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MR PR AR R v AR AR AL T — B2 0 T B
NI A 1 — 2R S R i K A i S AL 1 S 56 A
i R ALZRE AR S5 WA ) JOCRN 1 S W ) it g
AT H A S0 - SR AT SR AL S k.
YAl Rk 2 ) E £ K (laser capture microdissection,
LCM) & H iraifb A3 W el iz —, oD
K LCM R MG WA, L g VR0 H- e 1)
SEAZrh Al b SR B T EE AL A, AR
K H LCM £ R M NPC 5 1E 5 & WA i 15 (normal
nasopharyngeal mucosa, NNM) ' 4fi ¢, Jif J8 18] Jiit
(tumor stroma, TS)H 1 [H] i (normal stroma, NS)H
TR R EE .

AWFFUR LCM &4 2D-DIGE A R 145
JKAPXF NPC 5 NNM [A] J5T 1 35 PR 3k gE 47 L AT
5, HELAHN ¥ 2D-DIGE 45 [ 33A Bk, Jfxd 2%
S RIS & A AT T % (mass spetromery, MS) 73
M, LATRT G 55 SR R A R JRAH DG P T Joer e 1 2
FL RIRAIETAL, R UCR A € s A A AR
AR 5385 LCM 24k S W i ) Jo0R 1 05 R 1) o, #F
G4 SR BT 1 B IR R B A IR i A R v
PIVERT, A I E & 3 NPC 2 W 897 1 70 1
FERRFERE TORTRIEAE, AR BT T fiff S il i R
AR RE )T R AL T T k.

1 #MR57E

1.1 #y

111 4128, 42 BEEH 19K NPC 2GR 1L R
AR A LB R WHO type 1) A 42 45135 £ (175 4 1
i SR G IESONNM) X E R e — e e, I
30 4543 % JH T 2D-DIGE 4387, 12 443 50 1 T
Western blot 73 #T. 9§ A A K& I7 M2 N,
A EE L FS. A EHEA S bR AT 30
% NNM 4123, 66 5] NPC £12(54 1 53 F 12 4]
Lk, SPER A8 £ 9) &, IR T EIIV)
AT 20 {51 B0k B 45 B % 1) NPC 41 23 (lymphonode
metastasis of NPC, LMNPC), I H 71 55 K 2431 e
—EERUHELRL, T HE. 5 gl b e,

1.1.2 i#]. Bio-Rad Protein Assay Dye 4 H 3¢
Bio-Rad A n] ; DIGE #: ¥} (Cy2, Cy3, Cy5).
ECL (enhanced chemiluminescence)ix 71 # 44 4 H
Amersham Biosciences 24 i 5 —. H 3 [t i (DMF)
) [ Sigma-Aldrich Chemie /A @) ; NaOH. ##i% /%
(lysine) 4 g 24E T A TR A 7] 7. 2-D Quant
Kit 2K A e kA6, KR Bk, [ pH kA

