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E6:p53 TaTFPI—LNROBEES T p53 £R7T,
p53:p53 p53 DHEEMFARUZEHREOEMITCOREERIEREINTINAILERT.

ERK ROz Bt EOF+—FEnENRBREEEFRBEEBLE VY FUERICLYER b Sh
ERK-P + VEGF 5.
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PCA ZiH k-4 Genbank_ LiR—4—@i& | Genbank_ Lik—s—E s
Gene 01 3504 Gene 02 B
BAD:BID NM_004322 N NM_001196 C
Bel-xL: Bad NM_138578 C NM_004322 N
Bel-xL: BIK NM_138578 N NM_001197 N 0
Cdc2:Cdc25A +CPT 500nM CPT; 16 hrs | NM_001786 N NM_001789 C !
Cdc2:CDC25C NM_001786 N NM_001790 Cc
Cdc2:CDC25C +CPT | 500nM CPT; 16 hrs | NM_001786 N NM_001790 C
Cdc2:Weel NM_001786 N NM_009516 N
CDC42:PAK4 NM_001791 N NM_005884 C
Chk1:CDC25A +CPT | 500nM CPT; 16 hrs | NM_001274 N NM_001789 C
Chk1:CDC25C NM_001274 N NM_001790 C
Chk1:CDC25C +CPT | 500nM CPT; 16 hrs | NM_001274 N NM_001790 C
Cofilin:'LIMK2 NM_005507 C NM_005569 N 20
CyclinD:Cdk4 NM_053056 N NM_001791 C
CDC25C:CDC2 NM_001274 N NM_001786 N
E6:p53 AJ388069 N NM_000546 N
H-Ras!Raf NM_005343 N NM_002880 C
Hsp90:CDC37 NM_007355 C NM_007065 N
Hsp90:Eef2k NM_007355 C NM_007908 N
MAX: MYC NM_002382 C NM_002467 C
CDC2: p21 NM_001786 N NM_000389 N
P27:UbiquitinC NM_004064 N NM_021009 N 30
(CDS 69..296)
p53:Chkl NM_000546 C NM_001274 N
p53:Chk1 +CPT 500nM CPT; 16 hrs | NM_000546 C NM_001274 N
p53:p53 NM_000546 C NM_000546 C
p53:p53 +CPT 500nM CPT; 16 hrs | NM_000546 C NM_000546 C
PAK4:Cofilin NM_005884 C NM_005507 C
Smad3:HDAC NM_005902 N NM_004964 C
40
uogogano
0Oo0ao
gooboDooooboDooooboobooobobooobbobooobooboooboooodd
gooboboooboooobbooobboouobbooobbooobboodd
0000000000000 0o0U0o0o00oDo0o0o0o0DoU0Uo0Doo0oDooooooao 50



(15) JP 2008-513805 A 2008.5.

ooooOobobooooooooooboboboooooooobbbOoooooooobobooooo
gooooogooobooooobobooooobobooobbooobobooobboogao
gogoobooooooboboooooboobooooobboooobbooooboobooooobobooogoano
ooooOobOobOo0oooooooooboboboooooooobbbOooboooooDboDOVEGFO OO
ooooObOO0oooooocooOMAPOOODDOODOOOOOODDOOERKDOOOOO
ooobooooboboboooobboooobbooobbDoo

gooooaad

OHEK293TO O O 7,5000 0 000000900 00Pploy-D-LysDOD0D0OO0OO0ODODOO
OO0O0DD@OODOODMMIDDOODOO20000000PCDNA3.AIDODDDOOOOIL0
Ong/0 00 0OmVEGFR2O DO OO DOOOODODDOOOOOODODODOODOOOO4800O000
ooooObOobOO0oooooooooboboooooeocoobbbOoooooooobbooood
O5000000650ng/mIOmMVEGFO RDO O OO0 ODODOCOOOOPBSO4I OOOD0OODO
OOO0100000000000000000O0.25% Triton X-100060 0000000
gopPBSO3%WwI BSAD O OOODO1SO0 000 O0O0oOooooObOOO0oOooooooooooodd

