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GCGCCGCTT-3"0 U 0O 0O O DO 380 00 0O 5"-TAAGGATCCCGTGCGGCGCCGCTT-3"0 0 0 O O O 390
O

LEMD1O O O 5"-TCTGAATTCAGAAAAGAGGCCAAACTTCTATC-3"0 0 O O O O 400 O O O 5"-TCCGAT
ATCAGGTAGACAAACACCACAATGATG-3"0 0 0D 0O O O 410 O

CCPUCC10 O 5"-GAGGAATTCCGACCCTGGGCTCCTGGGGAC-3"0 0 O O O O 420 0 O O 5"-AAGCTCGA
GAAGTCATTGTCACTCTCATCCAG-3"0 0 0 O O O 430 O

Ly6EO O O 5"-ACGGAATTCCTCTCCAGAATGAAGATCTTC-3"0 0 O O O O 440 0 0O O 5"-TCTCTCGAG
TCAGGGGCCAAACCGCAGC-3"0 0 0 O O O 450 O

Nkd1lO O O 5"-CGGCTCGAGCGCATGGCTTAGGGACGCTC-3"0 O O DO O O 460 0 0O O 5"-TGGGGATCCG
CTCTATGTCTGGTAGAAGTG-3"0 O O O 0O O 470 O

LAPTM4B O O O 5"-CTGAATTCGGAGCGATGAAGATGGTCGC-3"0 O O O O O 480 0 O O 5"- AAGCTC
GAGGCAGACACGTAAGGTGGCG-3"0 0 0 0O O O 490 O

oooooao

O PCRO O O O pcDNA3.10 Invitrogend O pFLAG-CMV-50 Sigmald O O O O pcDNA3.1myc/His
Olnvitrogen0 0000 00O0D0ODODDODDDDOOOOOODODOOOOoOooooooOoano
oooooao

Oooooooooao

O pcDNA3.1myc/His-ARHCL1O pFLAG-ARHCL10O pcDNA3.1myc/His-C20orf200 pFLAG-C200rf20
O pcDNA3.1myc/His-CCPUCC10 pcDNA3.1myc/His-Ly6ED pcDNA3.1myc/His-LAPTM4B O O O
O pFLAG-LAPTM4B 000D ODDDDDDDDOOOPBSOD20000 00 00O00O00O0NO150mM
NaClO 10 0 O O O X-1000 50mMO O O HCI pH7.40 1mM DTTO OO O 1x DO ODOOOOO
OD0D0OO0OD0OD0OOBoehringer0 00 00ODOO0DODODODODODOODODORDORS300010,000%x g
00000 00ooooooooooooo0D0DDBradfordD OO0 OO OBio-RadD O OO O
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OD0D000D0DO0OD0D0D0D0OD0D0DO0OO0ODO0OODODOI1I00SDS-PAGED DD 0D ODODOOODOODOMy
cO OOSANTA CRUZO OO OOFlagDODOSIGMAO OO O DODODODODODDODODOGDODOAHRPO O
O00000O0D0 I1g6d AmershamO O O ECLO O O O O O O Detection SystemO O AmershamO O

O Ooo0ooOoo.o

oooooooooaod
ooooad
Oooooooao

pcDNA3.1myc/His-ARHCL1O pFLAG-ARHCL10O pcDNA3.1myc/His-C200rf200 pFLAG-C200rf20
pcDNA3.1myc/His-CCPUCC10O pcDNA3.1myc/His-Ly6EO pcDNA3.1myc/His-LAPTM43 O O O

O pFLAG-LAPTM4AR O DO DO DOO0ODDOOOODOOODODOODOODOpFlag-ARHCLIO O O pCMV-HA-O
O0O000000PpPCMV-HA-NFXLIO O OOOOOODODOOHCTI6GO O O Sw4so0D DO O OOC
0s70 0 0 OO O O pcbDNA-myc-CCPUCCIO OO pFlag-OU 00 O0OOCDOOOODOODODODOO
cosrbOobo40000DO0OD0DDOO0DDODOODOODOEPBSOISDODODOODOODOONL

oooogx-1eo0ooOopBSOO0ODODO2.50000000000000000000¢00A0O0

UooooooooooooobobobobDbODbO0OoO0O00d4n0 012024000 20 O 0O 30 BSAO
oopPBSODDODODODOOODOI1I0100000D0DOD0OD0O0OHADDODDOOOOOOUOROCheD 010 10