£ 1 4 (IPG strip pH4~ 7NL, 24 cm). IPG 2%
W(pH4~ TNL). PP HLfi# i (pharmalyte, pH4~ 7).
+ R LR BN (SDS) TR SRR B TR
ORI XA IA L . H 2
TEMED. Tris. CHAPS. SDS. % T2 G-250.
R, Hwh. 4. EDTA —44(EDTA-Na,). —#%
FR L2 i AP 234 % | Amersham Biosciences 2 7 ;
“R A BEEE(DTT) W4 M. TPCK AR FE ¥ g i
IR BREEE . = OM(TFA). BRIREEL . TR
RIRIRIN . LI - T - 4- BB AL A HTR (CCA).
BT B-actin PLAAYY A Sigma 2] 7= 5 EPLA
CapG Z bR WPTAN L-plastin ¢ % Hr ik,
LT SI00A9 HpdEHTR. BRI AL DG bl
i Py [ Santa Cruz A F]; S-P H i 240
A ZEARF G H AR M B AE AR A .
1.1.3 TSR, CMI1900 VK% ) Hl. CTR6000
POt H 3R B U B AL Ok Leica 2 H 5T M
Typhoon9410 $14#1%, 3% E GE Healthcare 28 & fifrs
IPGphor 25 Hi 3 £ {¢ . Ettan DALT I 7 H Ik &
4; . Imagescanner ¥ 41X . Labscan #7 f 4k 1 .
DeCyderTM 2D 6.5 % ft 4 Amersham Biosciences
/N H P4 s Voyager-DE STR 4307 MALDI-TOF-MS
JRE4 A Applied Biosystem 24 7] 7% ;s ESI-Q-TOF
FBOIC B E {X (Micromass) A Waters 24 ] 7 i
PDquest7.0 #t JIZ K115 53 #1 #4124 Bio-Rad A Wl /™
fi s Mascot JIK 5T 5 $i7 40 B B8 5 A ) A
Matrixscience 2\ & 7 .
1.2 FH&
1.2 BOGHIZR B I 2itka) . NPC 423
NNM 17 8 pm JFHELHKEYI . T LCM & 1
4 (Leica A w]). 0K Y1 A 75% B [l 5
0.5% LR gL th, XUZKIEDE, AT, R
RO 3R B 3] R4 70 N NPC 41231 NNM
IR b2l iz 1) Jo R I TR) B () 1), DR A il
FTERIAR AN, I —AFR A alifb, 1) 18] o 1 =
A — X 2D-DIGE 73 #7, T LA AN 10 4 NPC 20
21l NNM 423 4l i T ot i R 6 Ja 34T — IR
2D-DIGE 4t SESdkAT 3 MY EA.
122 SHEARI. w6 L.

WA 1 4t A 8] 5 70% FivA 1) £ i €5, Jn
N L E4 4% W (30 mmol/L Tris-Cl, 7 mol/L JR %,
2 mol/L 7% JIX (thiourea), 4% CHAPS, pH 8.5,
protease inhibitor cocktail) 4°C Z4f# 1 h, VK L,
12 000 r/min. 4°C B> 45 min, B35 ED A A) 5 A
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M. 2-D A A R S e B R

B RIS AR iR A E s A B 97 S 1 (GE
Healthcare, USA)#& It 1) 52 56 45 g MEAT 5256 1
(% 1). H 50 mmol/L NaOH i 5 & 1 pH { &
8.0~9.0 ZJi]. M NPC I NNM % 30 1 #5 A £
(1) 4l Ak 18] 5T 23 il BEAL 23 4 3 4(TS1. TS2. TS3,
NS1. NS2. NS3), #4110 1, #%%E 400 pmol %t
ELERIC 50 wg |, Cy3 Fl Cys Jeh AL brid
NPC [W])Jii £ [T NNM (AR, [R5 6 A
it S B AR DR 5 A N A (internal standard) ,
FI Cy2 brid(£ 1). 4°C B MY 30 min J5, B4
FESIN 1wl 10 mmol/L )22 SR IR VK |- 2% 11 e [
10 min. CKfH Cy2, Cy3 F1 Cy5 43 5ARic (IRE i 7%
50 pg A, TR YR K.

Table 1 Experiment design of different

fluorescent dye labeling

Gel Cy2 Cy3 Cy5
1 Internal standard NSI* TS1*
2 Internal standard TS2* NS2*
3 Internal standard NS3* TS3*

*NS1, NS2 and NS3 are normal stroma of normal nasopharyngeal
mucosa, TS1, TS2 and TS3 are tumor stroma of nasopharyngeal

carcinoma.

1.2.3  BURJEEIR HL K S BEIE G 2 #

brid &F 10 & A % A IPG (immobilized pH
gradients) /it £¢ (Bio2Rad, pH 4 ~7, 24 cm) #4756
—[n) % HL 2 £ i YK (isoelectric focusing, IEF). #5445
HI R AR 25 W IPG 4% 56 5 TN SDS ~Ffi 22 i A
W (50 mmol/L Tris-HCI pH 8.8, 6 mmol/L J} %,
30% H M, 0.2% DTT, JEEIRE )T 20 B
¥ (50 mmol/L Tris-HCl pH 8.8, 6 mmol/L J§ %,
30% H i, 3% A mENE, IR B IR ) & T
15 min. RJ5 ¥ K4 E T 12% SDS-PAGE |- #E4T
5Bk, S ER ISR R, A
T EFEREA 1000 wg, % i n i g (i,

