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ooono

Table 1. HigR-Hevel smpENCations (10G2rato » 2.0] detectsd in OSCC cell Inas by CGH-array analysia uaing MCG Cancer AITay-800 and Wnois Genome Array-£500

Locus no. BAC Locus' Coll ks (Totad 21) Posaible target gene” Number of known gena®
Chromomal band Posron n Name
1 RP1+-204018 3528-29 CrH3 133773 284-152.674.704 1 TCHCa-5851 FGFIZ 1
2 1131843 Bqts chr5 88,649 168-88,724 237 “ TO5Ca-25 None *9
RP11-526°8 6qt8 chrs: 83,676, 804-69 877 257 * TOGCa-2S
3 RP11-AEHE £Qi6.3 ChrE 102,675,956-103.063,342 M TOSCa-2S None a
4 RP1-55010 522 31 ChrE 120 850, 056-121.030. 474 M TOSC3-58 Nona g
RP11-311B1 5322 3% chr5 122 660 488-122.751,548 ° TOSCISE
RP*1-374A22 aq22 3 chrg 124 065 855124 226, 5°5 * TCaCa-3E
s 2D 1-110°4 pi23 U7 47 565 53747 568,205 K TOSC332 None [
€ RPIGONT] Tpiz aV7153,858,01-54,357,902 . TOSCa-25 EGFR e 10
RP11-1451 Tpit2 754,954 314-04 954 933 3 TC5C3-26, 32, 56
Ipti2 7S5, 222 B75-55 348,131 3 TOSCa-2%, 32, 5C
¥ Tpit2 o7 85,431 560-55 STE 264 3 TCSC3-28, 32, 50
RP11-34424 Tpi12 Ch7.65,596,472-85 £5€,312 3 TOGCa-25, 22, 5C
RP11-B0i24 Tpi12 w755 B43 BEE-55,577,903 2 TCS5C3-25, 32, 56
7 RP11-49%:0 8241 cr8i 127 636, 702-127 795 238 k TOGC34s MYCZ 2
RA1-30R22 8R4 21 Cr8 128 735 £ 10- 126854742 E TOSCILE
RP11-237F24 Sq24 21 o8 135 817 436135 822 BES * TOSCaE
£ RP11-35F 11 11q12.3 ow1162,633,912-63, 103 602 * TCSCaas CONDY, FGF3 FGF4 “ES
RP11-30824 14913 aw153.230, 44763, 411 B84 M TOSCISE
RP11-E0SL2Y 11943.3 C1152,333,995-65.343 125 B SCa-5, 45, S5 €S
s tigqa2 s chrt $:39.810 7”999 9E5 433 . BIRCZ BIRC3, YAP? 23
RP113084 119222 chr1:39 532, 373100132253 E
RP1*-631017 11224 11100, 355 355-100,536 534 ‘
RP11-750PS 11g22.2 13101 £23 735202 151 048 +
RF11-28124 11q222 chr11.101,722,105-101 686,737 N
REA11-31506 119222 cr11101,734,723-901,639,721 K 20
REF1H17018 chrt10t 9’2'2“"‘ 102,098 285 *
RP11-T50PS chr1v102,010.717-° 02,151,008 E
"Bt 1-5EH8 enrl 102,252 €72-102,424 014 :
RP14-23FE 1 2 Chr1y102,496.913-202.457.333 K
RD11-2122 17qaz.2 chri1102.613.698-°02,771.554
RP11-E1M22 11q22.3 ohr12 104 480.486- 204 486 .5C° K TCCC3-38
10 RP%1-312E1H . cr12:5,1€3.336-8 344 307 K SAS KRAS2 2%
RR1443H1Y 12p12.3 Sw12:5771,9025.327,033 1 SAS
AP11-166G2 12p13 31 onr125 782 S25-5 783, 146 ‘ SAS
RP11-38x24 129431 1213644 252-13 309,265 * SAS
RE1-3358 12421 1225 421 728347 73 * SAS
RERAR Ml i2pi2% Cnri225 882 9425 383 - SAS
RP*{ITTENT 12072 S1228, 555 D21-2€, 163 93E * SAS
RP11-28355 2012441023 w1226 122 38328326 €10 * SAS
12p°2.% C1226,255 245-0€ 285 678 * DAS
12p11.23 oW1226 671, 081-26 357 010 B SAS
12p1123 Cnri2 26 832 206- 06,332 BOE : GAS
|P11-73112 2p1121 Qw12:31,.300,955-3° 457 336 “ SAS 30
RP11-517B23 Zpii ow12:31.362 82531 533 573 * SAS
R RP11-837PE 12921.33-22 chr12:9% 547 1606 294 23 * TOGCa-2S None 3
12 RP11-205M16 1224 32 ChrZ 125 875,266-125 03021 : TOOCa-2S None u
13 RP1i-d 149231 ohri4.58,681 521-58 851787 < TO5C3-5851 HIF 1A €7
RE11-TaM 14q23.1 chr14:59 822 £33-55,822 %77 * TOGC3-£351
RP11-1G3F5 14923 onr4v0,271 223-60,505 1 4% * TCSCI-
izl NZU 14q23 1 eNr14:50.265,133-60.487 £3C M TCSCa-
RP11-64118 1423 ¢ chri4 50,681 B13-60.681,318 * TCSC3-
RP11-E88L10 14023 1 chr14:50,704 696-60.37D, 460 * TCSC3-3851
RP11436GE 14q23 ¢ chri4 91,022 87061237 453 * TOSC3I-L&ST
RO11-7%3 144234 chr14%51,303,602-6 1,240 452 K TCSCa-5851
RP11-145012 14q232 chr14.62 €51 3£3-62 8345 834 M TCS5C3-5851
RP11-425iil 14q232 chr14:52 834 544-63,060,42¢F 1 TOSC3-5851
"PY-14C21 149232 chri4:63, 7*24‘1—538&»5’.& N TOSCa-885
RP*-712C13 14q232 cnr483.76 x b TOSCa-588"
RP11-24%"6 1223 3-23.2 ohrid463,374 BEE-64, 135 774 * TCSCa-555%
FR1£3622 14922.3 Chi14.:54 463,211-64, 263 B2 * TOSC3-58G 40
RE11-840715 144222 chrtdnd £11 56664 626,930 N TOSCa-588t
RF14-30524 149223 chri4:56 B0, 287 £7 002 C8% * TCLC3-585
RP*1-156EX2 14q23.3 chr1d:56 647 BAF-67,074,19% H TCSCa-585°
RP11-736°3 14324 1 chrido7 744 25867 304 830 ‘
RO tIEET 14q240 Chrid 57 G40 15768 130, 02° *

