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CaseNo. 1 2 4 7 8 9 11 12
NT NF NT NT NL NT NT NT

X Fe= === = = e-—200kDa

B-Actin ["S S i« "™ v e —— 42kDa
L L L L L L L L

Naattny. 148 035 109 0016 0093 0041 00093 015 (p=0.01)
T 1 3 3 3 2 3 3 3
UICC N 1 1 0 1 0 0 0 1
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Structure of kinetochore \
(Cheeseman et al. JCB 2002, Westermann et al. 2004)

Inner Kinetochore

CENP-A

(histone H3 variant)
CENP-B
CENP-C

CENP-H

Kinetochore
microtubules

AN

Central Kinetochore OatetlKanetochore
Ctf19 Daml1
Mis6 Clip-170
Mis12 EB1
Ndc80/HEC XMAP-215/TOG
Survivin
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CEERMET S, BTEMERBIRICEHST. 20y ba X7 OEEICI. #HE (outer) . )& (central) . PYJE (inner)
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Case 1 112 6 17 118 24 27 28 29 32 35
Dukes stages B Cc B D B C D C Cc B B
N T N TNTNTNTNTNTNTNTNTNT
CENP-A — ~— >
onserum) Lo T e W Lk i - 7 . -l
p-actin |ww
Ao CENPApDEn ) ) e e e e e e e e
level in colorectal cancer 325 17.7 27 4.1 53 14 76 27 58 15 124
Case 1 5 112 17 118 27 28 29 35 34 36 37 39 40 41
N TNTNTNTNTNTNTNTNTNTNTNTNTNTNT
CENP-H | p— - — - - -— - . — - -— — - — —I

p-actin |---m---.-—--ﬂ.— ——— < G o S I

Relative CENP-H protein “——  ‘——— e — [a—
level in colorectal cancer 7.4 2.0 71 3.9 6.5 26 45 28 17 9.6 45 28 28 26 9.5

9. KIBEHIEETOD CENP-A, CENP-H % > X2 B DB K
KIBEF A QR & IBERN S ZhEny U2 2HIE L. ity Fa X 7Hifk (ANA IiiE ) 3 & Uhi CENP-H
Hikz2HWTY I Ay Fay b&21r-o 2, BEIEISICHB TS CENP-A O %8 (A) & CENP-H Q%8 (B) 259
CENP-A. CENP-HW# &d. 1FEAEVIEFITIHBTORBDBN EDID S,

A

Case 1 112 6 17 118 24 27 28 29 32 35
N T N T N T N T N T N T N T
CENP-A|  won  ww  won e — p— - e peee ]

GAPDH [aees o G0 GHD G GEN S5 GEF S 5 o G G e D GED WP G S S e ]

L 1l L J L J L ) L 3 L ) L Il L : L 3 L

L
Relative CENP-A mANA
oy e o et T ns 38 a8 63 24 170 44 a7 05 24

C

B N . ;
38 P_annsamnmc)
< x
Zc
€3
Eg 5
case 112 117 118 28 36 37 39 i?
N T NTNTNTNTNTNT E§
oe
CENP-H -— -- S - - _.{ Normal Tumor
GAPDH - w» == - i T S gg P=0,0051(Wikaon st}
<3
Zz
Relative CENP-H & £
miiNAlwelln -~ "33 33 39 35 34 25 PX :‘E:Q\‘Z
&3
=W
oL

Normal Tumor

X 10. KBEHIEETOD CENP-A, CENP-H OIE5 L NX)VTOIEBIHK
KIGE T B A QWS & I 5 221 total RNA ZhiliL. RT-PCR (A, B). realtime quantitative RT-PCR
(C, D) 2T mRNA BOWEZTW. B EIBEHR TR L 2, CENP-A. CENP-HW3hb, FEAEOREHNTHE
#HTO mRNA BHOBMMAR S =,
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X 11. KBEHEEDOHL CENP-A btk %z Bl = s
KIS HLEE OBIR IS 2 b CENP-A Hitk 2 W THREREZTTo 2. JHEBICHRT, BHTIEEY bOX 70
By BRI ZFIRERITHML Tz, (@ (b) JBEE. (© @ ®H. @ (© HERf. (b) (d Hi CENP-A b
2 AN 72 S e fn,

12. KESE#kOHL CENP-H bk 2 W = e
KM R D38 3T 2 Hi CENP-H bifh 2 W TREREZ 7o . JHERICHRT, BTty bax7iRo
By BRI T FNBFETHML T, (@ (b)) (© (@ EWE. e O JHER. @ (e HER{, (b) (© @ O
bi CENP-H hith Z 225085, (o (@ & () OO DREREOHE KX,
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CEP8

