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6 AFEAOGUE~A7/aTLALHRER A ST, B F UIERS 2K
PURERE A ST AN TN EVUAEREPEY e~ AF 7 —BE AN TEF
REAEWRI T DR TED, BRAGFNHEOR A, Lidt®/ra—F L filkses
0 —7 U TEECT DM EMMEZ W, T e BRE L TEH 22808
TED,

ARWOTR~A 70T L AZI U, p53_EOBEEDOFIREE/FHBAL DOEARRK
Be% RN DRI N 22N TED, Bl 21T, ARHOHiE~AaT LA
[CAN RS T T B SR Dpb 35 L NI B & IGER D, EDFER., HIZIX, 373
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[0052]

[0053]

[0054]

[0055]

[0056]

FHOVDUEBENRT BF MEEN, 392F B ORIV EBEBIVRILESLTWAZE
BOPIIE, ZOAN AERIT T DO pb SEHELOEMRILEZH SN 5T
LBTED,

Fo, OBREL T AR OHIE~ A7 07 L A% HE (FHTE) ORI
AT 2L TES, BilzIE, HOFEBEHROPS3FL I EECy5 THEMRL |
FHHRDPp53F L I EFECy3TIEMRL T, TNOERAL ., AR DOFiE~A71
TUALESE, ROV —F—&2fAWev /a7 A )—F—2kh, #tfak
OECHE L E TR, B EE B ROp53DOFIRBEMOREL R - EET
HIENTED, ILIT, MOBBRELL TiX, ARV OBk~ /a7 LAEZ AT, T
R IR A b A EAT)— =0 T T HILNTES,

Fo AFHICIE, ARAOE/ Ja—F AHKREEIARAOHIK~ (70
TUVAELITE O % & Tep534 7 HORIRBEMORES Y M RtEh
3, AFEHOREF Y MZLIUE, pb3%L B ORIIRBIERG IR BEZ M5 (51> DR
HWIZHETDIENTED, ARPDOREFYMIFEND T/ /a—T NHFUEBLT
ik~ A a7 LA BEMShEHR T v — 713, AR ST 570w 472
TS TR T BT EBMFELL, KFITFITC, B4 F IR 5 e %
Ly,

Fio, AR ORPEF Y ML, AP OE/ 7a—F ViR E TGk~ oaT
LADIED, JIE, BN EHET DI CREREBOMORELFIZHE TS
TENRTED, BARIIZIE, B, B OB~ F RHUR S8R L&
#i T F IR, Ty e ARER, B RTUR, SO, 7 ay¥ 7K
BRFIRTHIENTE BERIERE FAVSSA I, EE BAHAELFIRTHZ
LBTED,

o2, AL, AR OE / 7a—F A G ER iR~ 7aT7 L A%
FNBZEZ K MET 5, pb3F B OB EMRBBORIE F ik Ritans

PIB IR EAUT, pb35 L /I E DFHFRBEAEAR IR FEA i (52> > Bk | E
THILENTED,
ERBIEFEL, BlZIX RDIDNATIZERTED, A OMIIARN 22 AT

Ll
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[0057]

[0058]

U2 FCHIBIZ SR L, Zhbp53%& BT 5, N T, S Zp538 A
FHDE/ 7a—F LNk LE B (FO5) S8 AN AATTEMETI2BIT5p53D
FIIRBREMORBEEA R RATRIN T2, BILICARM 0Tk~ A7 uT L A%
AV, pb3 LDBEEDFHFE B ML DEERIR 8% [FReh> ORERER ] E
THIENTELELYY,

ZOMOEHEREREEL TiX, ARH DT/ 7a—F AR HE~ (77
AE AV EE LT 5, FEOBWIHIEL AR IV RMEEh D, BRI,
B2, DHOREBA HRDOPE3FZ L I HZCy5TIEML | i H A HRDp53F X
VB % Cy3TIEML T, ZhbERA L. AFWDE/ 7a—F Ak, Hik~A(/u
TUALHEA RS A REOCIRE DR L EARIE I, FBRE B RDOp53D
IR EMHORBERIL - EETE, ZNERTTREOZENIRIH T2 TED,
Fio AR DE /) 7a—F VHRE I HE~ A 70T LA WS LA R LT
HHFERI LU TH AREAME A7) —=0 74 5 bR kE NS, &5ITIT, A%
O/ 70— A HilkE B RS E L CEHA THERMEY . FUBATL AR
IhiRtEsh 2,

Syl

LUF | AFEH OB LB Rx BRI R T R EFIE OV TR T2, 238, &
FEIIZNOD E BN IVMGRESNDE D TIIR,
< 1>

(DHUEARTFROBIRB I AL

3937 /BN DIRBpE3F L TE DL, H LT Zp5 3FIRE BT E
BRI FREINETFA L, ENDDORTFREGHK LT, 3% 7 FRIINAG
HBVFICRIHI T AT A ZAINL, D> ONKH o 7/ 557 F LV ECHR#EL
2o F1(ET, AciTT7T®FNVE, S(P) Vbt ), T(P) XV VB bAL A=
> K(AC) X7 B F WMLV BT IR T I, Bl¥IE 525~47TRENDT
BRI DR DEMNTF R, BlFIE 548~ 70 TRIND T IR 6725
FHEMRTF R (AN 525~47T TRINDT I/ BERLSI LRIBLH DO~ TF R Th
ST, VVBLE T EF SN TRV TFR) BLOESIF F71~93T
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RKINDT I BEEINPORDEM~TF R (BLFIFE 5 25~47TRIND TR
Fsie HEHTFRONKMIZ LTI B 2R EO T /BE M MUIE#i~7FR)
EABLUTC, AR EE LU TICHB 5,