*Based on UCSC Genome Smwser, Math 2006 Assembly.
‘Genes Ccaed aturd BAC, whose hamoXygous deletion was vatdated By genomic PCR andar FIS

gogoooaad



(12) JP 2010-35525 A 2010.2.18

Tabie 2. Homozygous deletions {log2 ratio < -2.0) detected in OSCC celi lines by array-CGH using MCG Cancer Array 800 and Whole Genome Array-4500
Locus no. BAC Locus’ Cell ne (Total 21) Possible target gene®  Number of known gene®
Chiomomal band Position n Mame
1 RP11-91A11 g2 chr2. 133 466 940-133 €22 645 1 TOSCa 7 MNone 1
2 RE11-29017 221 chr2 141492 116-141 492 583 3 TOSC3-45 T3M1 Clone2. T3M1 CL-1 LRP18 1
3 RE11-94013 Jp14 2 chr3'60.756 984-60 627 060 2 TOSCa32 <0 EHIT 1
4 RP11.26211 4G351-352  chrd:167,244 507-187.360,943 3 TOSCa 24, 36, 52 FAT 7
RP11-213419 49352 chrd:187 358 353-187.518 645 3 TOSCa-24. 353, 52
RP11-176C12 4q352 chr4:187 742 000-187,910.017 2 TOSCa-55, SAS
RP11-182A% 4Q352 chrd: 187.810,108-187.977 606 1 TCSCa-55
S RP11-176P17 o3 chr9:9.504.447-9,653 533 4 TOSCa-24 30 38 HO-1-u-1. KOSC-! PIPRO 1
RP11-91E3 %23 chr§:3 554 544.G 589 368 2 TOSCa-24 HO-1-u-1, KOSC-3
RP11-6H13 %23 chr 9722383 & 852 247 2 TOSCa-24 HO-1-u-1, KOSC-3
RP11-1%G1 X023 chr3,932,058-10.130.641 2 HO-1-u-1 KOSC-3
& RF11-113019 Qo213 chrid 20,99 404-21 156458 1 HSQ39 COKNZA, CORNDB, MTAP 4
RP11-33447 w213 chr9.21.506.374-21.676.218 1 HEQ8Y
RP11-145E5 902123 Thrd 21,995 414.22 155 446 2 TOSCa- 5851, HSGEY
RP11408M14 o213 chrai 2 155 B47.22 209 628 1 TOSCa-9851, HS28Y
RP11-44115 9213 chr® 22,305 533-22,479.595 1 TOSCa-5851, H3C8Y
RP11-111 213 chrd 22476 49622579721 1 TOSCa-5851, HSCES
RP11.782K2 G213 chra 22 534 481.22 585358 1 TONMCa-S851, HSQ8Y
RP11-33015 o213 ¢hrg 22.823.057-22,622.4%0 1 TOZCa-S851, HGee
7 RP11-6101 123 chr16.77344719- 77345302 2 YOSCa 32 0 WYX 1

