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HILS A e . TR T He SEAR R 44 (SDS).
JRZF . CHAPS. IPG ZZ 1 pH 3~10. 24 cm [# A
1 pH £ &% T ik 4 H Amershan Pharmacia 2\ i ;
A BEEE(DTT) LW . TPCK Ak B 11 i 2
HlE. ZEA . =AM (TFA). RIREALL .
B, 5. CCA M H Sigma AF; WPLA
HSP27. HSC70. VDAC2. Sorcin ¥ iifdifh, Bk
HE A P Bl A id S HT  — HT)W F Santa Cruz 2
F]; SYBR Green I V& 44k H Takara 2 ).

1.2 A

121 YRR K. WA HUAE K R SGCT7901
1 SGC7901/VCR 4L, A 4i B 4 fi# 4 (8 mol/L
JE % , 4% CHAPS, 40 mmol/L Tris-HCI,
65 mmol/L DTT) % i 2 fi# 2 h, 12 000 r/min 4°C
250 45 min, MU L3 RN AN M S B . BRI
€ = A Al & 2D Quantification kit (Amersham
Biosciences) Wl & &5 [ it 5, —80°C ¥k A7 75 H.
0.25 mg 40 il & 85 155 /K46 (8 mol/L JR %, 4%
CHAPS, 40 mmol/L Tris-HCI, 18 mmol/L DTT,
0.5% IPG pH 3~10 ZZi, JRE IR ) HA 28
R 450 wl. 4 F1BUAEAS T IPGphor 55 HIZE A2 X
(Amersham Biosciences) % 41 T 45 #: 30 V 7K1k
14h J54 500 V.1 h, 1000V 1h, 8000V 10h i
ITEE IR AR SRR E WS 20 T 10 ml 1 A
# (50 mmol/L Tris-HCI. pH 8.8, 6 mmol/L JX %,
30%H i, 0.2% DTT, JEI M) F1 10 ml -1
B(50 mmol/L Tris-HCl. pH 8.8, 6 mmol/L JX %,
30% Hah, 3%M & Wi, R R ) &1 A
15 min. V-7 J5 1) IPG R4 # 2 12% SDS- N
A5 Tk e 5k J2 v 9K (SDS-PAGE) ik - %ifi ,  #F Ettan
DALT II 1 B H1 ¥k ## (Amersham Biosciences)_ I 3f
T3 k. Ik R G, 28 “Blue
silver” Y 5 VL% 2-D AT S il e (.
YEEE UK T A 3 K.
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WAET 0.5 ml EP 5. YRR 4E 10 wl, HL 0.5 ul
FEdh 5 1l CCA B G, miFE T AR,
7t MALDI-TOF-MS Jii i 1% (Applied Biosystem
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System 4307, ABIL 2> ®] /= &) b 3 AT 47 #7 .
MALDI-TOF-MS 43 #72K H s 5 i aX,  1F 13 0l
SE, B YR I FL R 20 000 V, ST ELER B 1,12,
N2 WOt K 337 nm, Bk 98 B 3 ns, 7 AEIRER
HY 100 ns, EAJE 4x107 Torr, JRis S B4
S0 50 Tk, Al B AR I R AR U m/z 842.50 Al
m/z 2211.10 18 g WRE IE, 3R 159 0K 5 & Fi7 80 B 1%
(PMF). Mascot 4% 45 2 SwissProt i 5 4 % ¢
.
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UEER S A R ek, A = iR sy
4T ESI-Q-TOF (Q-TOF micro™, Micromass 2 ]
;AT AW E YA IE B U7 U T Z AL
AR E A R U 80°C, HEFL
J£ 50 V. TOF hi# i 2% 0.2 kV, MCP & Il 45
50 2.7kV, 4347 LC-ESI-MS/MS H 173 #7 i,
B R 3000 V. e g5 A LL peaklist 3L
LA, I Mascot #1446 & SwissProt 2
PSS E s, IS 2 O B
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150 mmol/L NaCl, 1 mmol/L EDTA, 0.5 % Triton
X-100, 0.5% NP40, 1 £ protease inhibitor cocktail)
UK _EZ4# 30 min, 12 000 r/min 4°C 2.0 15 min )5,
VSR 40 i S & 1%, Bradford J5 VA @ &R
FARBE. 15 wg S8 1 iEEAT 10% SDS-PAGE 77
2, HEAFEE S PVDF L, EN T 5% MR
AR B A 2 h, 101000 FRER B BT HSP27,
HSC70, VDAC2 i Sorcin — P %% H 1h, PBS
VRV 3 %, BER 10 min. 113 000 FBE 9 EPTRL
PUERERE 1h, PBS PE¥ 3 Ik, ECL ikt K&
1.2.6 Real-time RT-PCR % il 7= 57 25 [ U1 R a8 7K
S-SR B A KK SGC7901 A1 SGC7901/VCR
g ffe, H TRIzol ik & (GIBCO 2wl 7= i) HEHL
RNA. 2 pg & RNA H 57 £ (Promega A )
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77 fh ) A& B cDNA. Real-time RT-PCR Jx [ 7
LightCycler system %¢ 7% PCR {(Roche /A w77 /i) I
AT, RMNAKZUW F: 2 pwl cDNA, 2 pl SYBR
Green 1 V& & 4%kl, 0.5ul 10 wmol/L L35 514,
0.5 pul 10 wmol/L FUF514, 1 pl 25 mmol/L MgCl,