[0059] [RLAWRSWEHEATFRERT]
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BRI EE [REES] FI/EECH
25 Ac—1-12(6P)-C Ac—MEEPQ-S(P)-DPSVEP-C
26 Ac—4~15(9P)-C Ac-PQSDP-5(P)-VEPPLS-C
27 Ac-11-22(15P)-C Ac~EPPL-S(P)-QETFSDL-C
28 Ac—13-24(18P)-C Ac—PLSQE-T(P)-FSDLWK-C
29 Ac—15-26(20P)-C Ac—SQETF-S{P)-DLWKLL-C
30 Ac~-27-38(33P)-C Ac~PENNVL-S(P)-PLPSQA-C
31 Ac—32-43(37P)-C Ac—LSPLP-S(P)-QAMDDL-C
32 Ac—41-52(46P)-C Ac-DDLML-S(P}-PDDIEQ-C
33 Ac—50-61(55P)-C Ac-lIEQWE-T(P)~EDPGPD-C
34 Ac—76-87(B1P)-C Ac-APAAP-T(P)-PAAPAP-C
35 Ac—85-96(90P)-C Ac—PAPAP-S(P)-WPLSSS-C
36 Ac—310-321(315P)-C _ [Ac—~NNTSS-S(P)-PQPKKK-C
37 Ac—366-377(371P)-C  [Ac—SSHLK-S(P)-KKGQST-C
38 Ac-371-382(376P)-C  [Ac—SKKGQ-S(P)-TSRHKK-C
39 Ac—C~372-385(378P)  jAc-C-KKGQST-S(P)-RHKKLMF
40 Ac—C—-385-393(392P) |Ac-C-FKTEGPD-S{P)-D
41 Ac—300-311{305Ac)-C [Ac—PPGST-K(Ac)-RALPNN-C
42 Ac-315-325(320A¢)-C |Ac~SPQPK-K(Ac)-KPLDG-C
43 Ac—365-375(370Ac)-C [Ac—HSSHL-K(Ac)-SKKGQ-C
44 Ac-367-377(372Ac)-C |Ac—SHLKS-K{Ac)-KGQST-C
45 Ac—368-378(373Ac)-C |Ac—HLKSK~K(Ac)-GQSTS-C
46 Ac—376-386(381Ac)~C [Ac—STSRH-K(Ac)-KLMFK-C
47 Ac—377-387(382Ac)-C |[Ac-TSRHK~K(Ac)-LMFKT-C
48 Ac~1-12-C Ac—~MEEPQSDPSVEP-C
48 Ac-4-15-C Ac-PQSDPSVEPPLS-C
50 Ac-11-22-C Ac—EPPLSQETFSDL-C
51 Ac—13-24-C Ac—PLSQETFSDLWK-C
52 Ac—15-26-C Ac-SQETFSDLWKLL-C
53 Ac—27-39-C Ac-PENNVLSPLPSGAC
54 Ac—32-43-C Ac-LSPLPSQAMDDL-C
55 Ac—41-52-C Ac-DDLMLSPDDIEG-C
56 Ac—-50-61-C Ac-IEQWFTEDPGPD-C
57 Ac~76-87-C Ac—APAAPTPAAPAP-C
58 Ac—85-96-C Ac-PAPAPSWPLSSS-C
59 Ac-310-32i-C Ac—NNTSSSPGUPKKK-C
80 Ac—366-377-C Ac—-SSHLKSKKGQST-C
61 Ac-371-382-C Ac—SKKGQSTSRHKK-C
82 Ac—G-372-385 Ac-C-KKGQRSTSRHKKLMF
83 Ac—C-385-393 Ac-C-FKTEGPDSD
64 Ac—300-311-C Ac-PPGSTKRALPNN-C
65 Ac-315-325-C Ac—-SPQPKKKPLDG-C
66 Ac—365-375-C Ac—HSSHLKSKKGG-C
67 Ac—367-377-C Ac—SHLKSKKGQST-C
58 Ac-368-378-C Ac—HLKSKKGQSTS-C
69 Ac—-376-386-C Ac—STSRHKKLMFK-C
70 Ac-377-387-C Ac—TSRHKKLMFKT-C
71 1-12(6P)-C MEEPQ-S(P)-DPSVEP-C
72 3-15(9P)-C EPQSDP-S(P)-VEPPLSC
73 10-22({15P)-C VEPPL-5(P)-QETFSDL-C
74 12-24{18P)-C PPLSQE-T{P)~-FSDLWK-C
75 14-26(20P)~-C LSQETF-S(P)~DLWKLL-C
76 26-3%(33P)-C LPENNYL-S{P)-PLPSQA-C
77 31-43(37P)-C VLSPLP-S{P)-QAMDDL-C
78 40-52(46P)-C MDDLML-S(P)-PDDIEQ-C
7% 49-61(55P)-C DIEQWF-T({P)-EDPGPD-C
80 75-87(81P)-C PAPAAP-T(P)-PAAPAP-C
21 84-86(90P)-C APAPAP-S(P)-WPLSSS-C
82 309-321(315P)-C PNNTSS-S(P)-PQPKKK-C
83 365-377(3711P)-C HSSHLK-S{(P)-KKGQST-C
84 376-382(376P)-C KSKKGQ-S(P)-TSRHKK-C
85 371-385(378P) SKKGQST-S(P)-RHKKLMF
86 384-393(392P) MFKTEGPD-S(P)-D
87 299-311(305Ac)-C LPPGST-K(Ac)-RALPNN-C
88 314-325(320Ac)-C SSPQPK-K(Ac)-KPLDG-C
89 364-375(370A¢)-C AHSSHL-K{Ac)~SKKGQ-C
90 366-377(372A¢)-C SSHLKS-K(Ac)-KGQST~C
91 367-378(373Ac)—C SHLKSK-K(Ac)-GQSTS-C
92 375-386(381Ac)-C QSTSRH-K{Ac)-KLMFK-C
93 376-387{382Ac)-C STSRHK—K{Ac)-LMFKT-C

PCT/JP2006/306921
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[0060]

~_7FREHIEFmoe chemistoryZ AWz FEIEFEA R E CTIT o1z, BHAT
—/1%0. 2mmol, Vo @bV (Ser™), Vo mgbAL A= (The™) , 7EF 1
LYy (Lys“) ix, Zh2 N Fmoc—Ser (PO (OBzl) OH) —OH) . Fmoc—Th
r (PO (OBzl) —OH) —OH, Fmoc—Lys (Ac) —OH% IV T AL (3:2: Fmo
c—TUMER)  NAML, fKEHR (1mmol) TF e F MLz, AT TR
I%. ReagentK (82. 5% N7 VA uEiE, 5%K, 5% T 4T =Y—N, 5% 7=/ —
W, 2. 5%1, 2—ZFZUVFA—)V) | IR, SRR TTHUASHE B AREEDUSEAT o7

o

[#&2:Fmoc— 73 /A /R ]

Fmoc—AA—OH MW
A Fmoc—Ala-OH 311.3
R Fmoc—Arg(Pmc)-OH 662.8
C Fmoc—Cys{Trt)-OH 585.7
Q Fmoc—GIn{Trt)-OH 610.7
E Fmoc—Glu(otBu)-OH 4255
G Fmoc—Gly—OH 297.3
H Fmoc—His(Trt)-OH 619.7
I Fmoc-Ille-OH 353.4
L Fmoc—Leu—OH 353.4
K Fmoc—Lys(Boc)—OH 468.5
M Fmoc—Met-OH 371.5
F Fmoc—Phe—OH 387.4
P Fmoc—Pro—OH 337.4
Ser(P) |Fmoc-Ser(PO(ObzI)OH)-OH 497.44
S Fmoc—Ser(tBu)-OH 383.4
Thr(P) |[Fmoc-Thr{(PO(Obzl)OH)-OH 511.5
T Fmoc—Thr(tBu)-OH 397.5
W Fmoc—Trp—OH 426.5
Y Fmoc—Tyr(tBu)-OH 459.6
\' Fmoc—Val-OH 339.4
N Fmoc—Asn(Trt)-OH 596.7
D Fmoc-Asp(otBu)-OH 4115
Lys{Ac)|Fmoc—Lys(Ac)-OH 410.5

EEROINILTELNIZLTFRiZ. PRE—PACKED COLUMN RT 250
—20(MIGHTYSIS RP—18 GP 5um)ZHAVW=ififiEdikikra<vhr s>
4L VRERILT-, IWHIIZ0. 05%TFA— 7 Eh=RI /L O BRI E AR L 0IT-
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720 RERENT=ATF NEE LS E BN ., BAETR LTz, BofEmic, ilshiz

NFFROMEL, analytical PRE—PACKED COLUMN RT 250—4. 6(

MYGHTYSIS RP—18 GP 5um)&f\Wemdiikra<hr o7 +—BLW

MALDI—TOFHE &4#riEE (AppliedBiosystemsfl#l, Voyager DE—PRO

I o THER LTz, BN B AT FROEBEOH O RERIITRT,
[0061] [F3: AT FROEEGHTOREERT]
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#E [REIES MW, EX
25 |Ac—1-12(6P)-C

26 |Ac=4-15(9P)-C 147753 503.76
27 |Ac-11-22(15P)-C 1587.62 586.97
28 |Ac—13-24(18P)-C 11675.8 677.75
29 |Ac—15-26(20P)-C

30 Ac-27-39(33P)-C

31 Ac-32-43(37P)-C 1511.65 511.63
32 |Ac-41-52(46P)-C 1615.66 615.11
33 |Ac-50-61(55P)-C 1658.65 658.93
34  |Ac-76-87(81P)-C 1256.37 256.54
35 |Ac—85-96(90P)-C 42152 421.61
36 [Ac-310-321(315P)-C 540.61 1543.92
37 Ac-366-377(371P)-C 512.72 1513.49
38 Ac-371-382(376P)-C 596.72 1597.89
39 Ac-C~372-385(378P)