J% ] Typhoon TM9400 ¢ Y6 F 144300 ek i 3k AT
14 (Amersham Bioscience A ) i 7~ b5 id 85 1 »
Cy2 K%, Cy3 K%, Cy5 155 54t LA R 0%
FIRE R A Sk 2% . 488, 532, 633 nm, 520 nm
(BP40). 580 nm (BP30). 670 nm (BP30), % — ik
R G T3 3 3 3K(Cy2 #i(7, Cy3 4%, Cy5 40
OB (3L 9 TRk ).

I 4% K H] DeCyder (Amersham Bioscience
AN FDRAEAT M. Rk B I T A
FI 5t 4 4 5 BE AT A 23 BT (differential in-gel
analysis, DIA), #RJ5 WA AR F 16 ] — /> 85 1R
NS WARILES, HEAT K] 7347 (biological vanation
analysis, BVA), XJUCEL S REAE 1T s AR
B (Cy3 /Cy2 1% Cy5 /Cy2) Ja ifi i 2 85 A
PR ) 5T 1 2 S 2 1SR o R IR AT 8 B EL AR
(P<0.05). 7& 9 7k&ER Kl 35 IR IA 7K A4H 22
1.5 % LA b R 2R P 0T AR DA Ok ot T EE ) 22 e A
JRL, FEh#fN. T RN IR e, B
] 45 JiE HL UK 4 R S R AT IR AR T By s i R
Imagescanner 451X LA & LabScan 74 4% {1441 4 ,
FREL 2-D KI5,

1.2.4  JUEsAT.

%152 2-D [ 5 2D-DIGE % i &I VG AT 5 M il
RO E R E A AT 1.5 ml EP B, i
1 ml 50% ZJi5 A1 50 mmol/L % R & i 5 B TR A0
BT 37°C KA H A B 30 min, K A
T . BEJE I 10 wl TPCK &b B ) Ji 2 1 fily
(0.1 mg/L)VK_EWEAK 60 min, 37°C Bt B2, 30 pl
A (100% L © 5% —F LR < 1)) 37°C ZEIY
30 min, EEAE 1 K. KAERCGEEE T 0.5 ml EP
B, BHRIRATR 10 pul, 0.5 wl FEf S 1 pl CCA
FEFRIR S, AT ANVERENAR, /£ MALDI-TOF-MS
A EREAT 43 #. MALDI-TOF-MS 73 #7 R H 2
R, IEE e, BN 20 000 V,
RO EE 112, N, WOBBA 337 nm, ik 56
3ns, & FAEIRHEE 100 ns, EL 7S 4x1077 Torr,
SRS 5 B U Bon 50 Yk, A B AR T 1 B
fif UG m/z 842.50 F1 m/z 2211.10 VN AR IE, 3R15
Ik 5 45 40 14 i (PMF). Mascot % 745 % NCBInr
B P S

X} F MALDI-TOF-MS & % 5 Hi 11 85 11 5 8%
PR TR AW I R A 4T ESI-Q-TOF Hi lik
oy, P NE IR S I N7, Sk
SRR EA, R . JER 80°C, HEAL
HiH 50 V. TOF i HL 4 0.2 kV, MCP A& 2%
HL 8 2.7 kV, 24 3E4T LC-ESI-MS/MS H 3 43 #t
I, B R 3000 V.o W E 45 R A A% LA
peaklist S/ JE X 25 i, 10 1L Mascot 4K 71 ¥ &R
NCBInr 4 2% & ot
1.2.5 Western blot 5 U 2= 77 &5 [ [ R IA K. LA
12 X6} A7) ) 4l 4k () NPC [8) 5 NNM (1] J5i A £
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A, N 4L ZL % (50 mmol/L Tris *HCI pH 7.5,
150 mmol/L NaCl, 1 mmol/L EDTA, 0.5% Triton
X-100, 0.5% NP40, 1 mmol/L PMSF, 25 mg/L
Aprotinin, 25 mg/L  Leupeptin) 7K = Z4 fi# 1 h,
12 000 r/min 4°C £5:0» 30 min J& B[ 375 B A a) i i
NS, Bradford iAMIE H UK. 40 ug &
T HEAT 10% 28 A 45 T % ¢ 11 Ha VK (SDS-PAGE)
S, EAEERE S PYVDF b, B 5% it
fE 40 = B 2 h, — Pt CapG (1 1 000).
L-plastin(1 : 1 000). S100A9 (1 : 500) 4°C % & it
%, TBST ZErBUEIE 3x10 min; 1 4 000 A1)
HRP A71c (0 —PUadEiE & 1 h, TBST 2Pk
3x10 min. ECL {7kt RHEME R . B-actin
(1 5000)/ER N ZRINEI. S5 B 3 X,
1.2.6  REdl8Ub eyt