Al 14pl H,0. SEE 45 R A LA CT AT, MXF &R
BRI Livak S0 299 J5 ik AT VR AL 82
IEE 3 IR T 514 & real-time RT-PCR [ V. 4&
L2 10 2.

Table 1 Primers used in real-time RT-PCR analysis

Gene? Primer sequence
Sorcin S 5' tgctggaggatacaaacc 3’
AS 5" accgaaggcaaagaggac 3’
PPI S 5’ tggcaagaccagcaagaa 3’
AS 5' gggagggaacaaggaaaa 3’
IDH3A S 5’ caaggacctggaggaaag 3’
AS 5" aaaggcaaactcagcaat 3’
HSP27 S 5’ aaggatggcgtggtggaga 3’
AS 5’ gaggaggaaacttgggtggg 3’
GAPDH S 5’ aatcccatcaccatcttce 3

AS 5’ catcacgccacagtttce 3’

Gene Primer sequence
PKM2 S 5" aaatcacgctggataacge 3’
AS 5’ catcaaacctccgaacee 3’
PDX3 S 5’ tattcagcaccagttecte 3’
AS 5" cccaaaccaccattctt 3
VDAC2 S 5’ ctgggaacagaaatcge 3’
AS 5" agcectcataaccaaagac 3’
PP S 5’ tattggctatgattgacg 3’
AS 5’ cacagggtggtggtaaa 3’
HSC70 S 5’ tttacggacactgaacgg 3’

AS 5" atctttggtagcectgacg 3’

a)PPIL: Peptidylprolyl isomerase A; IDH3A: Isocitrate dehydrogenase[NAD] alpha precursor; PKM2: Pyruvate

kinase, isozymes M2; PDX3: Peroxiredoxin 3; PP: Inorganic pyrophosphatase; VDAC2: Voltage-dependent

anion-selective channel protein 2; GAPDH: Glyceraldehyde-3-phosphate dehydrogenase; HSP27: Heat shock

protein 27; HSC70: Heat shock cognate 71 ku protein.

Table 2 Experimental protocol used for real-time RT-PCR analysis

Segment number Temperature target/’'C ~ Hold time/s Slope/(C -s™) Application mode
Program: Denaturation Cycles: 1

1 95 10 20 None
Program: PCR Cycles: 40-50

1 95 4 20 None
2 x? 20 20 None
3 72 15 20 Single
Program: Melting Cycles: 1

1 95 0 20 None
2 60 10 20 None
3 95 0 0.2 Constant
Program: Cooling Cycles: 1

1 40 10 20 None

» Sorcin 51°C; PPI 52°C; PP 49°C; IDH3A 52°C; VDAC2 49°C; PDX3 50°C; PKM2 53°C; GAPDH 55°C; HSP27

56°C; HSC70 51°C.

1.2.7 HSP27 Jx X MR G SGCT901/VCR 4
JH. 6T HSP27 i DR 30 198 162 4R X 1 4 o A A8 1 1)
HSP27 Jx S A% 7 PR 5%t Takara 2 & &, 751
M 5" GGGACGCGGCGCTCGGTCAT 3, 1F Ky *t
WIS U IR BE /7 5 A 5 CAGCGCTGACA-
ACAGTTTCAT 3'. SEA% 17 R e % 4 it 44 I ot 4k e