40 |Ac-C-385-393(392P) 1220.17 1220.27

41 Ac—300~311(305Ac)-C 1438.58 1439.63
42 Ac~316-325(320Ac)-C
43 Ac~366-375(370Ac)-C 1423.56 1424.7
44 Ac-367-377(372Ac)-C 1387.52 1388.03
45 Ac-368-378(373Ac)-C
46 Ac-376-386(381Ac)-C 1649.81 1551.57
47 Ac—377-387(382Ac)-C
48 Ac-1-12-C

49 Ac-4-15-C

50 |Ac-11-22-C 1507 .62 1530.11
51 Ac-13-24-C 1595.77 1597.03
52 |Ac-15-26-C
53 |Ac-27-39-C
54 Ac—32-43-C
55 Ac—41-52-C 1535.66 535.87
56 Ac—50-61-C 1578.65 578.99
57 Ac-76-87-C 1176.37 17647
58  |Ac-85-96-C 1341.52 34177
59 Ac-310-321-C
60 |Ac-366-377-C 14326 1433.08
61 Ac-371-382-C 1516.72 1517.46
62 Ac—C-372-385
3 Ac—-C-385-393
4 Ac-300-311-C 1396.58 1396.97
5 Ac-315-3256-C 1339.52 134079
66 Ac-365-375-C 1381.56 38273
67 Ac-367-377-C 1345.52 46.43)
68 |Ac—-368-378-C 1345.52 46.64.
69 Ac-376-386-C 1507.81 08.39
70 |Ac-377-387-C
YAl 1-12(6P)-C 1627.53 527.02
72 -15(9P)-C 1564.59 56532
73 0-22(15P)-C 1643.7 645.79
74 2-24(18P)-C 1730.84 732.94
75 4-26(20P)-C 1761.92 763.83
76 26-39(33P)-C 1661.79 663.75
77 31-43(37P)-C 1568.72 604.54,
78 40-52(46P)-C 7048 704.75
79 49-61(85P)-C 731.69 732.09
0 75-87(81P)-C 31144 311.51
84-96(90P)-C 450.55 1450.83]
309-321(315P)-C 595.65 1594.87
365-377(371P)-C 607.69 1609.12
4 370-382(376P)-C 682.84 1683.89
85 371-385(378P) 43.06 1841.26
86 384-393(392P) 06.17 1205.15
87 299-311(305Ac)-C 09.69 1610.29
88 314-325(320Ac)-C 426.6 142777
89 364-375(370Ac)-C 1452.59 1453.82
90 366-377(372Ac)-C 1432.55 14335
91 367-378(373Ac)-C 1431.55 1433.79
92 375-386(381Ac)-C 1635.89 1636.59
83 376-387(382Ac)-C 1607.86 1609.89

(2) B D582 EHUAREE A= M e oD R
KLH (PIERCEAL#L No. 77600) 2% LT, N— (m— <L AIFRV A )VA5F
N ARV AIR [N — (m—maleimidobenzoyloxy) succinimide : L F. MBS&

VW)) (PIERCE4L#L, No. 22311) 1mg, /0. 4mL N, N—UAF )LiRLVAT IR (
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[0062]

[0063]

[0064]

LUF. DMFA&W)) ZRA L, 1R, IR TGS 72, 0. 0O5MOD Y FRAETE
K (pH7. 4) TP LIz i 7 A (Sephadex G—25, 77~ TR i
L. EHEOMBSZREL T, KLH— <L (I 10mg% 7z, Eit (1) TARLE,
ALHNE 525 ~47T TRINDT I/ BRLH > DIR HER I~ F FomglZ kL TKLH
— <L AIN%10mgZ THIR TR UGS E FbN /e _T7FF —KLHEA K
PHIRELUTHVWE,

Tt B LIZBALB, ¢~ VA (KT FRY 5L A) ikl T, KLH—- &
K550 u g/ MLL722L9, 5827 uA L bT V230 hMICN/Cappelfl#i, No. 55
82) LEBIT, VAT EIC10E TR TR G5z, LR 2B H B X IZR ED
FEERETOALNT Vo e EBIZSEHREMNRE LT, <V ARFIREVEL ML |
Z OMIET A% TR (3) DELISARIE L TR~ 7,

(3) HiA i PELIS ARIE 1k

967 L DHFE 7L —M(NUNCAHERYD) 12 EFE (1) TARELHUR AT F Ko u g
/mlEFNENLI00 1L/ T FoR1EL, 4CT—REL THiiEZ 7L —MN
a—hRL7z, IRWT, IR ER . T3 (0. 2% Tween20% & 1rPBSYAK) (2 T2/
Vel LTtk el CR Y oV BTG L, SIRC2RFE A F o —hU iz, WA bR
%, FHHK (0. 056%Tween20% E L PBSYAIR) I CARLZHLIMI (1000f% &
V2EPEFRIN) KT = /WIZ100 p UNZ, iR C2RFE AL FaX—FLiz, A% =
N—avth WIREREL, K CIEITESR LIk, EETIFE VAR —
¥ (HRPO) fE &YX Hi~7 A1gG (Biosourcet ) 247 = /L2100 p N Z | &
IR C2REEI AL Fa_X—hlTz, AU Fa—Tarth, WREREL, e c3lmE
Pt BHER ANV N7 =L V730 10mgh 7 =T —Y  TRiR K (pH
5. 0) 25mUTIEAF LT IRIIT . MR LK RS u IE MR T2WIK) 2457 =/112100 1 1
Mz, 2053 FFEESE, IM H SO 2100 4 IR CHREZHFLSHE, Immuno
Reader (BioRad4t#L) T492nmD W Y E &I E L=,

(4) &/ 7a—F NPURORESL

T ekt 2 R LT~ T AD D S 24 H I Mg E R I L . RPMI— 1640
1 (Invitrogenth: ) | SR L C MBI MBIk - 17, M@ AV A3
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[0065]

n—<ififfiéL Tidk, BALB,/ c vV AHRI=r—<{fildP3—X63—Ag8—U1(3
PU1) Zfv 7z, 12. 5SmMHEPES% 7 T EMIERPMI — 1640551 (Invitrogen
FE8) ©, MM S LU — M A R B L g eI e —~ i
DOFILEA10: LIZR DL MM A RS L% ., SR TE.OL T A BREL,
WU T=Mifa % X<UESL, 22237 CIUMRL 2RV =F L 7Y a— /L (PEG, ¥
7 <#8) & 1mlx ., MR PEGEZ LIRFISHE, 37 CTomnREHEL TRlA %
17072, 3TCITMRL7Z10% M R4 ML (FCS) 3 T TILAT 47 (IBLALAY) 1
5mlZE RIS DN T FL, EHIZ10%FCSEFH L TILAT 47 20mlZE M % TH
IRCEOLL, BEERGIBREL, IRWT, 37T CITINRL7Z10%FCSZ & T TILA
TAT HMZ By NCR%, 967 VO~ A7ar L — N gk m 2
X 10°M /7= ERBEDNT100 p 1T oL, 1HE, 10%FCSE & T HAT
Brdh (2R AR 22 C, 37°C. 5%RMEA AT T LTz, 1H#., 2H
%, SBI2~3H BT LI D BERTEFREL., 10%FCSEETLHATH %
WINL7, 10 H ~ 2@ ER ITE D B2 T BREL . 10%FCSEE e HTH;Hi (
X7 ) ([ZAZHL | E YRR, LT (5) DELISAREBEIZ I HFispE A
ATV —<ERE LT,

GINAT VN —< 5% IEDOELISARIE &

967 =L DHFE L —h (NUNCAHRD IZHTFE (1) TERRLIZHURRTF R n g
/mlEFZNENS0 u 1,/ TV FOSEL, 4°CT—BREL CHIRNTF 27

—MZa—RL7z, IROVT, BWIRERER . Yelfik (0. 2% Tween20% 5 1 PBSHHK)

