trypsin (Pierce 23 #))(2 pl/ FEA) ik
M 2% M (100 mmol/L K& PR ¥, pH6.8) x H UL 3 i,
TR 10 W/ FEAS IR ERG 2 0 s il . 10 wl/ FEASHE
fift I 1) Immobilized trypsin JIARIFEA S, 58474
VAT, 7F VR4 Immobilized trypsin {12 IKIE &4
FnA 8 wl H%O (B8 Hy*0) Al 2 pl Z I, 1R )5
37°C Wi E 24 h. bRid &G H 1wl FRRZ 1SV,
14 000 g & 0> 15 min % B Immobilized trypsin,
-20C fRAF. IEATLI T S8 bR 1c B D) AR e 2 IR
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Fig. 1 Mass spectrum showing isotopic distribution patterns of peptide(740.4, 2+)

(a) Isotopic distribution patterns after "*O labelling. (b) Theoretical isotopic distribution patterns.
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1 : 400 #i ¢ ; annexin A2 Uik, 1 : 500 F % ;
annexin A4 PLAE, 11600 Fk)=imPEHE 1 h,
TBST Z# R UeE 3 1 AR 10 min; HRP ARic
CTHUEMEE 1 h, TBST Zrfvebt 3 Wk, &K
10 min. ECL XA G, RREAER. SR EL
3R

2 &% R
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SIG AT AN R T iy, AT IA 90% LA F(E 2).

Fig. 2 Laser capture microdissection of

gastric tissue sections
(a) Hematoxylin & eosin (H&E) stained gastric carcinoma section. Red
arrows indicate carcinoma cells. (b) Methyl green stained the same
gastric carcinoma section. Green laser outlines show the carcinoma cells
to be collected. (c) The remaining cells after laser capture. (d) Shows the
cells collected from the outlined area(x200).
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2.2 HLAHHAEEERY 1D SDS-PAGE 19 &

AN ES T T LR (2 12 RS b 4 M e R 17
H FURAEARFN R K A AR S 50K B 1S DL AT
1D SDS-PAGE 735, 19ENEMWELF. B sks
WM BB E 3).

| Gastric cancer cells

Normal gastric epithlial cells

Fig. 3 1D SDS-PAGE of normal gastric epithelial cells
proteins and gastric carcinoma cells
Fifty micrograms of each sample protein fraction were separated on 10%
gels and stained with Coomassie blue. Each lane was cut into 25 slices.

2.3 BKEZ "0 #RICHE R RILE ST

BT B0 A id A2y SO KB (1) Wy BEAK 2 1 5T
DRI AN 2 B S b 52 o JUK B A A €23 mh R B IS ),
TE—2 MS 1% B A BY: 1R K BE 25— — Jig 1O H
P, I P AR B B e R e TR, AT SE IR
JR B BN s (] 4 s BSA b — NIk
Bebrid 5 ol ). AR A2 1 THEORIRE: 0 brid
JG R 90/*0=0.0143, FRICALFE K 98.6%. X T
FRUESR 1 BSA %08 21 2 IKBL, L& IRBL O #5
WAL 1, PEFRILAER 96.6%.