OCOO0O0O0DO0ODODO0ODODOERKODODODOODOODODODOO-ERK(T202/Y204)-0 0 00 0 0O
O0o0D0DDOO00O000O00DDODO0DO000U0O0O0OD0DDDAIexa4880 000000000
gooboooooooboooooboobooooobboooobbooooobooooobobooogaao
ooob0D333420 00 0000000000000 000O0OPBSOS®YWO OODOOOOOO
ooooODbOoO0oOoOoooooobDDboboOoDoooUooooDbDbobooDoOoUoo-10o0DbDO00OC

ocoooOoooDOoooooOooo)ooooooDooao

OBSA/PBSO 000 O0O0OODOO0OODOOODODODODODOOODODODODDOODODODOO
ooooObbOO0oooooooobbbooooooooaob

gooobooao

ugooobooaad
opPCADOOOOODODDOOODOOOOOODODDODOOODOOOOODODDODDOOOOOOGOO
gooooogooobooogoobooboooobobooobbooobobooobboogao
gooboooooooboooooboobooooobboooobbooooobooooobobooogaao
ooooObObOO0ooooooooobOboboooooooobObO0ooooooGeDODDOOOOO
gooooogooobooooobobooooobbooobbooobbobooobboogao
Ov/Q3DMO 00 0D0OQCOO0O0OO0ODOOCDOOOOODOImaged APID OO OO OO O htt
p://rsb_info.nih.gov/ij/0O NIHOMD)O O OO0 016000000000 O0CTIFFOD OO O

00000000000 o0o0o0D0oDDUO0oDo0DO0Oo0OoDoDU0OoDDOO0OImaged0 0000
000D0DD0D0D000000D0D0DDDODO0OO0OOODDI[S-R. Sternberg, Biomedical imag
e processing. Computer, 16(1), January 19830 0 0 000D OO0 O0O0ODODOOODODOOAO
0000000000000 O0oo0DO0o0DImmaged0 000000 DODODOODODODODODDODOO
00000000000 oo0o0oo0ooDU0oo0Do0ooo0ooDUoooDoOo@HEDUODODOOoODOOO
Oo0o0o0o0oo00ooDooo0o0oDo0ooDoDoooDOooO0odHID0OO0DDO0Oo0OoDOoOo0oDoOoDoOoDaO
Oo0O0o00ooo0oooDooOoyYFPOOCGYDOOODODODDODODODDODDODDODOOOODO(@G)DO
oooooooU0oooDoooooOoyIDoooDOooOoDooODUooODDUOooDOoDooODOooDUOoOoOO
O0o0O00DgBGU ODODDDODODODODOODODDODDDODODODOOODODDODDODDODODOOOOOOO

0oo0oo0ooU0ooDooO0o0ooDO0DooDUOooDoDO0ooO0DOoDU0ooDDOooDoDooDoDoDoOooOaO
I o o A o e
0o0o0oDoDDoDoDo0o0o0o0oooDooDoMDODOODOoOooDoDowecAO DO oDoDooooooooM

oooobobooooooooobDbboOoboooooooobobbbOoOoooooboDaDOogeBGO O

ooooooao

gooobooao
ooooboOO0oooooooobDbbooooooooobbboosobObobOO0OoDoooan
gogobobobodoogobobooouooboobooooobbodoouobboooobooboooobobooogado
ooooObbOO0O0oo0ooo+x3sbbdooooobboO0oOooooooobObobOoOooooodn
gogoobooooobooooboboooobooboooobbooooboogao

10

20

30

40

50



oooooao
MTTO DO OO0

(16)

000000000 (A549, ATCC# CCL-185)0 O O O O (LoVo, ATCC# CCL-229))0 O O (MI
A PaCa-2, ATCC# CRL-1420)0 0O O O O O (PC-3, ATCC# CRL-1435)0 0O O O O (U-87 MG, A
TCC# HTB-14)0 0 00 D00OD0O0O00O0O0O0DDOOODO0DOODOOOO0OO0C(ATCC, 0000

0,VADOODOODOOODODOODOOOOOOOOOODOOOOOOOOOGO OA5490 Lovod O P

C-3 (2 mM L-0 O
a-2 (4 mM L-0 O
UB7-MG (MEM+O
oooooo
OoooooOo
Oooo0oO0Oo

OooOoooooQod
OOoo0ooodg

O0Oo0ood

OoOoo0oood

OO0Oooo0oogao

00 1.5g/L0
0 O 4.59/L0
BSS)O O O O
Dooooo
Ooooooo
Dooooo

O0Oo0ood

OoOoo0oood

O0Oo0ood

O0OO0O0O0O0O000D0O0OFRLI2KEO O )0 MIA PaC
ocooooooooooooobDOooog)
OO0 10% FBSO O 100 mg/s/ml 0 0 OO0 OO O
rtdos5w co,00booooooooonoooano
ocooocoowrmmooooooooooao
oooobODbOO0o0oooooooDbbo0O0o2400