oonO

O

igmald

O

O
O
O
O

O 0Ooo0oo0ooao

O

O

O 0Oooo
OO0Ooo0oo0oooao

O

O

0 10cmO
Ooooao
did O 0O
oooad

I [y

O
g
u

I [y |
O 0O o0oogoo

O
gd
ud

O FLAGO O O Sigmal O 1010000 0000 0O0O0OmycO0D0O0OOQ0DOODOS
1020000000 000FLAGOD OO Signa0 OO0 OO0 ODOOOODOFITCO O
OD0DO0O0Q0DO0O0OO0DO0OO0eODOOODO0LeincoDODOICNDODODODOO
oooooooooooo4t,6"-0000D-2"-000000000O0O0
PDAPID DO ODODODODODOODOOOLODODODORDOECLIPSED ESOOD D O O

gobooboobogobogoboobooonnb
0000000001000 02x 10°00000000000LIPOFECTIN

GIBCO BRLO O O O O O O ARHCL1DO NFXL10O C20orf200 LEMD1DO CCPUCC10O Ly6ED Nk
OLAPTMAB DO OS-000O0O0OOO0OOCDODOOODOODODOO30700000O
OoOOoOooblo000O0O0O0DOOOODOOODODOOCGIiemsa0 O ODOOODODOODOS
-00o0o0o00O0U0oo0ooooOoOoOoooooooooao

ARHCL1-AS10 5"-GTGAGCATATTACTCC-3"0 0O O O O -500 ;

ARHCL1-R10 5"-CCTCATTATACGAGTG-3"0 O O O O :510 ;

NFXL1-ASO 5" -GGCCAGGGACAATCTTTC-3"0 O O O O =520 ;

NFXL1-RO 5"-CTTTCTAACAGGGACCGG-3"0 O O O O -530 ;

C200rf20-AS10 5" -GCCCACCTCGGCCTCTCC-3"0 0O O O O :540 ;

C200rf20-R10 5"-CCTCTCCGGCTCCACCCG-3"0 0 O O O :550 ;

C200rf20-AS20 5" -CACCTCGGCCTCTCCCAT-3"0 0O O O O :560 ;

C200rf20-R20 5"-TACCCTCTCCGGCTCCAC-3"0 O O O O :570 ;

LEMD1-AS10 5"-ATCCACCATGATGATAGA-3"0 O O O O :580 ;

LEMD1-REV1O 5" -AGATAGTAGTACCACCTA-3"0 O O O O :590 ;

LEMD1-AS20 5"-ACACTTCACATCCACCAT-3"0 0 O O O =600 ;

LEMD1-REV20 5" -TACCACCTACACTTCACA-3"0 0 O O O :610 ;

LEMD1-AS30 5"-CAGACACTTCACATCCAC-3"0 0O O 0O O :620 ;

LEMD1-REV3O 5"-CACCTACACTTCACAGAC-3"0 0 O O O :630 ;

LEMD1-AS40 5" -CATGATGATAGAAGTTTG-3"0 0 O O O 640 ;00 O

LEMD1-REV4AO 5" -GTTTGAAGATAGTAGTAC-3"0 0O O O O :650 ;

LEMD1-AS50 5"-ACATCCACCATGATGATA-3"0 0 O O O =660 ;00 O

LEMD1-REV50 5" -ATAGTAGTACCACCTACA-3"0O 0 O OO :670 ;

CCPUCC1-AS30 5"-CGGAGGTCGCGGAAAG-3"0 O O O O :680 ;

CCPUCC1-S30O 5"-CTTTCCGCGACCTCCG-3"0 O O O O :690 ;

Ly6E-AS10 5" -ATCTTCATTCTGGAGA-3*0 O O O O =700 ;