MAM/M=0.39)
741.4014

741.9092, M{M/M=0.035)
742.4092
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Fig. 4 Mass spectrum showing the isotopic distribution patterns of the peptide of BSA(LGEYGFQNALIVR)
(a) Theoretical isotopic distribution patterns (M,: Monoisotopic peak; M, Second isotopic peak; M,: Fourth isotopic peak). (b) Isotopic distribution
patterns after 'O labeling. (/;-unlabeled, I>- single "*O labeled, 7,-doubly O labeled).
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Table 1 O Labeling efficiencies for BSA peptides from the Nano-HPLC-MS/MS Analysis
Peptide Mascot Score 0 labeling mean ratio (%)
LVNELTEFAK 57 99.1
HPEYAVSVLLR 31 91.9
HLVDEPQNLIK 39 95.3
TVMENFVAFVDK 94 96.2
SLHTLFGDELCK + Carbamidomethyl (C) 50 99.0
RHPEYAVSVLLR 44 99.0
LGEYGFQNALIVR 112 98.6
EYEATLEECCAK 49 98.0
VPQVSTPTLVEVSR 72 95.2
DAFLGSFLYEYSR 70 90.9
LKPDPNTLCDEFK + Carbamidomethyl (C) 71 92.6
KVPQVSTPTLVEVSR 96 97.1
MPCTEDYLSLILNR + Carbamidomethyl (C) 80 99.0
HPYFYAPELLYYANK 45 99.0
LFTFHADICTLPDTEK 52 96.2
DAIPENLPPLTADFAEDK 59 99.0
RHPYFYAPELLYYANK 34 98.0
DAIPENLPPLTADFAEDKDVCK + Carbamidomethyl (C) 48 99.1
GLVLIAFSQYLQQCPFDEHVK + Carbamidomethyl (C) 25 91.9
96.6+0.028
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Sliibul
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AR 78 AN RN, XEE AR ARG R &
B0/0 g WK 2. WS iR — AN EREA
Moesin(f5 il 58 £ 1) 1 — AN K BeAr i Ji5 [F) 47 25 06 it
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Table 2 Differentially expressed proteins with at least two-fold quantitative alterations in

gastric adenocarcinoma and normal musoca epithelial cells by Nano-HPLC-MS/MS

IPI

Matching

Mean ratio

accession Protein name peptides Scorces ("0/*0)" pP M/ku®  Reported function

Metabolic enzyme

IPI00031522 Trifunctional enzyme subunit 10 324 0.40 + 0.12 8.98 79.0 Fatty acid metabolism,
alpha, mitochondrial precursor oxidoreductase
(78 ku gastrin-binding protein)

IPI00009893  Gastric triacylglycerol lipase 6 154 3.17+ 0.52 6.86 432 Lipid degradation, hydrolase
precursor (LIPF,  gastric
lipase)

1PI00103397 Mucin 5 (Fragment) 2 62 4.37 4.98 51.1 Gastric mucin

1P100022213  Gastricsin precursor 2 75 2.58 3.59 35.5 Hydrolyzes a variety of proteins

1PI00305383 Ubiquinol-cytochrome-c 1 61 0.29 7.74 46.8 Electron transport,a component
reductase complex core of the ubiquinol-cytochrome ¢
protein 2, mitochondrial reductase complex
precursor

1P100062206 DEAD(Asp-Glu-Ala-Asp) box 1 39 0.31 6.60 35.1 ATP-dependent helicase activity
polypeptide 39, isoform 2

IPI00216171 Gamma-enolase 1 72 0.38 491 47.1 Glycolysis, lyase

1P100004358 Glycogen phosphorylase, 2 122 0.41 6.41 96.6 Carbohydrate metabolism
brain form

IPI00553177 Alpha-1-antitrypsin 1 51 0.45 5.37 443 Inhibitor of serine proteases
precursor

1P100218414 Carbonic anhydrase 2 2 97 2.01+0.12 6.86 29.1 Reversible hydration of carbon