\C T2 L2 1%BSA% & T PBSISIA AT = /ML, IR C2RERE A
FaX—hUT, ERER, 5 LEER TV =50 w UNZ., iR T2RFEA L F =
N—hL7z, A Fa—ar B, WREREL, Peik T3EITEELIE ., ARk
(0. 05%Tween20% &1 PBSIFHK) I CHRPOFE A Y X Hi~7 Z1gG (Biosourc
etl#) 210, 000fEAM ML IzbDE KT /W50 u X, BIR T2REREA =
—hllz, ArFa—Tarth, WREREL., ek C3mPEER LIk, BEK (4
N7 =LV TI10megw 7 o —Y U TR ER (pH5. 0) 25mUTIEfiE L7z
VR, PR{/KSRE p 1R TWSHK) 287 =/WIZ50 p IR, 2057 MRS,
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[0066]

[0067]

[0068]

IM H SO %100y MR THEZF LS, Immuno Reader (BioRadfL%) T
492nmDBCEERIE LT,
BYPHKFEEENAT IR =~ DRI == T B L a—= )
EROINLTHELNINATIR—~D>5, LT 3RDOEMER =T NATIN
—vEARI)—= T LT,
1. LR BRI~ TFRICHL T, BT ThH D,
2. FURARTFRONKIGZ VR EM LIz RTFRIZHL TR T4 T Th D,
3. FURANTFR LR URSITHLMEM (VI BRILEIZITT BF VL) STy v
RTIFRIZHLTRIT 4T ThHD,
27V —=2 711, EEL (56) DELISARIE HEZ AV Z, KT, FBE LSRR K
EUEEAESRLIT 5720 FBIRL 72207 o VB G H BRERET 58 8BI2, 5+ 17 =
NDra—=TEBIEL, 1IRAZY—=0 T HDNEIa—=0 7 OESITHE 478
DOPIRNGAITIE, 1LBEBERST-ANy 7D E R LT, T2, ELISAJIEDR
EEEDDIED, [f—7L — N CIRDORTF R T EAI)—= T 5 E LT
r7a—= 70, RAFRRER IO LR (5) OELISARIEZ#(0l#hvik 32 Licky
TV BRI DNAT IR =<8, BONTNAT IR =< IR RPN LY E
J7a—Tholz,
ZOINILTIu—= TENINAT IR —<REL TI " ATIUR—<P53N
0. 18 4B(ZEHFZFERM ABP—10561, 200542 H 18 HAJEEEEE) .
A7 YR—<P53No. 17 16B(ZHFEFFERM AP—20478, 2005423 H 25H
fH4738) . "7 YR —~<P53No. 23 1C(ZMBEFZFERM AP—20479, 2005
#3H 25 Hff%76) . "7 YR—<P53No. 5 16A(%FEEFSFERM ABP—1
0562, 200543 A 25 H AT EER A E) . N7 YR —<P53No. 10 6A(ZEHEF S
FERM ABP—10563, 200543 A 25 H {f[EBE%5t) . "7 VR —<P53No. 2
20G (ZHFZFERM AP—20480, 200543 A 29 H fI438) E03H0, ZThb
(I STATBOE N PE BN AR S IT R T AE M Tt s F— I Fat STV 2,
EFREDONATVF ==L T ATV —<P53No. 18 4B(%#HFZFER
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[0069]

[0070]

[0071]

[0072]

M ABP—10561), " 7URF—<P53No. 5 16A(%%EFZFERM ABP—1
0562) , " T7YR—<P53No. 10 6A (ZFHFFFERM ABP—10563) 2MfE
LV,

Fiz, RIS/ a—=0 FENAMO AT IR —<kE L Ti, P53No. 3
3Bc (% #H&FRSFERM ABP—10576), P53No. 4 13C(%%E#& SFERM AB
P—10577), P53No. 11 7C(%#HFEZFERM ABP—10578), P53No. 12
1A (Z8HESFERM ABP—10579), P53No. 22 11B(%#H%E SFERM AB
P—10580) £72i3P53No. 23 1A (RMEFZFERM ABP—10581)%23%HY,
THIDIIMSIATBE NPE BT S SR T R R AE M it & 7 —IZ20064E3 A 2
7HAFCTEEB RSN TWD,

ra—=u 7tk oI NAT IR —< & R ALER IR AP DT /7
o= AGRERT,

52 (5) DELISARIEEEZ W T, BN NAT IR —<PBEATHE /I —
FAGUEDEMTRARTF R B L OFFEMBUR T TR0 2 s feas L
720 TDRERD—MEFARK OFEKSITRT (F T, [p53No. 17 16Bal. [p53No.
18 4Ba|%iL, Hru—= TR LEASNDE /7u—F A HifkEaR L, £
fEIX492nmiZ BT AW EEFKT),

[#4:F/7a—F VHUROEMBUR ST F R B L UHEMPUR T FRIox§
BRSO RE R A 7]
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.,/ H0—F )ik | Ac~300-311(305Ac)-C | 299-311(305Ac)-C Ac—300-311-C
p53No. 17 16Aa 2.663 2.795 0.21
p53No. 17 16Ba 2.404 2.497 0.138
p53No. 17 16Da 2569 2.791 0.157
|p53No, 17 16Ea 2315 2.508 0.125
T /70—F+ L& | Ac-315-325(320Ac)-C | 314-325(320Ac)-C Ac—315-325-C
p53No. 18 1Aa 2.175 1.818 0.059}
p53No. 18 1Ba 2.294 1.981 0.059]
53No. 18 1Ca 2.151 1.847 0.073
53No. 18 1Da 2.111 1.838 0.097
53No. 18 4Aa 2.647 2.38 0.117
p53No. 18 4Ba 2.759 2.294 0.044
p53No. 18 4Ca 2.637 2.303 0.081
p53No. 18 4Da 2.655 2.262 0.092
p53No. 18 4Ea 2.609 2.208 0.113
53No. 18 4Fa 2312 2.209 0.126
E/H0—F LA | Ac—377-387(382Ac)-C | 376-387(382Ac)-C Ac—377-387-C
53No. 23 1Aa 3.298 2.963 0.279
53No. 23 1Ba 2.093 2.149 0.061
p53No. 23 1Ca 2.04 2.288 0.079
p53No. 23 1Da 3.025 2.787 0.366
£/ 70—+ LR Ac—4-15(9P)-C 3-15(9P)-C Ac—4-15-C
p53No.2 20Ca 0.95 0.866 0.09}
p53No.2 20Ga 1.135 1.044 0.049]
lp53No.2 20Ea 1.179 1.08 0.055
£/ /90— s | Ac—15-26(20P)-C 14-26(20P)-C Ac—15-26-C
p53No0.5 2Aa 2.036 2.211 0.062
p53No.5 2Ba 2.054 2177 0.057
p53No.5 2Ca 2.054 2.227 0.073
p53No.5 2Da 2.042 2.163 0.052]
p53No.5 9Aa 2.753 2.65 0.167
p53No.5 9Ba 2.563 2.627 0.107
p53No.5 9Ca 2.738 2.672 0.095}
p53No.5 13Aa 2.108 2.136 0.097
p53Nc.5 13Ba 2.17 2.205 0.087
Fp53No.5 13Ca 2.146 2.234 0.091
p53No.5 13Da 2.254 2.219 0.121
p53No.5 16Aa 2.245 2.286 0.053
p53No.5 16Ba 2.139 2.149 0.057|
p53No.5 16Ca 2.657 2.693 0.053}
|p53No5 19Aa 2.052 2.128 0.058]
p53No.5 19Ba 2.011 2.164 0.058]
p53No.5 19Ca 2.025 2.153 0.059
E/420—F LA | Ac-76-87(81P)-C 75-87(81P)-C Ac-76-87-C
p53N0.10 2Aa 3.076 2.772 0.042
p53No.10 2Ba 2.915 2.683 0.06
ph3No.10 2Ca 2.573 2.379 0.042]
p53No.10 2Da 2.728 2.114 0.053
[p53Nc.10 2Ea 1.597 1.072 0.141
p53No.10 2Fa 2.445 2226 0.04
p53No.10 3Aa 2.665 2.52 0.047
p53No.10 6Aa 3.5 3.487 0.075
p53No.10 6Ba 3.297 3.193 0.071
p53No.10 6Ca 3.26 3.214 0.88]
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RADIRT IO, BONINATIN =D EEINDE /70 —T VHUKIL, &
TR T F R B I OMEMHUR T FRONRIRT I/ Bh 1B E ML Te_T
FREFFRIZSUSL  FHEMTUR T F R LISOELRNZEDB RS,
[0073]  [&5:®/7u0—F AHUADOEMDURNTFREBLUHEMTUL~TFNITH§