o LU 2R Y {0 e S-P Ay 2 AR ) & it B
FHAT. FIEDBI R a. A7) 5 B S A0
TAFAK: b PUEEE: 0.1 mol/L pH 6.0 [FFI#
1% 28 28 PP T 95°C 4EFF 15 min, FIARA I,
c. kANl BEL T A G 7R A BELBT A 35 o 4R Ak
YRGS PE 10 mins d. AR REES DI (R B)
FEiWFE 10min; e. —HL CapG (1 : 500). L-plastin
(1:500). SI00A9 (1: 200) 4°C FEH LR, FHIERT
W PBS A% —4i: f. —Hi(RH €, Ehimk il
POEWEE 15 min; g HHEPUEWE - LE8L
VIl H (AT D)%% F 15 min; h. DAB &4,
IARFERY, WK, B, HERRE R

o R A V) i B R ATVE 4. PR
CapG. S100A9 F L-plastin 7£ NPC [i1] Jii Al NNM

(2)

(d

[ B R O, BRIk U) v ih 4 10 MR, AR
40X AL IF N HUBH P20 B, TR — AN R R
K TAETo0HT, A Ry AW AL FvE4 oK
VA4 H 1 v ik 4 (high group),  FH 40 ST
TP B RIS 4 (low group).

1.27 S0, N SPSS13.0 Gt v #4455k
e RAATH U, A2 ERRH
Kruskal-Wallis H test, P4 Eb# H] Mann whitney U
test, P<0.05 #iAA 2 A givt 2 X

2 % R
2.1 LCM 41t NPC [8]5i5 NNM 8] &k 2D-DIGE
EigaYyiE T

K LCM $ AR5 51 A NPC 412351 NNM 4128
Haifk, NPC 7] JJUF1 NNM [i)i (& 1). 2-D DIGE 4y
B M A RIBACEOC AT 4, 1531 3 PO [H]
B g B . T 2a0 2b 40 S s 2 Cy3 Al
(4 15 [8] R CyS b 1 R 0] )it . 48 DeCyder
AR AT, AR A BIRZ(1 789 + 12004
WEFA, 5 WPRILHES /7 5 HaR A R 22 5 KT
15 f%. ¢ /5% P<0.05. 76 9 Pl &l B34 i i 2
P 34 A, JLrf 17 /S g AE NPC [ R 308 1
W, 17 /N A NPC i) i R 08 I (B 20).
Kl 2d~ £ 439 B8 T L-plastin. CapG F1 SI00A9 [f]
2D-DIGE 119 s O B = e 0l I 0 ih 26 1
L-plastin 7 NPC [0] it H B i~ (P = 0.0004), fii
CapG Fl1 S100A9 7£ NPC [H]JFi+ HI & if(P=0.023
F10.0041).