CEP12

*p<0.05 **p<0.005

polyploid cell number(=>3)

wec CEMNP-H CENP-& vec CENP-H CENP-A

CEP8 CEP12

13. CENP-A, CENP-H O5#ifilFEBlC & 5 Jeaib BN 0O FE
YR IER 2 150 % 5T KIEEE 281 HCT116 i CENP-A ® CENP-H Z##HRBlZE. 260 ¥ U N7 ENE
FBU 2 2N Zhobik 2 W2 eB ke THEL 2. FRIC, § 12 HRkakotrraxyyo—JT2HNWT
FISH 21727, (A) CENP-HMERBL TWAHIRTIEIREHREBENZDENS (K., —Ji. CENP-H DS
FEBLU THRWHE TR EHIIIER 2 %525 U TWna KHD). (a) (c)FISH. (b) (d) §i CENP-HHilkiC & 5 fepEdefa. (B)
CENP-A % CENP-H 2858l U TW A AR TORAH RN Z 7381, CENP-H OEHFEBICXD. 30%LL LD
NYREERBIEER LU, —J. CENP-A DB U TW3HIITORGBAERBIEOB A1 10-20%ICE EE o 1=,
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CENP-A

CENP-H

vector

CENP-A

transfected

CENP-H

transfected

14. CENP-A. CENP-H Q&HIF8IC & 5 M ik E TRt RTE
CENP-A % CENP-H Z5#H53l 387 HCT116 fila D M Uitk %, bi CENP-A. CENP-H §ifk % W THRERE
2o, (@ (b)) (¢) XZ2 % —% transfection U 2O M %, (d) (e) CENP-A 25 I 2O
Mgk, () (g) CENP-H Z5ERBX B0 M %Mk, X2 % —% transfection U 7z #llig Tid CENP-A,
CENP-H &bty OXATPIRETSDICHLU T, CENP-A 23S 2241 TIX. CENP-A 3 M U ib 215
fEU7. —Ji. CENP-H 2RI 820 M kTl CENP-HIZFERZIEY FOATM SR &,

1. REEMBTHRENBK BPOB5N5 UNIH

Protein spot No. * Protein identification Database accession No. " SEQ score® Coverage (%) & Fold increase *
Protein increased in tumor tissue
1 vimentin 2i[2119204]pir]|A25074 70.0 19.1 227
2 nuclear autoantigenic sperm protein isoform 1 ref|[NP_751896.1| 83.9 5.6 297
3 keratin 6 ref[NP_775109.1| 135.1 25.0 228
4 calreticulin precursor ref[NP_004334.1] 190.8 34.1 2.36
5 enolase 1 refNP_001419.1]| 214.6 355 242
6 ubiquinol-cytochrome C reductase complex core protein 2 £i[21903482|sp|P22695| 145.5 313 1.77
7/ phosphoglycerate kinase 1 ref|NP_000282.1| 1823 37.6 1.77
8 Dnal (Hsp40) homolog ref[NP_006136.1]| 125.1 23.2 2.25
9 heterogeneous nuclear ribonucleoprotein A2/B1 ref[NP_002128.1] 108.7 27.0 2.1
10 Crystal Structure Of Recombinant Human Fibrinogen Fragment 8i[24987624|pdb|ILT9|B 95.7 329 1.95
11 heterogeneous nuclear ribonucleoprotein A2/B1 ref[NP_002128.1| 202.6 49.9 2.1
Protein increased in adjacent normal mucosa

12 X 8i[14195005|sp|060437| 242.0 17.3 1.96
13 vinculin 8i[24657579|gb|AAH39174.1]| 202.1 21.9 253
14 myosin heavy chain nonmuscle form A £i|625305|pir[|A61231 156.8 9.1 2.52
15 caldesmon 1 isoform 1 refINP_149129.1| 71.8 7.9 2.75
16 smooth muscle myosin heavy chain 11 isoform SM1 ref|[NP_002465.1| 133.6 8.9 6.2
17 annexin VI 2i|113962|sp|P08133| 129.4 223 325
18 heat shock 70kDa protein 8 ref[NP_694881.1| 78.0 17.6 251
19 alpha-fetoprotein 8i[27692693|gb|]AAH41789.1] 135.1 223 2.05
20 transferrin ref[NP_001054.1| 183.3 21.8 1.72
21 dnaK-type molecular chaperone HSPA1L - human 8i[2119712|pir||A29160 125.5 22.0 1.78
22 alpha-1-antitrypsin precursor gi|1703025|sp[P01009| 207.6 359 23
23 desmin £i6686280]sp|P17661| 103.5 234 2.15
24 procollagen-proline ref|NP_000909.2| 146.3 30.7 1.43
25 alpha-1-antitrypsin precursor gi[1703025|sp|P01009| 120.8 29.2 23
26 keratin 13, type I 2i|71526|pir|KRHU3 185.9 382 32
27 tropomyosin gi[7441391|pir|| T08796 160.3 422 345
28 beta tropomyosin 2i[6573280|gb|AAF17621.1| 109.8 253 345
29 annexin A8 ref[NP_001621.1] 83.1 272 1.59
30 annexin I ref[NP_000691.1| 193.5 38.2 1.99
31 aldolase A 2i[229674|pdb|1ALD| 85.6 18.2 2.93
32 calponin 1, basic ref[NP_001290.2| 78.0 30.6 2.86
33 calponin 1, basic ref[NP_001290.2| 118.0 36.4 3.41

*Protein spots were described in Fig.1
*Reference for protein identification

‘SEQUEST score of candidate proteins. The quality of the candidates were carefully judged as described in Material and Methods.
‘Sequence coverage of MS/MS analysis of protein

‘Intensity of spots in 2D-DIGE gel of 12 matched samples (tumor tissue vs normal tissue) was measured by DeCyder

™ software.
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