BDISEDRE R A~ ]

E/90—F LK Ac-11-22(15P)-C 10-22(15P)-C Ac-11-22-C
ph3No.3 3Ba 1.134 1.755 0.190
p53No.3 3Bb 2.016 2.299 0.546
p53No.3 3Bc 2.228 2.206 0.900

E/50—F LK Ac-13-24(18P)-C 12~24(18P)-C Ac—13-24-C
p53No.4 13A 1.876 2.347 0.153
p53No.4 13B 1.479 1.988 0.116
p53No.4 13C 1.832 2.258 0.211

E/H90—FJLEiE Ac-50-61(55P)-C 49-61(55P)-C Ac-50-61-C
p53No.9 4A 1.264 1019 0.385

E/50—F )Ltk | Ac-310-321(315P)-C | 309-321(315P)-C Ac-310-321-C
p53No12 1A 0.936 0.818 -0.003
p53No12 1B 0.992 0.902 -0.012
p53Noi2 1C 0.842 0.932 -0.003
p53No12 1D 0.806 0.741 -0.002
p53No12 2A 0.838 1.042 -0.016
p53Noi12 2B 0.692 1.001 -0.009
p53No12 2C 0.821 1.081 0.016
p53No12 5B 2.239 1.783 0.471
p53No12 5E 0.742 0.652 0.090
p53No12 5G 1.559 1.444 0.240

E/50—F LK Ac—-85-96(90P)-C 84-96(90P)-C Ac-85-96-C
p53No.11 7A 1.480 0.875 0.245
p53No.11 7B 1.799 1.131 0.292
p53No.11 7C 1.507 0.755 0.124

E/590—F LK | Ac-376-386(381Ac)-C | 375-386(381Ac)-C | Ac-376-386-C
p53No0.22 11A 0.452 0.333 0.078
p53No.22 11B 1.406 1.004 0.329
p53No0.22 11C 0516 0.313 0.104
p53N0.22 11D 0.615 0.458 0.114

FEITRT I, BONINAT IR = bLEASNSE /20— F A FikiT, &
HFURAR T FRBLOEMTUR T FRONKSNT I8 1Z BN 72T
FREFFENISUSL, FHEMPUR ST F R LIS LR W E D RS U,

[0074] [V MRALRRIEIIAIE X (RR22) BRUSHE]

967 =V DFE 7L —h (NUNCHERY) 123K 1 DFFIK 5-25~40 (V- R bEfibT
JERFFR) DEATFREL pg/mlEZnEN50 u /U= THIEL, BIRT—
BB L CTHUR A7 FRE 7L —MZa—RUTz, IWOT, IR =S Tk (0. 1
% Tween20% 7 e TBSEAHK) \Z THIEIVEIR L7214, 4%BSAZ 5 T TBSIS KA % =
JZ200 p 1T oMz, HIR T2 AL FaX—hi, /2FaX—Tal . K
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[0075]

[0076]

[0077]

[0078]

[0079]

ZEREL, YEiE COMPESFLI-H . RPMI1640/10%FCSk;#% Ei&, & )COSMEDIU
Mg Ei& (757 o (N) 1IZCOSMEDIUME; % i E R4, ) 287245 ul
FOMZ, VIR TR AL FaX—hL7z, A FaX—Tarth, WREREL.,
Vel ChEI B L=t . AR (4%BSA, 0. 1% Tween20% 7 Te TBSIAHK) IZTH
RP#% &Y 51~ "7 R1gG (SantaCruz Biotechnology4L#L, B No. SC-2031) 25000
ERHIRLIZHDOE R T 2)UZ40 p N IR T30 A2 FaX—hL iz, Ao F 2
—varth, WREREL, WK CoREE L /2% . ZE#K (o-phenylenediaminedi
hydrochloride (Sigma FAST) 50set (Sigmathfl:fL5No.P9187) &4 =/L1Z10
O u Uiz, 2055 B GEHET2, 10%H2S04% 50 p UINZ TR AEEIESE, (Immun
oMini NJ-2300) (Nalge Nunc International#t-L) T490nmD W E A HIE LTz, Fig
. 4~10i%, B /70 —F NGURE DRSO RE Ra R~ T, fithhid, 490nmT
DESCEDENE TH S,

Fig. 412753 %91Z, p53No. 3 3Ba, p53No. 3 3Bb, p53No. 3 3Bcii,
VIR LERiSer 15 K BIGIZ ST B LM e bz, £, COSMEDIUM
ik BIRL UGS EIANTFRTH-Th, p53No. 3 3Ba(N), p53No. 3 3Bb
(N)1Z, Vo B bERiSer 15 L RFRINITSUL T DT LM DB,

Fig. 512753 &9, p53No. 4 13A, p53No. 4 13B, p53No. 4 13CiZ.V
RAERT Thr 18R RAIZ G T DL e BTz, £/2. COSMEDIUM
HE EREUSSEIARTFRTH-Th, p53No. 4 13A(N), p53No. 4 13C
(N) | &, VB LR Thr 18 LR RN SUS T DT LA MDD DT,

Fig. 612”73 X951, p53No. 5 2BEL, VMR KEMiSer20& 5 BANIZ RS T
HZEDHEN D LI,

Fig. 7%, p53No. 5 2B(N)&NDCOSMEDIUME;# Lk LGS/ T2~_TF
REDREXSHEDRE R RT, Fig. 7107 TEIZ, p53No. 5 2B(N) &3, U
BB Ser20 LR AN UG T DT EN MDD BT,

Fig. 8IZ7”7 3 X951, p53No. 10 6A, p53No. 10 6CIE, VI MRLERIThr81
CRERINT UG T AT LMD D BT, F2, COSMEDIUME; & Eig &GS H
Te_XTFRTH>Th, p53No. 10 6A(N), p53No. 10 6B(N) L, Vb
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[0080]

[0081]

[0082]

[0083]

fiThr8 1 LA RIS T DI LA DL,

Fig. 9IZR T X512, p53No. 11 7A, pb53No. 11 7CiEk, VoM LEMISer90
ERERIC ST BT EDHeD D BTz,

Fig. 1012”37 &9IZ, p53No. 12 1AL, VI PR{LERTSer31 58K BT
IS HZEBHED D DIV,

[T F NARBIRIE R (R ) FOSHE]

967 =V DHFE S L —h (NUNCHERY) IZR 1 DOBLFIFE 541, 42, 43, 90, 45, 46
AT (TR FMULESHPUR ST FR) DE&~L7FR%E1 pg/ml, arba—LELTHE
M%7 V73 (Sigma 4181, BLELN0.ATI06) ZZNEN50 1 1/T7/VTHEL, =
R C—BEL THRATFRE S —NZa—hL 7, RWVT, WiRbRER, el
# (0. 1%Tween20% e TBSIAH) (- THEPEIEE L= 1% . 4%BSA% e TBSIAH
BT )UZ200 p T OMZ, BB T2/ AL FaX—hLiz, /v FaX—Tay
%, W ETREL ., YK CHRIYEE L 7= . RPMI1640/10%FCSE;#& EiE, R OC
OSMEDIUMK;# k3% (777 d (N) iZCOSMEDIUME; 2 _EiE% Rt ) 2K U=
JZA5 p 1T oM % IR T2 AL Fa_X—KL 7z, Ao FaX—Tarth, WK
ZEREL, Vel TOREIGEH L7, MK (4%BSA, 0. 1%Tween20% & TeTBSH
%) \Z CTHRPAE &Y ¥ i ~"7 A1gG (AmershamBiosciencesth i, fliiNo. NA931V) &
5000fF A ML 72b DERT =240 p UINZ IR T30/ A F=2X—hiz, 1%
aX—arth, WKERREL, TRk CoRITEE L= . 2K (o-phenylenediami
nedihydrochloride (Sigma FAST) 50set (Sigmathfl:#L5No.P9187) &4 /LT
100 p UM%, 2053 R &8 72, 10%H2S04% 50 p N2 CRAZE LS, (Mi
croplateReader Model 550) (BIO-RAD#:H) T490nmDB I E AR E L7, Fig. 1
L, /70 —F VHURE DR XSO R 73, ML, 490nm ORI
EDOEETHD,