PR 75 Oligofectamine (Invitrogen 23 7] 7 i) i
WIREAT . ] E P | R LU 10Yml % R 4% i
SGC7901/VCR 4 g T~ 6 £LA1 96 FLEF IR (433 ]
FARIES IR MTT K2, 440 LA 5] 50%of £ 15
BEATHE G, SERZ BRI 2 4 200 nmol/L. % 4
24 h J5, A ENIE K real-time RT-PCR £ il
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Fig. 1 2-DE maps of SGC7901 and vincristine-resistant SGC7901/VCR

24 differential expression proteins spots are labeled with arrows, and the data on the differential expression proteins are

presented in the Table 3.
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Fig. 2 Close-up image of partial differential expression protein spots between
SGC7901/VCR and SGC7901
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30k 51 ADELQRCLTQ SGIAGGYKPF NLETCRLMVS MLDRDMSGTM GFNEFKELWA
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Fig. 3 MALDI-TOF-MS analysis of differential protein spot 19
(a) The MALDI-TOF-MS mass spectrum of spot 19 was shown, which was identified as the sorcin according to the matched peaks. (b) Protein sequence
of sorcin was shown, and matched peptides were indicated in bold font and underlined.

(a) 564.3038 (2%) 1985 counts
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5 2,26121297155 ' | ;
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P 532317 | y | |
oL ' L si3.446 | 89 !
: 2|8y.-125 396221 %6 V8-NH .
P ; 579.291 ;
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129.158| | y4 ] i
ik 483227 : :
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(b)
1 MAYPGHPGAG GGYYPGGYGG APGGPAFPGQ TQDPLYGYFA AVAGQDGQID
51 ADELQRCLTQ SGIAGGYKPF NLETCRLMVS MLDRDMSGTM GFNEFKELWA
101 VLNGWRQHFI SFDTDRSGTV DPQELQKALT TMGFRLSPQA VNSIAKRYST
151 NGKITFDDYI ACCVKLRALT DSFRRRDTAQ QGVVNFPYDD FI1QCVMSV

Fig. 4 ESI-Q-TOF analysis of differential protein spot 19

(a) The amino acid sequence of a doubly charged peptide with m/z 564.30 was identified as LSPQAVNSIAK from mass
differences in the y-fragment ions series. (b) Protein sequence of sorcin was shown, and LSPQAVNSIAK fragmentation
matched with residues 136~ 146 of sorcin was underlined.
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WEAR 19 SEAPMASCES RN 3 4. 1%%5%  mutase 1, peroxiredoxin 3, glyoxalase [ Al

I IR 5T R AU KIS A & SwissProt A A ik
7~ oA Sorcin 2K 1, ESI-Q-TOF 7 #T78 B75, 2K H
Z o A Ik A B (mz 564.30) ¥ 3
LSPQAVNSIAK 4 Sorcin 5 [1 % & & )7 41 (1] — 6
oy BT 24 DR UG INR RS, RS
B4 3. 5 8sGC7901 b #, 11 A& (i
NADP-dependent isocitrate dehydrogenase, inorganic
pyrophosphatase, VDAC2 protein, heat shock
protein 27 (HSP27), mixture of HSP27 Hl
HADH2 protein, HADH?2 protein, phosphoglycerate

sorcin,

peroxiredoxin 1 7E SGC7901/VCR ik L. 1M 13
A 8 A B heat shock cognate 71 ku protein
(HSC70),
mixture of pyruvate kinase isozymes M2 Al fascin 1,

T-complex protein 1 epsilon subunit,

isocitrate dehydrogenase [NAD]
DNA

endoplasmic

alpha precursor,
ECHI1
29

platelet-activating factor acetylhydrolase isoform Ib

uracil glycosylase, protein,

reticulum  protein precursor,
beta subunit 30 ku, BCL2-associated athanogene 2,

cofilin non-muscle isoform, peptidylprolyl isomerase

Table 3 MALDI-TOF-MS and ESI-Q-TOF-MS identified proteins in SGC7901/VCR vs. SGC7901 comparison

Spot Accession Protein name
number ¥
1 P11142 Heat shock cognate 71 ku protein®
2 P48643 T-complex protein 1, epsilon subunit