dioxide
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ache]:Ision Protein name I\];I:;i:il:sg Scorces I\(/Ilsegr/ll :Oat)ll? pP M/ku®  Reported function
1P100024993 Enoyl-CoA hydratase, 3 193 2.06 + 0.19 5.88 28.3 Lipid metabolism
mitochondrial precursor
IPI00011107 Isocitrate dehydrogenase 9 75 0.32 + 0.25 8.32 46.6 Plays a role in intermediary
[NADP], mitochondrial metabolism and energy
precursor production
1P100022977 Creatine kinase B-type 5 219 320+ 0.79 5.35 425 Reversibly catalyzes the transfer
of phosphate between ATP and
various phosphogens
Redox regulation
IPI00006663 Aldehyde  dehydrogenase, 2 79 0.35 5.69 54.4 Oxidoreductase
mitochondrial precursor
1P100604664 NADH-ubiquinon e 3 122 0.47 + 0.13 542 77.0 Oxidoreductase
oxidoreductase 75 ku
subunit, mitochondrial
precursor
1P100024919 Thioredoxin-dependent 2 73 2.04 571 21.5 Involved in redox regulation of
peroxide reductase, the cell
mitochondrial precursor
(Peroxiredoxin-3)
1P100004457 Membrane copper amine 1 42 2.18 6.05 84.5 Oxidoreductase
oxidase
IPI00017510 Cytochrome ¢ oxidase 3 78 2.29 4.67 25.6 Cytochrome-c oxidase activity
subunit 2
1P100294398 Isoform 1 of Short 3 39 2.54 8.38 32.8 Oxidoreductase
chain 3-hydroxyacyl-CoA
dehydrogenase, mitochondrial
precursor
1P100293721 Aflatoxin B1 aldehyde 4 93 2.71 6.67 372 Oxidoreductase
reductase member 3
IPI00219217 L-lactate dehydrogenase B 2 93 7.04 5.71 36.6 Glycolysis, oxidoreductase
chain
Signal transduction
1P100218918 Annexin Al 5 45 0.46 + 0.04 6.64 38.6 Signal transduction, calcium
ion binding
IPI00418169 Annexin A2 isoform 1 2 178 0.43 = 0.16 7.57 38.6 Signal transduction, calcium
ion binding
1P100221225 Annexin A4 5 175 0.19 + 0.02 5.85 35.7 Anti-apoptosis,signal transduction,
calcium ion binding
IPI00013881 Heterogeneous nuclear 2 89 0.38 5.89 49.1 mRNA processing,
ribonucleoprotein H1 ribonucleoprotein
IPI00215965 Heterogeneous nuclear 1 47 0.49 9.26 38.7 mRNA processing,
ribonucleoprotein Al ribonucleoprotein
isoform b
IPI00021263 14-3-3 protein zeta/delta 3 276 0.50 4.73 27.7 Anti-apoptosis, signal
transduction, rranscription
factor binding
IP100027462 Protein S100-A9 2 78 0.09 + 0.24 5.71 13.2 Calcium ion binding, Signal
transduction
Cytoskeleton-related
IPI00003865 Isoform 1 of Heat shock 3 112 0.23+0.11 5.37 70.9 Stress related, chaperone
cognate 71 ku protein
IPI00304925 Heat shock 70 ku protein 1 3 49 0.31+0.19 5.48 70.1 Stress related, chaperone
IP100382470 Heat shock protein HSP 6 211 0.35+0.14 4.94 84.5 Stress related, chaperone
90-alpha 2
IPI00554788 Keratin, type I cytoskeletal 1 95 0.25 5.34 479 Cytoskeleton protein of