Fig. 1 LCM of NNM and NPC tissues
NNM tissue stained with methyl green before LCM (a) and after LCM (b), and captured normal stroma (c); NPC tissue stained with violet-free methyl
green before LCM (d) and after LCM (e), and captured tumor stroma (f).
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Fig. 2 Comparative proteomic analysis of the stroma of NPC and NNM tissue by 2D-DIGE
(a) Representative 2D-DIGE gel image of microdissected normal stroma (Cy3-labeled, green). (b) Representative 2D-DIGE gel image of microdissected
tumor stroma (Cy5-labeled, red). The p/ ranges from 4 to 7 (left to right). (¢) The differential protein spots detected by Decyder software, red circles
indicate up-regulated proteins and blue circles indicate down-regulated proteins. (d) Left top, a close-up of the region of 2D-DIGE gel images showing
the significant down-expression of protein spot 4 in tumor stroma compared with normal stroma; left bottom, three-dimentional simulation of protein
spot 4; right, the associated graph view of spot 4 indicated the average ratio of expression for spot 4, as obtained by computational analysis with
DeCyder 5.0 software which allows the detection of significant abundance changes, P-value is 0.0004. (e) Left top, a close-up of the region of 2D-DIGE
gel images showing the significant up-expression of protein spot /9 and 20 in tumor stroma compared with normal stroma; left bottom,
three-dimentional simulation of protein spot 20; right, the associated gragh view of spot 20, P-value is 0.0023. (f) Left top, a close-up of the region of
2D-DIGE gel images showing the significant up-expression of protein spot 33 in tumor stroma compared with normal stroma; left bottom,

three-dimentional simulation of protein spot 33; right, the associated gragh view of spot 33, P-value is 0.0041.

22 ERERRAMRIZEE MALDI-TOF-MS 1§ ESI-Q-TOF 23 #7, $RHEUik 5 &
M DI 34 A2 el i, 84T FRAUEIE ERIR T AUARSE AT 4 R AT B R
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%, ¥l 20 N ERRENEA, EI4E
2D-DIGE K5 b (A7 A/ HARME B LK 2 Fi3k 2.

7E NPC [H T RIE LRI 20 58 7150 4 e 45 1
DL 3a, b, 1% 22 7 HR I IR 0 R a0 AL &R
NCBInr #(#}i /i {75 & CapG 11, £ NPC [i) i o

FIE T 4 5 8 R E S R K 3, d
ESI-Q-TOF 73, ok Hi% & F BRI R B (m/z
838.3755) /% %1] FSLVGIGGQDLNEGNR >} L-plastin
IR T A 57

Table 2 Differential proteins identified by MS after 2-D DIGE of the tumor stroma versus normal stroma

MASCOT  Coverage Av.

No. Proteins Accession No. M, pl t-Test
score (%) ratio*

1 BiP protein gi| 6470150 71 002 5.23 83 68 1.71 0.01

2 GRP78 precursor gi| 386758 72 185 5.03 671 71 1.59 0.036

3 L-plastin isoform 3 gi| 114651523 70 815 5.2 355 59 -1.56 0.000 56
Heat shock 70 ku protein 8 isoform 1 gi| 5729877 71 082 5.37 139 29 -1.56 0.000 56