3 P14618/Q16658  Pyruvate kinase, isozymes M2/Fascin 1

4 075874 NADP-dependent isocitrate dehydrogenase

5 P50213 Isocitrate dehydrogenase [NAD] alpha precursor

6  QI5181 Inorganic pyrophosphatase

7 P13051 Uracil DNA glycosylase

8  Q8WVX0 ECHI protein

9  P45880 VDAC2 protein”

10 Q96EI7 Heat shock protein 27 ®

11 Q96EI7/Q99714  Heat shock protein 27/ HADH?2 protein *

12 P30040 Endoplasmic reticulum protein 29 precursor

13 P18669 Phosphoglycerate mutase 1

14 Q99714 HADH2 protein

15 Q29459 Platelet-activating factor acetylhydrolase,
isoform Ib, beta subunit 30 ku

16 P30048 Peroxiredoxin 3

17 Q86w59 BCL2-associated athanogene 2

18 Q04760 Glyoxalase |

19 Q30626 Sorcin

20 Q06830 Peroxiredoxin 1

21  P23528 Cofilin, non-muscle isoform

22 P62937 Peptidylprolyl isomerase A

23 P05388 Ribosomal protein PO

24 P62879 G protein beta subunit

Expression in

Molecular p!/ Function
ass/u SGC7901/
VCR
71 082 537 19 Chaperone
60 100 5.45 1 Chaperone
58 447/55 151 7.95/6.84 ! Metabolism/Structure
46 944 6.34 19 Metabolism
40 022 6.47 ! Metabolism
35962 5.95 i Metabolism
35698 8.22 | Repair of DNA damage
36078 8.47 ! Antioxidant
30 849 6.81 il Signal transduction
22 427 7.83 1 Chaperone
22 427/26 196 7.83/6.73 i Chaperone/Metabolism
29 032 6.77 ! Metabolism
28 900 6.67 1 Metabolism
261 966.73 6.73 il Metabolism
25724 5.57 ! Metabolism
26 107 7.04 1 Antioxidant
23928 6.25 1 Chaperone
20995 5.12 i Antioxidant
20617 5.11 1 Calcium-binding
22300 8.27 i Antioxidant
18 700 8.22 ! Chaperone
18228 7.68 | Chaperone
34424 5.42 l Signal transduction
38 061 5.75 l Signal transduction

9 Swiss-Prot accession number. ® Heat shock cognate 71 ku protein (HSC70); Heat shock protein 27 (HSP27); HADH2 protein (3-hydroxyacyl-CoA

dehydrogenase type 1I); VDAC2 protein (Voltage-dependent anion-selective channel protein 2). © 1 showed that spot intensity = 2-fold increased in
SGC7901/VCR in comparison to SGC7901; | showed that spot intensity = 2-fold decreased in SGC7901/VCR in comparison to SGC7901.
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A, ribosomal protein PO Al G protein beta subunit 7E
SGC7901/VCR Fik F . B FHIsE A 45 4L, X
LU H B DI RER BT LAy 6 2K B A,
ARG, SRR DNA BB AHSE A, S
GG, ANMISE A G A L, (5 516 MR E
Eprid
23 EREARSFRIEKTRIE

SN SATIs s s S DT R T (O E 2B O VA G b
{4 i B 328 e 52 Bf RT-PCR K 5 43 25 57 8 (1 7
SGC7901 F1 SGC7901/VCR 4l g v ) R ik K. &
A R ENIE 87 SB7n, HSP27, sorcin, VDAC2 & H
7E SGC7901/VCR 4il Jfii 2 ik i, 1t HSC70
HERIE T (B 5). B 6 A LI RT-PCR 45
2, sorcin Z K mRNA 7 SGC7901/ VCR 4il ffg rh
Tk B2 1004 £5, HABIE K mRNA LA K
(RS 45 R 3% 4. H 1 T BRI f S I RT-PCR A

&R P AL AR A R 2L

1 2
R — 1G] ()

. —

S HSP27
— S SOrCin

R R\

S Tublin

Fig. 5 A representative Western blot analysis of HSP27,
sorcin, VDAC2, and HSC70 in SGC7901 and vincristine-
resistant SGC7901/VCR
Compared with SGC7901, SGC7901/VCR had an obvious up-regulation
of HSP 27, sorcin and VDAC2, and a marked down-regulation of

HSC70. 1: SGC7901; 2: SGC7901/VCR.