Fig. 11ZARTELIIZ, p53No. 18 4BII7T F W LEHfLys320L, p53No. 2
2 11BIE7EF /M bEfiLys381&, p53No. 23 1DIET EF /M MEHGLys382
&\ B x RIS T 2L Db, £, £/-. COSMEDIUMK# L

EERIEERFT=ATFRTH->Th, p53No. 23 1AMN) X, 7EF /M LEMLys3
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[0084]

[0085]

[0086]

B2LRF RN R T DT LMD D DI,

[7 B F MBI () ISR 5/ 7a—F LGk O EKTE
]

(p53No. 18 4B) 967 =L O T —h (NUNCAHRL) 2R 1 DOEFIF 542, 6
BOEANTFREL ug/ml, a2 ba— VL THMET VT I (Sigma #153L, BLG,
No.A7906) ZZNEH50 u 1/ V=V THIEL, IR T—BKEL THRTFRE
T —MZa—kLl7, IRWOT, BWIKERER ., Beliik (0. 1% Tween20% 5L TBSH
)\ CHEPEE L2 . 4%BSA%Z B T TBSYA & %7 = /WIZ200 u 1T % ., &
IR C2REE AL FaX—hlTz, AU Fa—Tarth, WREREL, e colE
Vel L7 . RPMI1640/10%FCSE;# BIHAK Y /VIZ45 u 1T DINZ, iR T2
AL Fa_—bLT, A Fa—Tarth, WREFREL, VoK CoRIMEE L7
% AU (4%BSA., 0. 1%Tween20% % T2 TBSEEHK) {2 CHRPAE &Y FHi~V Rlg
G (AmershamBiosciencest:f1, L5 No. NA931V) #5000/ AR L7=bDEE T )L
1240 p UMZ IR T30 AL FaX—hL T, foFaX—Tarth, WkEREL,
PE¥ i CHEIYES L2 % . 2P (o-phenylenediaminedihydrochloride (Sigma FAS
T) 50set (Sigmafl:#4:8LENo.PI187) 247 = /WIZ100 p UINZ., 2053 FE SIS+
7z 10%H2504%50 u N Z TR AEE LS, (MicroplateReader Model 550) (BI
O-RAD#EEL) TA90nmDE I EERE LT, TORE K& Fig. 121377,

Fig. 1212”87 &L91Z, p53No. 18 4BiX7 EF WM LERLys320% G 3 HHCS
T T A2D_TFRERERIN UG T D GHEMD T TR (RLFIF 565D TFFF
)L C) ZED MDD BIL, HD, p53No. 18 ABDOEEX FIzkoThHs
H RS AHERFS I QOB LB D DT, Fiz, TR E R EHWEA THENIC
T F MEERBHL TOBIERHED D DI,

(p53No. 23 1A)

9677 )L DHFE 7L —h (NUNCAERL) IR 1 OELHIF 547, TODK_TFR%E1
pg/ml, A ha— L EUTHMIET V7 (Sigma #1881, BLiHNo0.AT906) 221
ZN50 p /T =V THUEL, ER T—BHREL THRA~T7F 27V —MZa—hL
2o VT, TRIEBRE | Bei ik (0. 1%Tween20% 5 T TBSYAHK) (Z CHEIBEEL
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[0087]

[0088]

[0089]

7244 . 4%BSAZ E T TBSIR & KT /2200 p 10NN %, =ik C2MF A ¥ =
N—hUTz, A FaX—a e, WKARREL., B ToMEIBEHL 7= . RPMI16
40/10%FCSE; & EIEEA T =245 p 132N Z, IR T2 A Fa—h Lz
o ArFa—tarth, WKEREL, WEFR CTOEIYEEHF L. UK (4%BSA,
0. 1%Tween20% 7 £eTBSYHK) 12 CHRPHE A Y ¥ 51~ AlgG (AmershamBioscienc
estLB1, BLiNo.NA9I31V) 50005 FH R L72H DER T x)VIZ40 p IR =R T30
DAV F2N—RLTe, AUFa—Tarth, WREREL, K CoEEEL
#% . Z2E K (o-phenylenediaminedihydrochloride (Sigma FAST) 50set (Sigmaflfl
:15HNo.PI18T) 24T = /Wi 100 u R, 2053 M SUGESH T2, 10%H2504%50
p Nz TR AEEIESE, (MicroplateReader Model 550) (BIO-RAD#LAL) G490n
mDOWSCEERE LT, £OREREFig. 131077,

Fig. 13IZRT&9IZ, p53No. 23 1AIXT BEF /M KERLys382%H DAL
FHATORTFRERFRIIIET DM MBIV, Ho, p53No. 23 1AD
BEKTICE s TOR RIS BHERFS N TODZ BN D bz, £z, Tkl
ERRWGE THEAICT EFALERRRL TOD LR N b,

[Dx=R& T avh]

ARINCEITH382Ac— 1AHIUA (p53No. 23 1AT/Zu—FAHiEK) & v
ey R T uy hOfE RaFig. 141084, EBRITIEIILUT O#@) Tho, EGFP
—p53R273H in H1299 cell (ATCCAESL, B No. CRL5803)1225], m"(
Ta—)V ST A=) DRI (UV) & S S 7214 24K 1Zp53% & Te
A A 2 IR U 72, ASHERR Rl IR L T, 382Ac— 1AFIREZ IV T =X
Zo7ay e TolebZA, Fig. 14TRTI5Z, UVIKFRRp53D 382017 & F
IMEERHTERE, 2 ha— 1L Tps3 DO —11gG2afitk% v iz,

<BEHFI1>
(V) Bk~ A7a7 LV AER EOF#EEMEORE

ARREHAOHTUR~ AT VATH LT —T 4V T ATAR T TAOR R BAT o7, R
A, XE—TIMEMAYIDNAFRE A~ A7 a7 LAl —h (R RAE 7 T3EH
24L8Y) | Poly-L-Lysiner—h (FARAS T- LEMNSHAD) | mBE 7/ L8 A
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[0090]

—h IR T TSR | R Hol Ao — b (R IR T T3kl
) TYPETATZAR (T 248L8) | 7T e N HE Ao —b (IR T TEERXES
#1:8) | TaKaRa—HubbleSlide Glass (#4734 . SMB SpotOnTM DNA Slides (Sca
ndinavian Micro Biodevices A/St1#Y) | Slide A (SCHOTT#L#) . Geneslide1 (3
PEIRRR A ALELD) | Geneslide2 CRIEHARRSALRD) | Immobilizer TMMicroAr
ray slides (EXIQON#L:#) | CMT —GAPS (Corning#t:81) | SuperchipC18 (Corn
ing#t#) | L USuperchipC18 — 3D (Corningt#l) 3—F 4 " ZFARHF A
IZDOWTTolz, Eita—T7 47 AFAR EiZp53 DO —11gG2afifk (LLF, TD
O—1Hifk) &) 2 4~ DI (50, 100, 500, 1000 u g/ ml) TARYT 427
L. SEFEDA Y Fa_—T g, 50mMx=% /) —/1L 73 (pHI. 0) THuyk
B{ToTz, B, Cy5tEikieG (42. 5nM) TITolz, SUSSMHTER, 1T
BoTz, Fig. 1(Fig. 1, X: X&E&—T7I/EMAVIDNABEMN~A7a7 LA fa—
k. 7—1:Poly-L-Lysinezt—h, 7—3: =R¥ Hi#E Ao —p, 7—5:TaKaRa-Hubbl
eSlide Glass, 7—6:7 /L7 RN E3E A= —h, 7—7:SMB SpotOnTM DNA Slides, 7
—9:geneslidel, 7—10:geneslide2, 7— 14 :ImmobilizerTMMicroArray slides%
KINRTIONZ, ZTODRIFAROHT T, XE—TIMEMAVIDNAFE ] ~A7
a7V AHa— bR BT 7T VeI TE,