*Based on UCST Genome Browser, March 2006 Assembly
“Zenes located around BAC. whose home.oygous deletion was validated by genomic PCR andror FISH
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Method Target Forward primes Reverse primer
Genomic PCR
TRL3 S-GCAGCATATATAATTCATG S-TGATGCTGTTAACAATTGCT
DHFZP564J S-TCACAATATGTGCCTAAATC S-CACAGATAAATATAACACTT
CYPIV2 S-TCCAGGAGAMGATGTTAACAC S-CAGATGATATCTAAGGCAC
KLKB1 §-GTGGTCCCTTAGTTTGCARAC F-ACTGCATCTGAGCTTTTCCATC
Fi1 §-CATCTGGTAGGCATCACGAG S-CTGGGAACCCATTCACACTG
MTNRIA S-GARACATCTTTGTGGTG S-ACTGACTTGGCAGTGCAGATA
FAT S-TAGAGAAGTGAAGGATCACTAC S-GGTGOETGAGAATAACGGTC
RT-PCR
TRLY F-AATCCCTTTGTCAAGCAGAAG F-TTGATAATAGAAGCTCTTGGAG
DKFZF564) S-ATGAGAAGGAGGACAAAGCA F-LGCTCCGTGACGTTTGAACCA
CYPdv2 S-ATACAACTGCAGCTGCAATA §-GGTCTCCTTAATAACACATTC
KLKB1 S-ATGGGGCTTCTCGAAGGAG F-CAGCACAGACCATCCGTTG
F11 5-CCAGAAGAGATACAGAGGACA SLTCGTGATGCCTACCAGATG
MTNR1A S -GGTGTATCGGAACAAGAAGCTC S-ACTGACTTGGCAGTGCAGATA
FAT E-TCTCTGAGCTCCTTCCAGTC S-TGGCGTTTGGATCTGCTGAG
COBRA and Bisulfite Seqencing
MTNRA Region 1 5- GTTAGGTGATATTTGGTGTT 5- CATTTAATCCCAAACAACCTA
Region 2 5 GAGGTTGTITAGGATGTTTA SAACACCAAATATCACCTAAC
Region 3 S-AGTGTTTGGGGAAGGTTGGT F- ATAAACATCCTARACAACCTCCT

MSP

MTHNR1A -methyiated (MSP)

5LGGTTTTICGTGGTTIGGOGT

F- GCGAAAMAACGCTACGTCCG
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MTNR1A -unmethylated (USP) 5. TGTGGTTTTTGTGGTTGGTGT 5- CCACAAMARAACACTACATCCAA
Mutation analysis
MTNRIA  Exon 1 5-GGCCGGGACGCGCACAG 5-AGGCOGCTGLGTCCGGAG

Exon 2 5-AATTGTAACAGAAAACCCACTG 5-GACCTGGAGAACCAGGATC

Exon 2-2 5-CTACACCATCGCCGTGGTG 5-GAGCGAGGCCTTGCGCAG
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Table 3. Correlation between clinical background and expression of MTHR1A protein

2010-35525 A 2010.2.18

MTNR1A expression’

P value®
n Pasitive (®o) HNegative (%)
Total 50 34 (68) 15 (32)
Age (years)
< 25 (72 2
60 18(? ) ?( B) 0.762
> 60 25 16 (B4) 9 (38)
Gender
Male 36 22161 14 (39 0.175
Female 14 12 (86) 2(14)
Differentiation
Well 23 18 (78) 5(22) 258
Pcor-Moderate 27 16 (59) 11¢41) -
Stage
24 ( 5 (2
P+l 24 18("1'5) 5 (25) 0474
e+ v 26 16 (62) 10 (38)
TNM classification
T stage
T1+72 36 25 (81 7019 0.007
T3+T4 14 5(36) 9 (64)
H stage
3 20 (B 2 )
NO 32 20 (63) 12(37) 0351
H1-3 18 14 (78) 4 (22)

O 0Oooo
O 0Oooo
O Oooo

O O

NOTE: Statistically significant values are in boldface type.
*MTNR 1A expression was evaluated by immunchistochemical analysis as described in Materials and Methods
*P values are from x: of Fisher's exact test and were statistically significant when <0 05 (two sided).
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ooaon

Tabie 4. Cox proportional hazard regression analysis for overall survival

Univanate Multivariate”
Factor Hazard ratio {95 % confidence interval) P value® P .value®

Age {years)

>60 vs. <60 1060 '0430-2612; 0899
Gender

Male vs. Femal 1080 04102 843} Q877
Diffrentiation

Poor Moderatwe vs. Well 2.699 11.041-8.005, 0.042
Stage

HIHY vs. I+l 4184 1449311 7585: 0.007 0.0099
TNM classificatuon
T stage

T3+T4vs. T1+72 3504 14168 606 0.007
N stage

N1.3 vs. N 2 193 (0 890-5 405, 0088
MTNR1A expression®

Negative vs. Positive 2.616 (1.128-7.029, 0.027 0.0498

NOTE Statistically significant values are in boldface type

*Forward- and backward stepwise analyses wete used for multivaniate analysis

P values are from two-sided tests and were statisticalty significant when <0 05

MTNR1A expression was evaluated by immunchistochemical anatysis as described in Maternals and Methods
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