(b) (c)
4.0r 5075
E 30 = 0.65
N U s
3 SGC7901/VCR —= =1 0.53
500 & 045
% SGC7901 — % 0.35
3 1.0F 2 0.25
£ ° £ 0.5
' 0.0 2005
0.0 | N L | L L i | ’ . - L L L L L LL'_OOS - | L L L L 2
4 8 12 16 20 24 28 32 8 16 24 32 40 48 56 64.0 68.0 72.0 76.0 80.0 84.0 88.0 92.0
Cycle number Cycle number t/'C

(d
PCR products 1
of sorcin

Human sorcin 207

ttttaacct ggagacttgeceggettat ggtttcaat get ggatagagatatgtctggeac 61

ttttaacct ggagacttgccggettat ggtttcaat gct ggatagagatatgtctggeac

266

61 aatgggtttcaatgaatttaaagaactctgggetgtactgaatggetggagacaacactt 120

267

aatgggtttcaatgaatttaaagaactctgggetgtactgaatggetggagacaacactt

326

TTTTAACCTGGAGACTTGCCGGCTTATGGT T TCAATGCTGGATAGAGATATGT CTGGCACA

10 20 30

bt

40 50 60

Fig. 6 A representative real-time RT-PCR analysis for the mRNA level of sorcin in SGC7901/VCR and SGC7901
(a) Graph showed that mRNA level of GADPH between SGC7901/VCR and SGC7901 had very little difference. (b) Graph showed that mRNA level of
sorcin between SGC7901/VCR and SGC7901 had significant difference, which was higher in SGC7901/VCR than that in SGC7901. (c¢) Graph showed
the melting curve of representative PCR products of sorcin. (d) PCR products of sorcin were confirmed by DNA sequencing. Graph showed partial

nucleotide sequence of sorcin.
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Table 4

The relative mRNA expression levels of partial

differential proteins in SGC7901/VCR vs. SGC7901 comparison

Gene SGC7901/VCR vs.SGC7901

Sorcin mean (1 004.60 = 70.73) folds increased in SGC7901/VCR
PPI mean (5.79 + 1.90) folds decreased in SGC7901/VCR
IDH3A mean (9.24 + 1.35) folds decreased in SGC7901/VCR
PKM2 mean (2.03 + 0.19) folds decreased in SGC7901/VCR
PDX3 mean (2.21 + 0.13) folds increased in SGC7901/VCR
VDAC2 mean (2.54 + 0.87) folds increased in SGC7901/VCR

PP mean (1 252.01+ 219.80) folds increased in SGC7901/VCR
HSP27 mean (4.89 = 0.56) folds increased in SGC7901/VCR

HSC70

mean (4.56 + 0.79) folds decreased in SGC7901/VCR

24 R XIZEREES 2 HSP2T 5 RiE 5 BEMAR
M Z589 % &

T BRI HSP27 418 5 SGC7901/VCR i}
MR, SR HSP27 ¢ SRR HSP27 7E
SGC7901/VCR 4l h i) 23k, 1R H MTT J7i%
I3 BTG (1) SGCT7901/VCR 41 i Ak 37 24540 (1 i Jak
PE. SZH) RT-PCR AR ot BP 728 43 A 45 R 2,

—~
o
=

100 - T

60

40

*

HSP 27 mRNA(% of control)

(b) 1 2 3

HSP27 A A

Tublin WG S S—

Fig. 7 Sequence-specific inhibition of HSP27 expression by
HSP27 antisense oligonucleotides (ASO) in SGC7901/VCR
cells
(a) and (b) graphs showed that treatment of SGC7901/VCR cells with
HSP 27 ASO significantly reduced the levels of HSP27 mRNA and
protein, respectively, whereas HSP27 mRNA and protein expressions
were not significantly suppressed by scrambled ASO. Data of real-time
RT-PCR analysis are presented as the (v = 5). *, P < 0.05 differ from
scrambled ASO and oligofectamine control by ¢-test. Oligofectamine,
cells treated with oligofectmine only. /: Oligofectamine; 2: Scrambled

ASO; 3: HSP27 ASO.

HSP27 J SUSEA% 7 1% b 2 404 HSP27 mRNA Fl 45
FIRIERIA, THT LSRR (scrambled ASO)FH
JIE 5 44 (oligofectamine) % HSP27 21 ¢ B & 1E H]
(K 7). MTT 43 i 4 R BoRk, HSP27 [ SUHEZ IR
B8R SGCT7901/VCR 41 i X 75 5 Bl i AL 97 B8
SR, TR SCSE A% R RN AT SGC7901/VCR
(TR 25 0E TC R B 52 ma (K 8). IX 47~ 04| HSP27 1)
FIk AT ¥ SGCT7901/VCR 41l il 11 %2 2451 25 1k

100

Viable cells (% of control)

60 I | | | | |
0.0 0.2 0.4 0.6 0.8 1.0

p(vincristine)/(mgL™")