4 L-plastin isoform 3 gi| 114651523 70 815 5.2 390 63 -2.34 0.000 4

5 Heat shock 70 ku protein 8 isoform 1 gi| 5729877 71 082 5.37 155 29 -1.56 0.004 3

6 L-plastin variant gi| 62898171 70 785 5.2 203 58 -2.02 0.019

7 Transformation upregulated nuclear protein gi| 460789 51325 5.13 371 54 -1.52 0.032

8  Prolyl 4-hydroxylase, gi| 20070125 57 480 4.76 639 34 2.03 0.001 6

9 Prolyl 4-hydroxylase, gi| 20070125 57 480 4.76 87 34 2.03 0.012

10 Periostin, osteoblast specific factor gi| 5453834 93901 7.57 93 63 2.38 0.004 9

11 Not determined -2.74 0.000 97

12 Not determined 1.81 0.028

13 Protein disulfide isomerase gi| 1710248 46 512 4.95 124 33 1.81 0.000 47

14 Heterogeneous nuclear ribonucleoprotein H1 gi| 5031753 49 484 5.89 146 27 -2.59 0.025

15 Cytokeratin-1 gi| 1346343 66 149 8.16 134 25 1.55 0.029

16 Ribosomal protein SA, isoform CRA ¢ gi| 119584991 19 853 8.37 92 55 1.66 0.004 5

17 Cytokeratin-1 gi| 1346343 66 149 8.16 235 25 1.55 0.030

18 Cytokeratin-19 2i| 90111766 44 065 5.04 240 21 -1.61 0.000 96

19 Gelsolin-like capping protein isoform 9 gi| 55597035 38779 5.88 72 27 2.67 0.005 0

20 Gelsolin-like capping protein isoform 9 gi| 55597035 38779 5.88 80 52 2.67 0.002 3

21 Cprotein gi| 306875 32 004 5.10 178 53 -2.19 0.004 8

22 Nucleolar phosphoprotein B23 gi| 190238 9246 9.72 73 17 -1.52 0.021

23 Heterogeneous nuclear ribonucleoprotein A2/B1  gi| 73976124 32524 8.74 67 24 -1.61 0.033

24 Rho GDP dissociation inhibitor (GDI) beta 2i| 56676393 23031 5.10 202 77 -2.61 0.002 2

25 PYCARD protein gi| 48257192 21326 5.67 107 43 1.93 0.000 98

26  Proapolipoprotein gi| 178775 28 944 5.45 176 54 1.67 0.023

27 Chain A, crystal structure of lipid-free human gi| 90108664 28 061 5.27 85 26 -1.63 0.013
apolipoprotein A-I

28 Not determined -6.17 0.001 5

29 Nm23 protein gi| 35068 20 746 7.07 114 25 1.99 0.014

30 Not determined 2.42 0.000 039

31 Superoxide Dismutase[Cu-Zn] gi| 31615344 16 154 5.7 98 68 -1.89 0.000 62

32 Not determined -1.81 0.000 089

33 Mrpl4 (migration inhibitory factor-related 2i| 20150229 13 159 5.71 106 76 2.42 0.004 1
protein 14)(S100A9)

34 Not determined -1.51 0.022

*Av. Ratio: Tumor stroma/normal stroma.
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51 REITENLMAT GDLDQDGRIS FDEFIKIFHG LKSTDVAKTE RKAINKKEGI
101 CAIGGTSEQS SVGTQHSYSE EEKYAFVNWI NKALENDPDC RHVIPMNPNT
151 NDLFHAVGDG IVLCKMINLS VPDTIDERTI NKKKLTPFTI QENLNLALNS
201 ASAIGCHVVN IGAEDLKEGK PYLVLGLLWQ VIKIGLFADI ELSRNEALIA
251 LLREGESLED LMKLSPEELL LRWANYHLEN AGCNKIGNES TDIKDSKAYY
301 HLLEQVAPKG DEEGVPAVVI DMSGLREKDD IQRAECMLQQ AERLGCRQFV
351 TATDVVRGNP KLNLAFIANL FNRYPALHKP ENQDIDWGAL EGETREERTF
401 RNWMNSLGVN PRVNHLYSDL SDALCIFQLY EKIKVPVDWN PVNKPPYPKL
451 GGNMKKLENC NYAVELGKNQ AKFSLVGIGG QDLNEGNRTL TLALIWQLMR
501 RYTLNILEEI GGGQKVNDDI IVNWVNETLR EAEKSSSISS FKDPKISTSL
551 PVLDLIDAIQ PGSINYDLLK TENLNDDEKL NNAKYAISMA RKIGARVYAL
601 PEDLVEVNPK MVMTVFACLM GKGMKRV

Fig. 3 MALDI-TOF-MS and ESI-Q-TOF-MS analysis of differential protein spot 20 and spot 4
(a) MALDI-TOF MS mass spectrum of spot 20 identified as CapG according to the matched peaks was shown. (b) Protein sequence of CapG was
shown, and matched peptides were underlined. (¢c) ESI-QTOF-MS sequenced spectrum of spot 4, the amino acid sequence of a doubly charged peptide
with m/z 801.443 9 was identified as LVDQNIFSFYLSR from mass differences in the y-fragment ions series, and matched with residues 473 ~ 488 of
L-plastin was shown. (d) Protein sequence of L-plastin was shown, and matched peptides were underlined.
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Fig. 4 Representative results of Western blotting of CapG, L-plastin and S100A9