so00DODDbDOO0OoOoooesbbbOODODODOODODODDODDbODODODODOODDbODODDGO
o0 00000000 DOO0ODODODOOCODODODODODODOOOODOD (0.001-100p MO O
OoOH)oOoOOODOD (o.0002-100p MHODODOODOOO(O.01-1000 MHOOODOO.O

ggbioop MOUODDOOOODODOOOODDODOOODODSODODDODOOoO0ooOoODooobDbODOo
cooooooOoooOooOoO0oOooDUooOoOooOoO0oooDOoobOoOooOooDOooOoDOooDOooOoDe
MsoO O oooooOoooooooMrTTbOo0DOO0oo0OO0oOoo0OO0OoDOooODOO0OO0O0ODaOMo)D

go

OooOooooogod
O 0Ooooo
O oOoooo
OOooooog
O oOoo0ooo

O

O5mg/mID000O0O0O0OOOODOOOOOOOOO3YDO200D0D0000000G0
coooOoooOooasml DMSOO O DO OO OOOOODOODODOOCODODOOOO
15000 0000660nMO 00 O 0O SpectraMax PlusD 0D 0D OO0 O0O0O0O0DOO
goocobobobooooooooobbboooooooobbbobooooooao
gooobooooobooogogsgogooboobooooboooobbooobDboo
gooodogao

JP 2008-513805 A 2008.5.1

10

20



ooono

a7

JP 2008-513805 A 2008.5.1

3. FLWEEEZRET A OORMEP RS ) —= 0 TORER

% 40
Pt UL (BREH
ik HEBET | HewE
L&¥a A& EhRY BRsER SRFRIE HEkiR Y/N) BREE FotAiEE n 1050 (¢ M) TOBEBIE
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Ca*/Na' % (=] 368
BREOBE R 158
A8y B/ALVHLF | ARRAY HTZAR 8.69
RFIYL NRA—L | wAVENE | F FDA &R BT No B#/8E% | CDC42/PAK4 BHE 5.75 Bl
NSCLC 571
ek 714
i3] 1.1 L=
RFa—5 | BYIAFY RERSNT FHE—S | PAK&/CFL, BIRR 105 RIS
LFUTY =M FEMRE Tvvty | B Fid No 2 CDC42/PAK4 BEE 13.5 it
NSOLC 0.004
i 0.009 SomMEDT L, R
KERTE i 0.003 BB (AW, 75, 473
Na'/K" ATP BRFEShL BIIIBR 0.005 b, 72, N'F7, '15, i»
RIRIF 7t A ® No ALY Wee1/Cdo2 BBsE 0.002 T2)
NSCLG 0.78
E-1) 0.81 =
XERTE R 0.18 WHENMT 1y
mAEShL WISLAR 033 AmYyA
HUEFUL RS Ly & No BT Res/Raf RS 0.34 wEE
NsSCLC 055
bt 098
i3] 035 FLLF—,
BILAR 1.32 EAS3Y HI REHER
FhozFOv EATFAy | REREIY | A% ik BT No BRE/EETS | CDC42/PAK4 BHE 0.38 #
|5 cd =] S
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ERTUE NSCLG 11.88
/TS | B E/T fakn 106
v SURBE 3] 1.93
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FUISEY M Zigm FAUFR | FDARE AT Yes bt Res/Raf BHE 8.90 il el
74U 1/LIMKE,
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AKT1/p27, B 132
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[DEE A FHr— | YUBLERK BIILAR 18 Bl ALo- g
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B 88 FERAA
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INTERNATIONAL SEARCH REPORT

JP 2008-513805 A 2008.5.1

International application No.

PCTAUSO5/33984

A CLASSIFICATION OF SUBJECT MATTER
IPC:

uspec: 435/4,69.1,7.1,325

C12Q 1/00( 2006.01);C12P 21/08( 2006.01),GOIN 33/53( 2006.01);C12N 5/00( 2006.01}

According to Tntemational Patent Classification {IPC) or to both national classification and IPC

B. FIELDS SEARCHED

U.8. : 435/4, 69.1, 7.1, 325

Mimimum documentation searched {classification system followed by classification symhols)

Documentation searched other than minimum documentation to the extent that such decuments are included in the Helds searched

Please See Continuation Sheet

Electronic data base consulted during the international seerch (name of data base and, where practicable, search terms used)