Fig. 8 MTT assay detected the effect of HSP27 ASO
treatment on vincristine chemosensitivity in SGC7901/VCR
cells
Graph showed that HSP27 ASO could significantly decrease the cell
viability of SGC7901/VCR cells incubated with vincristine. The
experiment was repeated in triplicate. Points, mean viable cells (% of
control) from three experiments; bars, SE. *, P < 0.05 differ from
scrambled ASO and oligofectamine control by ¢-test. Oligofectamine,
cells treated with oligofectmine only. ® —@®: Oligofectamine; O—O:

Scrambled ASO; ¥—V: HSP27 ASO.
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RNV 40 JE AT e A AR A 2 AN RERTAAE AL &, 4
LA #EE RS DNA i1 RGE AP T RE
(1 RE ) 9 5. ORIV I 24 A1 G 2 LA p170 B 2R
H, ZAMWLMRER, Mi2iEa, ks
Herelly, hibrials, SEOEEE C, FLREN 2
KEH, BEYBAEEE. (HEL_ERFFTE R A
RESC MR IR 2 25T 25 I 5. BRI, A 2R
WITERBCARTT RE IR 2 25T 25 PEWT .

R JE SR AL AR — T B 2= B,
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FEAIT R EE M R 2 —. BAR AT i 2
YT AT TORERIWT TR, HILR AR 2 1L
TR AN TE AT 4. ik, ANBF AR AR Bk s 5
it 25 15 96 40 ik SGC7901/VCR AR 24 15 g 4l
JEk SGC7901 Jyxt %, RIWHE A 4l BOR L
PR R 3 FCRIA TR ) ZE S, SR R 25 A SR
FREE 0T, BT 9T R 25 Y 24 i by B e i 245 4H 50
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HEA, 2 THE, SR DNA BB AR H &
FB, AREAROCHE, difigsitgficEn, FoikS
HHREH.

B 25 E ATV PR 2 AR SR A S R
sorcin (soluable resistance-related calcium-binging
protein, sorcin)Z%{E SGC7901/VCR 4 g v vy £ ik .
Sorcin s& —Fi LR H, HATMA) “E-F hand”
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N E . Meyers SFPRHIFFTIA L 50% 1)
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5% Lee ™ 7. 1 A Fris (VCR) ik ELJR T 244k
HOBI1/VCR, DNA EJ1E & i 30 AN AE v 9 (1)
VCR £ N A sorcin &K {144, 1fii H. sorcin
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PR AE B 7). Parekh!"44 sorcin 2 K] ¢cDNA 43 1] %%
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dehydrogenase 3 alpha precursor). A M [ ¥ il M2
(pyruvate kinase, isozymes M2). JG Hl B IR i (PP
protein) %%, {5 514 5 & A & H W G protein beta
subunit 1 VDAC2 %5, LA S 4H i &5 f A DG HE . 3
LI P B 2 25T 25 0 R Ak AR
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Identification of Multidrug Resistance Related Proteins in Human
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Abstract Resistance to anticancer drugs is one major problem preventing effective chemotherapy of gastric
cancer, but the molecular mechanisms of multidrug resistance (MDR) of gastric cancer is not completely clear. In
order to find out new MDR related proteins of gastric cancer, two-dimensional gel electrophoresis (2-DE) was used
to separate the total proteins of vincristine-resistant human gastric cancer cell line SGC7901/VCR and its parental
cell line SGC7901, PDQuest software was applied to analyze 2-DE images, and the differential protein spots
between the two cell lines were identified by both MALDI-TOF-MS and ESI-Q-TOF-MS. Then the differential
expressional levels of partial identified proteins were detected by Western blot analysis and real-time RT-PCR.
And the effect of HSP27 on the development of MDR of SGC7901/VCR was determined by antisense
oligonucleotides (ASO) technique. The well-resolved, reproducible 2-DE patterns of SGC7901/VCR and
SGC7901 were established. All the 24 differential proteins were identified, and the differential expression levels of
the partial proteins between the two cell lines were confirmed by Western blot analysis and real-time RT-PCR. The
suppression of HSP27 expression by HSP27 ASO could enhance vincristine chemosensitivity in SGC7901/VCR.
These differential proteins such as HSP27 and sorcin may be related to MDR in SGC7901/VCR cells. The data will
be valuable for further to study the mechanism of MDR in human gastric cancer.

Key words vincristine, gastric cancer, multidrug resistance, proteome, two-dimensional gel electrophoresis,
mass spectrometry, immunoblotting, real-time RT-PCR, antisense oligonucleotides
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