<BEF2>
(2) Bk~ A 2707 L ADRIFIRBORET

Zo BTSRRI L TR ERIG T D TREME 03D, 22T, #offuik g
ZRHT D128 | RIFSRAE ORETEAT o 72, BFHIRD 3D DRIFSRMAIT OV TIT
72
D ARy 7427 EEALSUEH . PBS, 40%7YEe—)b, 0. 1%NaN & &1
WP CRIFT Do ATARET X 7tk A% —ThH9 5%,
2) AR T 42T FELRISH . 7 ayFx &7V, PBS, 40%7V&r—)1 ., 0.
1%NaN &E TR TRAFL, AF v —TRILT 2.
AR T4V T BEILKISHE 7 aoF L T EITV, AT —TCRIT 2,
Fig. 2ITR$IDNT ARy T4 T 2AT o7t . BEALSSZ 3RFRAT 272720 Tl
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[0091]

[0092]

[0093]

ARYT A T RICBRTIFRTHE L TRLEARY ISR TLEIZ L MRS Tz
o LU, B72) O THRIFT IR, ARy IMITRNLAZEN 2L, BAFRIREE TR
FANERFETELI LA /RENT,

<BEHFI3>

(B) ARy T 4 T UK DI

=T T AFGAR T T A B b LI AR T A2 T Y DR a2 AT -72, DO—
1k &% DARYT 42 7 W (A:PBS /40%2 )2 m—//0. 1%NaN . B:
PBS, 50%DMSO0,/0. 1%NaN , C:PBS,0. 1%NaN , 3&£UD:Sol. X0
. 1%NaN3) IZCARYRL, BEL T aydr 7, CySiEiklgGL LS, A%
X =TI LT, ZL T BOREME., Zv I Be G ARy T T VER O
REHSTDITE, 7V Ea— L DMSOZHRINT RETHS M, PBS,/0. 1%Na
N 3753‘%@’63@0 7o

<BEHI4>

(4) Hif o E EA B Ot

50 1 g//ml, 100 1 g/ml, 500 1 g/ ml, 1000 1 g/ mlDODO— 1§ifk, 2B
(250 u g/ ml, 100 1z g/ ml, 500 u g/ mlDCy3tE#HDO — 15k —T 47
AFGART TR (MR T LEE AR, TIMEMAVIDNABRE A 7a7 LA
Ma—h) BiZARy L, 7 FABERB IO ELEEZREL, Fig. 3ITR”-T &
NT ARy PEDBHMNT DI T, BEILRITEMT D8, L7 FNEHDT0
DEEILEIZ500 1 g/ mIDIRETHRFIL TNODHIED D, ARy h&RIZ500 1 g/~
mlP3 I CThHI LD DD,

<BZEH5>

(5) T ayX L SIS OB

AFGARNH TG AA—=T A TWE LT T ok 7 Ot a7 o7z, Cy3tEaDO—1
ez FE LR~ A 70T VAR U T OT ay o FEK (28 ) — VT,
TV TTayx L, A% — (B L EETAVAMERD) THRIEL., =% /—
NT LTIy TEToI8BE, TV T uyk L Fe{Tol- 4. £bicsh
RIKT uyx 7 pMrbhvie, #o 3 VERLOOGDIEERLGIRNLEEET
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B, H )= VTR T ayF o T RIEELTHEL,
[0094] [RFNFEZ7V—TFAR]

FLSIE 52~ 17 R HA~TF R (UML)

FLBI% 518~24 : BT FR (7 EF L)

AL 5 25~40: B A~TFF (U 1k)

BN A1~AT BT FR (TEF )

ALANE 548~T70 : B~ TF R GEESR)

ALFIE 5 71~86 : G HA~TF N (U iR1k)

AL 587 ~93 : B AT F R (TEF )V 1k)



[1]

[2]

[3]

[4]

WO 2006/106957 40 PCT/JP2006/306921

FRR O HIH
LT (a) . (0) E2iZ () W T DT FRERFRIIZIGL, Vb 23T &
F LS TR WETREAR T F RITELRVWE /7 —F ViR,
() BFIF S 1 TRIND T/ BAYIOFE6E R HIFH . H15F . F18FH
\H20%H, H33% . FE37EH, F46FH, HF55FH . F81FH, FI0HA
L H316%H. $B371FA . F376F A . H378F A FITHE392F A DT IR
a2 ST D a LA DERL 727 BB BT FRThHo T, Bift 7/
R ESV L IRILS NI T FR
(b) BLFIFE 5 1 TREINDT I/ MERLS| D F305%F H . 5320% A, 5H370%FH. &H
372% H. H373%F B, F381FH T/-IIFE 382/ B OTI/MBEEE el
bOMEDERL 1T I/ BAISIHRHN T F R Tho T, HIFET /BB ERT £ T
MEESNT=RT TR, F203
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[5]
[6]

[7]

(8]

[9]
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date considered novel or cannot be considered to involve an inventive
“L”  document which may throw doubts on priority claim(s) or which is step when the document is taken alone
cited to establish the publication date of another citation or other “Y”  document of particular relevance; the claimed invention cannot be
special reason (as specified) considered to involve an inventive step when the document is
“0O”  document referring to an oral disclosure, use, exhibition or other means combined with one or more other such documents, such combination
“P”  document published prior to the international filing date but later than the being obvious to a person skilled in the aIT
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Box No. I1 Observations where certain claims were found unsearchable (Continuation of item 2 of first sheet)

This international search report has not been established in respect of certain claims under Article 17(2)(a) for the following reasons:

L |:| Claims Nos.:
because they relate to subject matter not required to be searched by this Authority, namely:

2. I:l Claims Nos.:
because they relate to parts of the international application that do not comply with the prescribed requirements to such an
extent that no meaningful international search can be carried out, specifically:

3. I:l Claims Nos.:
because they are dependent claims and are not drafted in accordance with the second and third sentences of Rule 6.4(a).

Box No. IIT Observations where unity of invention is lacking (Continuation of item 3 of first sheet)

This International Searching Authority found multiple inventions in this international application, as follows:

The inventiong of claims 1-10 have a common technical feature that they
relates toa monoclonal antibody specifically recognizing p53 modified after
translation. However, as described in “JP 2000-325086 A", “WO 99/46574 A2",
“Biochem. J., 1999, vol. 342, pp. 133-141"” and “Biochimica et Biophysica
Acta, 1998, vol. 1404, pp. 457-474", a monoclonal antibody specifically
recognizing phosphorylated p53 is publicly known, and as described in “Genes
& Development, 1998, vol. 12, pp. 2831-2841"”, “J. Biol. Chem., 2002, vol.
277, No. 15, pp. 12491-12494”, “J. Biol. Chem., 2003, vol. 278, No. 28, pp.
25568-25576" and “WO 99/36532 Al”, an antibody against acetylated p53 is
also publicly known. Therefore, the above-mentioned common technical
(continued to the next sheet)

L. I:l As all required additional search fees were timely paid by the applicant, this international search report covers all searchable
claims.

2. As all searchable claims could be searched without effort justifying an additional fee, this Authority did not invite payment of
any additional fee.