Ly6E-S10 5"-TCTCCAGAATGAAGAT-3"0 0 O 0O O :710 ;
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Ly6E-AS50 5" -GAAGATCTTCATTCTG-3"0 0O O O O =720 ;
Ly6E-S50 5" -CAGAATGAAGATCTTC-3"0 O O O O :730 ;
Nkd1-AS40 5"-GCGGCCGGCTTGGAGT-3*0 0 O O O :740 ;
Nkd1-S40 5"-ACTCCAAGCCGGCCGC-3*O0 O O O O 750 ;
Nkd1-AS50 5" -GTAGAAGTGGTGGTAA-3*0 0 O O O :760 ;
Nkd1-S50 5*-TTACCACCACTTCTAC-3*"0 0D O O 770 ;
LAPTM4(3 -SO 5"-GTGAGCGCGGCGCGCC-3"0 O O O O =780 ;
LAPTM4B -ASO 5"-GGCGCGCCGCGCTCAC-3"0 O O O O =790 ;
LAPTM4B -SCRO 5°-GCGCGGCCGCGCTCAC-3*0 0 O O O :800 ;
LAPTM4B -REVO 5°"-CACTCGCGCCGCGCGG-3"0 0 0 O O 810 O
oooooao

3-(4,5-0 00 0DbDODbODODO-2-00)-2,5-0000000C0OCOC0O0O0O0O0OO0OOONwNTTO O
ooad

ooooooooooos-oooboboboooboobooooobobooooooooooooooan
gooooobs-obobogoboobog3sgobogogoboooobooooboobbobobooboDbDao
OoO720000000500p g/mlOMTTO 3-(4,5-00000000O0O-2-00)-2,5-000
OoODOo0O0OoDD0ODO0O0oO0oO0ODO0O0O0O0OO0OSsSgma0 000O0O0OODODO0DOODOOODOODOS3YTOO4
OoOO0O0O00O0O0O00O0O0O0O0O00OImldO0.0IN HCIZIODO SDSO OO DODODOODODODOOOGO
Doooooooos/onmbO0O0O0O0OO0Oge3nmOOELISADDDODODODODODODOODODAO
oooooogogoooooooooboobooboobooboboboooobobobooooooo
oooooao

OOOOARHCLID OO OOOOONXLIODOOOOOOO

OARHCLIO O ONKXLIO O DDOOODODODODODOOOOOOoOOOOODODDDDDODOGOOARH
CLIOODODODODDOUODONXLIDOODODODDUODODDODDODODOODODOOoODODOooODOoDoooOO
OD0D0D0OD0OD0D0DO0OO0DD0DO0OO0OO0ODORT-PCRODO O ODODOODO OARHCLIONO OO O O ARHCL1-NO
0 O 5"-GGCGAATTCGTAATATGCTCACTCGAGTGAAAT-3"0 0 0 OO O 820 0 0 O 5"-GTTGAATTCCGT
GTTCTCAGGCT-3"0 0 0 O O O 830 O ARHCL1O CO O O O O ARHCL1-CO O O 5"-GCGGAATTCCTG
CTGCAGCACCACAT-3"0 00D 0O O 840 0O O O 5"-ACAGCGGCCGCTTTCATGACAGCTTG-3"0 0O O O
0O 0850 O NFXL1O NO O O O O NFXL1-NO O O 5°-ACAGAATTCGGGATGGAAGCTTC-3"0 0 O O O
0860 O O O 5"-ATACTCGAGAGGAGGTTTAAATTCACGCTC-3"0 O O O O O 870 O NFXL1IO CO O O
O O NFXL1-C20 O O 5"-CACGAATTCAAGGTAAAACTTAGATGTCCT-3"0 0 0 0 O O880 00O 0OL5"-6
AGCTCGAGTTTATGTTTTTGCCATAGTGATAG-3"0 0 0D 0 0 D890 0 0O DO O OO O EcoRIT ARHCL1]
-NO O EcoRIO O O NotlO ARHCL1-CO O O O O EcoRIDO O O XholO NFXL1-NO O O NFXL1-C2
0O00O0O0O0OOdOPpGEX6P-10 O O O O pGEX-ARHCL1-NO O O pGEX-ARHCL1-CO O O O pET28al O
O 0O 0O pET-NFXL1-NO O O pET-NFXL1-C20 000D O0O0DODODODODODODODOODOOOOOO
0O00O0O0O0OdOJpGEX-ARHCL1-NO pGEX-ARHCL1-CO pET-NFXL1-NO O O O pET-NFXL1-C20 O O
O O DH10BO O O Life Technologies, Inc.0 00O O0BL210 00 OO O O O O codon plus ¢
ellDONovagenD OO OODDODODODODODDODODODODOODOOIPTGODODODODOODODODODDODOO
00000000 ooDooooDooooDooao