18

Intermediate filaments
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aci]:sion Protein name I\];I:;:E:sg Scorces I\(/I]segr/l] broat)ll? pP M/ku?  Reported function
1P100295684 Keratin 10 12 596 7.70 5.13 59.5 Cytoskeleton protein of
Intermediate filaments
IP100554648 Keratin, type Il 2 92 0.44 +0.23 5.52 53.6 Cytoskeleton protein of
cytoskeletal 8 Intermediate filaments
1P100220327 Keratin, type Il 20 45 4.70 8.16 65.9 Cytoskeleton protein of
cytoskeletal 1 Intermediate filaments
1P100293665 Keratin, type Il 3 164 530+ 1.15 8.14 59.9 Cytoskeleton protein of
cytoskeletal 6B Intermediate filaments
1P100021304 Keratin, type Il 7 298 5.54 + 0.24 8.07 65.9 Cytoskeleton protein of
cytoskeletal 2 Intermediate filaments
epidermal
1P100217963 Keratin, type [ 3 158 435+ 0.29 7.87 26.8 Cell proliferation, cytoskeleton
cytoskeletal 16 protein of Intermediate
filaments
1P100032541 Keratin, type Il 2 39 6.00 + 0.16 6.27 55.8 Cytoskeleton protein of
cuticular Hb5 Intermediate filaments
1P100019359 Keratin, type | 7 56 6.68 5.19 62.1 Cytoskeleton protein of
cytoskeletal 9 Intermediate filaments
1P100290078 Keratin 4 2 65 2.94 5.07 104.5 Cytoskeleton protein of
Intermediate filaments
1P100387144 Tubulin alpha- 5 161 0.27 4.94 50.1 The major constituent of
ubiquitous chain microtubules
IPI00011654 Tubulin beta-2 chain 6 276 0.49 + 0.02 4.78 49.7 Cytoskeleton,the major
constituent of microtubules
IPI00015671 Tubulin, alpha-like 3 2 80 0.31 5.68 499 The major constituent of
microtubules
IPI00180675 Tubulin alpha-3 chain 5 163 0.34 4.94 50.1 The major constituent of
microtubules
1P100023761 Tubulin tyrosine 2 38 2.57 8.73 87.4 The major constituent of
igase-like family, microtubules
member 3 isoform 1
IPI00007960 Isoform 1 of periostin 7 219 0.35 + 0.06 7.35 91.0 Binds to heparin. Induces cell
precurs (orosteoblast attachment and spreading and
specific factor, plays a role in cell adhesion
Osf-2)
1P100644989 Protein disulfide- 8 44 0.38 + 0.20 4.95 46.1 Chaperone, isomerase, and
isomerase A6 precursor redox activities
1P100019880 47 ku heat shock 1 78 0.45 8.81 44.5 Stress related, chaperone
protein precursor
150 ku
IPI00000877 Oxygen-regulated 2 216 0.48 5.07 107.7 Stress related, chaperone
protein precursor
1P100020984 Calnexin precursor 1 64 0.45 4.47 65.4 Chaperone, angiogenesis,
calcium ion binding
1P100297779 T-complex protein 1 3 164 0.45 + 0.04 6.02 574 Molecular chaperone; assist the
subunit beta folding of proteins upon ATP
hydrolysis
1P100027341 Macrophage capping 1 45 0.46 5.88 38.5 Actin capping
protein
1P100219365 Moesin 2 71 0.46 6.09 67.7 Cell motility, probably involved
in connections of major
cytoskeletal structures to the
plasma membrane
1P100418471 Vimentin 4 53 0.46 5.06 53.5 Cell motility, structural
constituent of cytoskeleton
IP100554711 Junction plakoglobin 1 48 222 5.95 81.6 Cell adhesion, chaperone
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ache]:Ision Protein name I\];I:;i:il:sg Scorces I\(/Ilsegr/lmroat)ll? pP M/ku?  Reported function
1P100013079 EMILIN-1 precursor 1 58 2.89 5.07 372 Cell adhesion
1P100304840 Isoform 2C2  of 2 54 7.14 5.85 106.5 Structural protein, Collagen VI
Collagen alpha-2( V) acts as a cell-binding protein
chain precursor
1P100413728 Isoform 1 of spectrin 2 83 0.10 5.22 284.5 Actin capping, cytoskeleton
alpha chain, brain protein
Protease-related
1P100221224 Aminopeptidase N 6 144 0.22 + 0.07 5.31 109.3 Angiogenesis, differentiation,
hydrolase
1P100643920 Transketolase (EC 1 57 0.45 7.58 67.9 Transferase
2.2.1.1 TK)
1P100215638 ATP-dependent RNA 1 69 0.47 6.41 141.0 Helicase, hydrolase
helicase A
1PI00185374 268 proteasome 1 46 0.48 7.68 52.8 Acts as a regulatory subunit of
non-ATPase the 26S proteasome
regulatory subunit 12
1P100029012 Eukaryotic translation 2 43 2.31 6.39 16.6 Protein biosynthesis
initiation factor 3
subunit 10
1P100295857 Coatomer subunit 4 121 245 7.70 13.8 Hormone
alpha
IP100007611 ATP synthase O 3 81 7.40 9.81 20.9 ATP synthesis, ion transport
subunit, mitochondrial
precursor (OSCP)
1P100218919 Potassium-transporting 7 254 2.63 + 0.05 5.58 114.0 Hydrolase, responsible for acid
ATPase alpha chain 1 production in the stomach
IPI00007188 ADP/ATP 4 125 233+£0.33 9.76 32.8 Catalyzes the exchange of ADP
translocase 2 and ATP across the
mitochondrial inner membrane
IP100549805 23 ku protein 1 52 322 8.28 55.2 ATP synthesis
Hydroxyacyl-Coen
IP1I00017726 Zyme A dehydrogenase, 2 49 3.31 7.87 26.8 Binds intracellular amyloid-
type Il isoform 1 beta
1P100219446 Phosphatidylethan 3 38 4.37 7.43 20.9 Binds ATP, opioids and
olamine-binding phosphatidylethanolamine,
protein 1 protease inhibitor
1P100218914 Retinal 9 476 6.25+ 0.89 6.29 54.7 Binds free retinal and cellular
dehydrogenase 1 retinol-binding  protein-bound
retinal, oxidoreductase
Others
IP100015602 Mitochondrial 1 67 0.46 6.75 67.5 Receptor that accelerates the
precursor proteins import of all mitochondrial
import receptor precursor proteins
1P100018219 Transforming growth 2 78 0.48 + 0.23 7.37 72.4 Cell proliferation, binds to type
factor-beta-induced I, 1, and IV collagens
protein ig-h3 precursor
1P100219077 LTA4H protein 1 62 0.50 5.80 69.2 Leukotriene biosynthesis,
inflammatory response
1P100022300 Hypothetical protein 2 45 2.22 + 0.06 8.72 24.8 Probable methyltransferase
LOC25840
IP100177673 Ring finger protein 1 39 4.84 8.07 21.7 Unknown
183
1P100004573 Polymeric-immun 1 57 5.48 5.59 81.3 This receptor binds polymeric