3. |:| As only some of the required additional search fees were timely paid by the applicant, this international search report covers
only those claims for which fees were paid, specifically claims Nos.:

4. I:l No required additional search fees were timely paid by the applicant. Consequently, this international search report is
restricted to the invention first mentioned in the claims; it is covered by claims Nos.:

Remark on Protest [ ] The additionat search fees were accompanied by the applicant’s protest and, where applicable,

the payment of a protest fee..

I:] The additional search fees were accompanied by the applicant’s protest but the applicable protest
fee was not paid within the time limit specified in the invitation.

Form PCT/ISA/210 (continuation of first sheet (2)) (April 2005)
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feature does not make a contribution over a prior art, thus it is not
a gpecial technical feature.

Accordingly, this application includes the following 18 inventions.

(1) In claims 1-2, 5, 8-10, part relating to a monoclonal antibody,
whichsgpecificallyreactswithapeptidecomprisinganaminoacidsequence
of at least six consecutive amino acids containing the 6th amino acid
residue of the amino acid sequence represented by SEQ ID NO: 1, wherein
the amino acid residue is phosphorylated and doesg not react with the
peptide which is not phosphorylated.

(2) In claims 1-2, 5, 8-10, part relating to a monoclonal antibody,
whichsgpecificallyreactswithapeptidecomprisinganaminoacidsequence
of at least six consecutive amino acids containing the 9th amino acid
residue of the amino acid sequence represented by SEQ ID NO: 1, wherein
the amino acid residue is phosphorylated and doeg not react with the
peptide which is not phosphorylated.

(3) Inclaims 1-2, 4-5, 7-10, part relating to a monoclonal antibody,
whichsgpecificallyreactswithapeptidecomprisinganaminoacidsequence
of at least six consecutive amino acids containing the 15th amino acid
residue of the amino acid sequence represented by SEQ ID NO: 1, wherein
the amino acid residue is phosphorylated and doeg not react with the
peptide which is not phosphorylated.

(4) In claims 1-2, 4-5, 7-10, part relating to a monoclonal antibody,
whichsgpecificallyreactswithapeptidecomprisinganaminoacidsequence
of at least six consecutive amino acids containing the 18th amino acid
residue of the amino acid sequence represented by SEQ ID NO: 1, wherein
the amino acid residue is phosphorylated and doeg not react with the
peptide which is not phosphorylated.

(5) Inclaims 1-3, 5, 6, 8-10, part relating to a monoclonal antibody,
whichsgpecificallyreactswithapeptidecomprisinganaminoacidsequence
of at least six consecutive amino acids containing the 20th amino acid
residue of the amino acid sequence represented by SEQ ID NO: 1, wherein
the amino acid residue is phosphorylated and doeg not react with the
peptide which is not phosphorylated.

(6) In claims 1-2, 5, 8-10, part relating to a monoclonal antibody,
whichgpecificallyreactswithapeptidecomprisinganaminoacidsequence
of at least six consecutive amino acids containing the 33rd amino acid
residue of the amino acid sequence represented by SEQ ID NO: 1, wherein
the amino acid residue is phosphorylated and doeg not react with the
peptide which is not phosphorylated.

(7) In claims 1-2, 5, 8-10, part relating to a monoclonal antibody,
whichgpecificallyreactswithapeptidecomprisinganaminoacidsequence
of at least six consecutive amino acids containing the 37th amino acid
residue of the amino acid sequence represented by SEQ ID NO: 1, wherein
the amino acid residue is phosphorylated and doeg not react with the
peptide which is not phosphorylated.

(8) In claimg 1-2, 5, 8-10, part relating to a monoclonal antibody,
whichgpecificallyreactswithapeptidecomprisinganaminoacidsequence
of at least six consecutive amino acids containing the 46th amino acid
residue of the amino acid sequence represented by SEQ ID NO: 1, wherein
the amino acid residue is phosphorylated and doeg not react with the
peptide which is not phosphorylated.

(9) In claimg 1-2, 5, 8-10, part relating to a monoclonal antibody,
whichgpecificallyreactswithapeptidecomprisinganaminoacidsequence
of at least six consecutive amino acids containing the 55th amino acid
residue of the amino (continued to the next sheet)
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acid sequence represented by SEQ IDNO: 1, wherein the amino acid residue
ig phosphorylated and does not react with the peptide which is not
phosphorylated.

(10) Inclaimg 1-3, 5, 6, 8-10, part relating to amonoclonal antibody,
whichsgpecificallyreactswithapeptidecomprisinganaminoacidsequence
of at least six consecutive amino acids containing the 81lst amino acid
residue of the amino acid sequence represented by SEQ ID NO: 1, wherein
the amino acid residue is phosphorylated and doesg not react with the
peptide which is not phosphorylated.

(11) Inclaims 1-2, 4-5, 7-10, part relating to a monoclonal antibody,
whichsgpecificallyreactswithapeptidecomprisinganaminoacidsequence
of at least six consecutive amino acids containing the 90th amino acid
residue of the amino acid sequence represented by SEQ ID NO: 1, wherein
the amino acid residue is phosphorylated and doeg not react with the
peptide which is not phosphorylated.

(12) Inclaims 1-2, 4-5, 7-10, part relating to a monoclonal antibody,
whichsgpecificallyreactswithapeptidecomprisinganaminoacidsequence
of at least six consecutive amino acids containing the 315th amino acid
residue of the amino acid sequence represented by SEQ ID NO: 1, wherein
the amino acid residue is phosphorylated and doeg not react with the
peptide which is not phosphorylated.

(13) In claims 1-2, 5, 8-10, part relating to a monoclonal antibody,
whichsgpecificallyreactswithapeptidecomprisinganaminoacidsequence
of at least six consecutive amino acids containing the 371st amino acid
residue of the amino acid sequence represented by SEQ ID NO: 1, wherein
the amino acid residue is phosphorylated and doeg not react with the
peptide which is not phosphorylated.

(14) In claims 1-2, 5, 8-10, part relating to a monoclonal antibody,
whichsgpecificallyreactswithapeptidecomprisinganaminoacidsequence
of at least six consecutive amino acids containing the 376th amino acid
residue of the amino acid sequence represented by SEQ ID NO: 1, wherein
the amino acid residue is phosphorylated and doeg not react with the
peptide which is not phosphorylated.

(15) In claims 1-2, 5, 8-10, part relating to a monoclonal antibody,
whichgpecificallyreactswithapeptidecomprisinganaminoacidsequence
of at least six consecutive amino acids containing the 378th amino acid
residue of the amino acid sequence represented by SEQ ID NO: 1, wherein
the amino acid residue is phosphorylated and doeg not react with the
peptide which is not phosphorylated.

(16) In claims 1-2, 5, 8-10, part relating to a monoclonal antibody,
whichgpecificallyreactswithapeptidecomprisinganaminoacidsequence
of at least gix consecutive amino acids containing the 378th amino acid
residue of the amino acid sequence represented by SEQ ID NO: 1, wherein
the amino acid residue is phosphorylated and doeg not react with the
peptide which is not phosphorylated.

(17) Inclaims 1-2, 5, 8-10, part relating to a monoclonal antibody,
whichgpecificallyreactswithapeptidecomprisinganaminoacidsequence
of at least six consecutive amino acids containing the 392nd amino acid
residue of the amino acid sequence represented by SEQ ID NO: 1, wherein
the amino acid residue is phosphorylated and doeg not react with the
peptide which is not phosphorylated.

(18) In claimg 1-10, part relating to a monoclonal antibody, which
specifically reacts with a peptide comprising an amino acid sequence
of at least six consecutive amino acids containing the 305th, 320th,
372nd, 373rd, 381lst or 382nd amino acid regidue of the amino acid sequence
represented by SEQ IDNO: 1, wherein the amino acid residue is acetylated
and does not react with the peptide which is not acetylated.

Form PCT/ISA/210 (extra sheet) (April 2005)
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