in the microdissected stroma from NNM and NPC tissue

(a) Western blotting shows changes in the expression levels of CapG, L-plastin and S1I00A9 in tumor stroma (TS) and normal stroma(NS), B-actin is
used as the internal loading control. (b) Histogram shows the relative expression of CapG, L-plastin and S100A9 in the tumor stroma and normal stroma
as determined by densitometric analysis. P = 0.002. CJ: NS; H: TS.
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Fig. 5 Representative photographs of immunohistochemistry(IHC) of L-plastin, CapG
and S100A9 in the NNM, NPC and LMNPC specimens
(a) IHC of L-plastin, strong staining in the stroma of NNM (A), weak staining in the stroma of primary NPC (B) and LMNPC (C). (b) IHC of CapG,
weak staining in the stroma of NNM (A), strong staining in the stroma of primary NPC (B) and LMNPC (C). (c¢) IHC of SI00A9, weak staining in the
stroma of NNM (A), strong staining in the stroma of primary NPC (B) and LMNPC (C). Hematoxylin counterstain. Original magnification, x400.
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Table 3 Relationships between L-plastin, capG and S100A9 expression and clinicopathologic factors in NPC

L-plastin CapG S100A9
Variables n
Low High P Low High P Low High P
Group
NNM 30 7 23 0.000"" 22 8 0.000" 25 5 0.000""
NPC 66 57 9 0.489% 12 54 0.505? 15 51 0.038%"
LMNPC 20 16 4 5 15 1 19
Age
<50 31 27 4 0.435 10 21 0.340 6 25 0.271
> 50 35 30 5 13 22 9 26
Gender
Male 54 46 8 0.278 15 39 0.174 11 43 0.168
Female 12 11 1 5 7 4 8
Histology type (WHO)
WHO II 12 8 4 0.015 6 6 0.011 7 5 0.0005"
WHO Il 54 49 5 10 44 8 46
Primary tumor (T)stage
Tl 18 16 2 0.430 5 13 0917 3 15 0.449
T2 23 19 4 7 16 6 17
T3 20 18 2 7 11 5 15
T4 5 4 1 1 4 1 4
Regional lymph node
(N)metastasis
NO 7 5 2 0.233 2 5 0.926 4 3 0.011°
N1 11 8 3 3 8 5 6
N2 31 28 3 6 25 3 28
N3 17 16 1 4 13 3 14
Clinical stage
I 7 2 5 0.000" 5 2 0.022" 5 2 0.005"
I 38 36 2 8 0 6 32
I\ 21 19 2 5 16 4 17

D p<0.01 by Mann-Whitney Utest, NNM vs NPC. ? P < 0.05 by Mann-Whitney Utest, NPC ys LMNPC. "P < 0.05 or 0.01 by Mann-Whitney test or

Kruskal-Wallis H test.
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Quantitative Proteomics Analysis of LCM Purified Stroma of Nasopharyngeal
Carcinoma and Normal Nasopharyngeal Mucosa®
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Abstract The mechanism of how stroma plays an important role in tumor carcinogenesis is now a hotspot. To
delineate the features of stromal protein between nasopharyngeal carcinoma (NPC) and normal nasopharyngeal
mucosa (NNM), laser capture microdissection (LCM) was performed to purify stromal cells from the NPC and
NNM, respectively. The protein expressed profiles of the stroma of NPC and NNM were compared using
fluorescent two-dimensional difference gel electrophoresis (2D-DIGE) and 34 differential protein spots between
tumor stroma and normal stroma were chosen to be identified by mass spectrometry (MS). A total of 20 differential
proteins were identified, and three differential proteins (CapG, L-plastin and S100A9) were selectively further
validated by Western blotting and immunohistochemical analysis to confirm the results of 2D-DIGE. 2D-DIGE
patterns of the stroma of NPC and NNM were established for the first time, the results suggested that differentially
expressed proteins in the stroma of NPC and NNM may be useful for understanding the relationship between NPC
cells and their surrounding microenvironment. Further studying of these proteins will be helpful to elucidate the
mechanisms of NPC carcinogenesis and provide new thoughts on therapy of NPC through stroma.

Key words nasopharyngeal carcinoma, stroma, laser capture microdissection, two-dimensional fluorescence
difference gel electrophoresis (2-D DIGE), mass spectrum(MS) , Western blot, immunohistochemistry
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