oglobulin  receptor

precursor

IgA and IgM at the basolateral
surface of epithelial cells

"Normal gastric epithelial cells labeling with 0. Gastric carcinoma cells labeling with 'O. ?Theoretical p/. ® Theoretical molecular mass.
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Fig. 5 Isotopic distribution patterns of the peptide of moesin(GMLREDAVLEYLK)

(a) Theoretical isotopic distribution patterns. (b) Measured isotopic distribution patterns after "*O labeling.
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Fig. 6 Results of Western blot analysis
Validation of the differential expression of moesin, periostin, annexin A2,
and annexin A4 proteins between matched microdissected noncancerous
gastric mucosa tissues (N) and GA tissues (T). B-Actin was used as an

internal control for equal protein loading.
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W AT DUTE ok B T XS PR () 37 2% 5T T 0 1) 7 B
A%, R IR T AEAS [FPIRES R ek = AR 41,
FAT, 5 FRARE [ 32 hn 10 EAm A A AR bR il h
AR, BN BC brids S IR s R R A E R AL %
Fric (stable isotope labeling with amino acids in cell
culture, SILAC); EAMEZFRICEIAR, WI(ICAT™),
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PEAME ZE BRI AR TR A AR bR AR, B
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B, AR R, o DR IC T A IRE,
TAEAROS & & A A U8 T RE. b O ARid
EASUCRIRBU B 5T, A2 A (i I 1)
EAAERE. o W RARIC 2 FhAS R 2R BRI FE A
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(bR R J RO PR, T8 1 B 1 Tl A R b
IR R AE ) — A S AR R RIS REAT Y, 1 Je = )
TEE A Y2 G ERBOKCE PR TR L, R s A
WA EAT . AR o b ac () 7 V2 A S5 e vE B i R
W AT LA A B AR AR 10 R N R 45 2, RIS RT
DA SO KM &, DI AE 2 FEA bRl rh 45
Bz ML B S bR id i R TR i R &R 1) pH
B AT LI SO ARid IR . O Arid i A% v IR
IR AT e S NS5 AR () 2 A 7 pHL IV 12 e st e il
(135 Tk (pH7 ~ 9) K i - JE W0 11 Js . 4% A (PR 1P 34
B5). ARSI 2 AR, AR (pH6.8)