C. DOCUMENTS CONSIDERED TO BE RELEVANT

Category * Citation of docutment, with indication, where appropriate, of the relevant passeges Relevant o claim No.
X US 7,062,218 B2 (MICHNICK ET AL} 13 June 2006 {13.06.2006), see entire document, 1-6, 10-§3 and 19-24
especially column 8, lines 31-67; column 9, lines 14-23; and cofumn 12, lines 54-67.
X 1S 6,864,224 B1 (SEDIVY ET AL) 8§ March 2005 (08.03 .2005), see entire document, 1-6, 10-13 and 19-20
especlally column 2, lines 57-67; column 3, lines 1-10; and paragraph bridging columns 3-4,
X US Patent Application Pub. US 2003/0186337 Al (GIRARD ET AL) 2 Qctober 2003 1-6 and 10«11
(02.10.2003), see entire document, especially page 14, paragraphs 313-315; page 56,
paragraphs 734-735; and page 80, paragraph 936.
D Further documents are listed in the conlinuation of Box C. El Sec patent family annex.
* Special categories of zited documents: “ Ineer d published after the 1 | filmg dale or priority
date and nat in eonfliot with tha application but citad to understand the
“A"  dopument defining the general state of the art which is not considered to be of principle or theary mmderlying the Evention
pecticular relevance
"X d of particular rel the claimed invention oannet be
“E"  earlier application or patent published on or after the international filing date considered novel or cannot be considered to involve an inveative step
when the document is taken alone
“[*  dooument which may throw doubz on prietty claim(s) or which is cited to
establish the publicadon date of enather citation or ather special Tenson (as - of particub 2; the cleimed invention cannot be
specified) congidered to involve an inventive step when the document is
comebined with otie or more other such documents, such combination
" " ang to an oral disel nze, enhibition or othes means being obvious to a person skilled in the art
“ood published prior to the 1 filing date but later than the i document member of the same patent family
prioity date cleimed

Date of the aciual completion of the intemnational search
21 July 2006 (21.07.2006)

P.0. Box 1450
Alexandria, Virginia 22313-1450

Facsimile No. (571) 273-3201

Date of mailirﬁof ihmai report
5 21 A

Namne and mailing address of the ISA/US Autharized officer 7 /}\_A/
Mait Stop PCT, Attn: ISA/US
Commissioner for Patents Walter Schiapkohl

Telephone No, (571) 272-0500

Form PCT/ISA/210 (second sheet) (April 2005)
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INTERNATIONAL SEARCH REPORT International application No.

PCT/US05/33984

Box No. II Observations where certain claims were found nusearchable (Continnation 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 reasans:

L D Clairos Nos.:

because they relate to subject matter not required to be searched by this Authority, namely:

2, D Claims Nos.:
because they relate to parts of the intemnational application that do net 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. I1I  Observations where unity of invention is Iacking (Continuation of item 3 of first sheet)

This International Searching Autherity found multiple inventions in this intemational application, as follows:
Please See Continuation Sheet

As all required additionsl search foes were timely paid by the applicant, this inernational search report covers all
searchable claims.

As all searchable claims could be searched without ¢ffort justifying additional fees, this Authority did not invite payment
of any additional fees.

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

0o

4. & No required additional search fees were timely paid by the applicant. Consequently, this international search report is
restricted to the invention first mertioned in the claims; it is covered by claims Nos.: 1-6,10-13 and 19-24

Remark on Protest I:l The additional seerch fees were accompanied by the spplicant’s protest and, where applicable, the
payment of a protest fee.

D The sdditional 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.

D No protest accompanied the payment of additional search fees,
Form PCT/ISA/210 {continuation of first sheet(2)} (April 2005)
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Tntemationsal application No.
INTERNATIONAL SEARCH REPORT PCTAIS05/33984

BOX III. OBSERVATIONS WHERE UNITY OF INVENTION IS LACKING

The International Search Authority has found 7 inventions claimed in the International Application covered by the claims indicated below:,
This application contains the following inventions or groups of inventions which are not so linked as to form a single general inventive
concspt under PCT Rule 13.1. In order for all inventions to be examined, the appropriate additional examination fees must be paid.

1. Claims 1-6, 10-13 and 19-24, drawn to a method for identifying anew use for a test entity comprising (a) constructing an assay and (b) | 1
testing the effect of a test entity on properties of said assay, wherein the test entity produces a change in the total amount of a protein !
complex.

IL. Claims 1-6, 10-13 and 19-24, drawn to a method for identifying a new use for a test entity comprising (a) constucting an assay and (b) ' {
testing the effect of a test entity on properties of said assay, wherein the test entity produces a change in the snbcellular location of a protein
complex.