VEIARIC IR AR ZR, T K PR S iRt 1 B P 2R
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TR B R TR S TR M S IR 1 M B 2 3 ke A b i
I PRI AR S SN . A AR A AR F A P [ A £ Jo g
(Immobilized trypsin) A AR ic s W IR g, -t m] BLER
fen A I IR R 20 203X i T Immobilized trypsin
FERRICSE T AT LB, Xt S T REAR B R K
R AU 5 KB C i (1 AN S s T 1 e SR 4k
SR AR RN . [H N Liv 25025 — o8 = T
LIR(DTPAYEM] SO Xhrid:, W AT LA KPR
MBS ACH N SiAh, AIRIEIN N, AT R
SE R IIMERATE, RARIIITE AR LS. bl
SN TR ) 8] A1 2 2 200 2% RS TR ) i, — % 18~30 h
SRS S N T LIS BB KbRid . AR SR IR A
Bt A J 1R 22 KT &7, ] Immobilized trypsin 7
it 12 ¥ (pH6.8) 2% i b AT F5 i, 37°C Axid 24 h
Frac 45 A R F IR 28 1k Y, e T 0 A B
Immobilized trypsin &, Fricd IR Horfae. #A
PRIC R, FRAE R AR DR AL 96.6%.
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T A B FRAR 28 R e B o i v ] e A 4% T A B 24,
RS I IX L H R RIS ZE 5, X UL O bR
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Quantitative Proteome Analysis of Clinical Gastric Adenocarcinoma
Using ®*O Stable Isotope Labeling and LCM*

ZHANG Zhi-Qiang"*", LI Mao-Yu?", ZHANG Gui-Ying""", PENG Fang?,YAO Hui-Xin",
LI Mei-Xiang?, XIAO Zhi-Qiang”, CHEN Zhu-Chu*?
(" Department of Gastroenterology, Xiangya Hospital, Central South University, Changsha 410078, China;
? Department of Gastroenterology, The First Affiliated Hospital, Xinjiang Medical University, Urumqi 830054, China;
? Key Laboratory of Cancer Proteomics of Ministry of Health of China, Xiangya Hospital, Central South University, Changsha 410078, China;
Y Cancer Research Institute, Xiangya School of Medicine, Central South University, Changsha 410078, China)

Abstract A high accuracy method for quantitative expression proteomics was developed for the identification of
putative markers in gastric adenocarcinoma. Firstly, gastric adenocarcinoma and nonmalignant epithelial cells were
obtained through laser capture microdissection (LCM), which were proteolysis and then prefractionated by 1D
SDS-PAGE. The post-digestion "*0/"O labeling method followed by Nano-HPLC-MS/MS were conducted to
identify the differentially expressed proteins between gastric adenocaicinoma and nonmalignant gastric mucosa. A
total of 78 differential proteins were identified, among these proteins, 42 proteins are over-expressed in gastric
adenocarcinoma tissues and 36 proteins are down-expressed. Some of these differentially expressed proteins
(moesin, periostin, annexin A2, annexin A4) were further confirmed by Western blot analysis. The quantitative
proteomic protocol of 'O stable isotope labeling coupled with LCM was an effectively alternate technique for
complicated proteins such as gastric cancer.
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