T Claims 1-6, 10-13 and 19-24, drawn to a method for identifying anew use for a test entity comprising (a) constructing an assay and (b)
testing the effect of a test entity on properties of said assay, wherein the test entity produces a change in the subcaflular amount of'a protein,
complex. [

IV, Claims 7-14 and 22, drawn to a method of identifying a new use for a test entity comprising (a) selecting a test entity;(b) testing the
ability of a test entity 1o alter the amount of cne or more proteins in a cell or a collection of cells; and (c) using the results obtained from (b)
to identify a new activity of said test entity.

1
V. Claims 7-14 and 22-24, drawn to a method of identifying a new use for a test entity comprising (1) selecting a test entity; (b} testing the |
ability of a test entity to alter the post-transiational modification of one or more proteins in a cell er a collection of cells; and (c} using the .
regults obtained from (b) to identify a new activity of said test entity. }
V1. Claims 7-14 and 22-24, drawn to a method of identifying a new use for a test entity comprising (a) selecting a test entity;(b) testing the
ability of a test entity to alter the amount and the post-transiational modification of one or more proteins in a cell or a collection of cells; '
and (¢) using the resulis obtained from (b} to identify a new activity of said test entity,

VII Claims 17-22, drawn to an assay for a protein complex or protein complexes, and cells containing at least one of the proteins selected|
from the group consisting of CDC2, CDK4, PAK4, COFILIN, WEE1, BAD, BID, BCL-xL, CHK1, CDC25C, E6, EGFR, GRB2, RAS,
RAF, CDC37, LIMK2, HSP80, AKT1, p27, UBIQUITIN, p53, Smad3, HDAC, MAX, MYC, ERK, Cydlin D or Cydlin E.

invention (Rules 13.1, 13.2 and 13.3) for the reasons indicated below:

The inventions listed a3 Groupsg I-IIT de not relate to a single general inventive concept under PCT Rule 13.1 because, under PCT Rule

;
i
This International Searching Aunthority considers that the international application does not corply with the requirements of unity of %
13,2, they lack the same or corresponding special technical features for the following reasons: i

PCT Rule 13.2 requires that unity of invention exists only when, the shared sams or corresponding tectmical feature is a contribution over -
the pnor art. 'I‘he putahvc spemal tachmcal featu.re of Gtoups I-] l'II isa methnd fbr identlfymg anew therapeutm use fur a f.wtenhty, ’

Form PCTJ‘ISA.IZIO (ex‘l:m sheet) (Apnl 2005)
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International application No.
INTERNATIONAL SEARCH REPORT PCT/US05/33984

entity against a protein complex in a cell; (C) using the results obtained from (B) to identify a new activity of'said test entity. This special
technical feature is shown by Girard et al (US Patent Application Publication No. US 2003/0186337 Al) to lack noveity and therefore does
not make a contribution over the prior art. Specifically Girard et al feach the selection of a candidate activator of apoptosis or a candidate
eompound for the treaiment of & eell proliferative disorder and testing its activity against a THAP-family polypeptide interaction with
another THAP-family polypeptide wherein the determination that the compound selectively activates a THAP-family polypeptide identifies
the compound as an activator or apoptosis or a compound for the treatment of a cell proliferative disorder (see entire document, especially
page 14, paragraphs [0313] to [0315].

The putative special technical foature of the Group TV invention is a method of identifying anew use for a test entity comprising testing the
ahility of a test entity to alter the amount of one or more proteins in a cell or a collection of cells; this putative special technical feature is
not present in the other Groups. The putative special technical feature of the Group V invention is a method of identifying a new use for &
test entity comprising testing the ability of a test entity to alter the post-translational modification of one or more proteins in a cell ara
collection of cells; this putative special technical feature is not present in the other Groups. The putative special technical feature of the
Group V1 invention is 2 method of identifying a new use for a test entity comprising testing the ability of a test entity to alter the amount
and the post-translational modification of one or more proteins in a cell or a collection of cells; this putative special technical feature is not
present in the other Groups. The putative special technical feature of the Group VII invention is an assay for a protein camplex or protein
complexes and cells containing at least ene of the proteins selected from the group consisting of CDC2, CDKA4, PAK4, COFILIN, WEEL,
BAD, BID, BCL-xL, CHK1, CDC25C, B8, EGFR, GRB2, RAS, RAF, CDC37, LIMK2, HSP90, AKT1, p27, UBIQUITIN, p53, Smad3,
HDAC, MAX, MYC, ERK, Cyclin D or Cyclin E; this putative special technical feature is not present in the other Groups.

Continuation of B. FIELDS SEARCHED ltem 3:
EAST: USPGPUB, USPAT, DERWENT, JPQ, EPO

post-translational madification, FRET, immunofluorescence, protein-fragment complementation assay

Form PCT/ISA/Z10 (extra sheat) (April 2005)
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