oooooao

OD2-000000D00

0002-0000000000000D0D0DDODDODODODOGOQOODODOBD Biosciencell O O O O MAT
CHMAKER GAL4 2-0 00000 O0DO0OODO Two-Hybrid SystemO O 0O 0O OO 0O O O O ARHCL1
ODOOONXLIDODDOODODDOODODOOQPpAS2-10 00 0 0OEcoRI-XholOODODDODDDODOODO
O 0O O pAS2-ARHCL1-NO pAS2-ARHCL1-CO pAS2-NFXL1-NO O O O pAS2-NFXL1-C20 O pcDNA3.
1-C200rf200 00000000 DOODODODOODOS"-TGTGAATTCGCCATGGGAGAGGC-3"0 O O
000900 OO OB5"-TAAGGATCCCGTGCGGCGCCGCTT-3"0 0 0D 0D 0D 0910 00O O O OPCRO DO
ODOC200rf200 000D ODO0DODODODODDODDOODODODODOOOODORDOPpPAS2-100 0 0O O EcoRI-BamH
I00 0000000000 pAS2-C20orf200 0 00 0DOCCPUCCIDODDODODODOOODOGO
OpAS2-10 0 OO OEcoRIDD O DD OOOOOOOPpAS2-CcCPUCCIO O O DO DO DO DO O pAS2-
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ARHCL1-NO pAS2-ARHCL1-CO pAS2-NFXL1-NO O O O pAS2-NFXL1-C20 O O O O O O O MATCHM
AKER ¢cDNAD 0D DO DODO5x 10°0000000000000000 pAS2-C20o0rf200 O

000000000 001.9x 10°00000000000000000 pAS2-CCPUCC10O O O
0000000000 1.1x10°00000000000000000BD Bioscienced O
goooaoano

oooooooao
ooboooboobooboobooboobboobDbOn0S5S5"-CATGAATTCCGGCCATGGCG-3"
0000009200 005"-CATCTCGAGTCAGGTCTGGGCTC-3"0 0 O OO DO 9300 0O 0O ORT-PC

ROOOOOUOOOOOPCROOOOUOUUOUOEcoRIDDO DO XholO D ODOUOQpCMV-HAD D OO DO
00000000 OMGC103340 0 0CEMPCID DD DD DDODODODODODOUOOBRDEOCO OO

OO0OOcDNAOOOOOOOOOOODODODODDDDDOOODPPCMYV-HAODDDDODDDDODODODO

0O00O0O0OdpCMV-HA-MGC103340 pCMV-HA-CEMPC10O O O O pCMV-HA-BRD8O O O O OO O OO
gocO0ODDDODDDODOODODOO0OO0OUODUOUOUOOpFlgO D000 O0DU0DUOUOOOOOOOOagepr
lag-CMVO pFlag-ARHCL1O pCMV-HAO pCMV-HA-O O OO OO OOOOODODODDDODOOODGO
OHeLaO OO OOOOOOOOOOpFlag-CMVO pFlag-NFXL1O pCMV-HADO pCMV-HA-MGC1033
40 pCMV-HA-CEMPC1O DO DDDODOOODODOOOODOUOCOSTUoouoooooooOp
Flag-CMVO pFlag-C20orf200 pCMV-HAO pCMV-HA-BRDEO O OO OO OODODOOOOOOOC
0Ss70 00000 DODODODODODODQO pcDNA-mycO mycO O O taggedd CCPUCCLO O O O O pcDNA-
CCPUCC1l-mycO pFlag-CMVO pFlag-0 0 0000 ODODODODDDOOOOOCOOOOOCcosS7™
000000 0ooooooooooPBSOOOOO150mM NaClO 0.50 NP-400 10mMO O O H
Cl pH7. 80 O D OEDTAO O 1x DO OO OODODOODODOODOOORDOComplete Protease Inh
ibitor Cocktail EDTA-freeO D RocheOO OO TNEO OO OO OODOOOOOOOODOO

Od 0000000000 0O300p g0 1y g O FLAG M2O0 O O SIGMAD O O O O HAO
O20p ID00D000CGHOOODODODODODDOZYMedd 00O DO40 02000000

OooOoOoOd1wmlDINEDOOO4000000O0OOOO ooooooooao

0000 Laemmli Sample Buffer0 0 0 000 O0ogogd ooooooooao
O O
O

O Ooooo

O0O0OSDS-PAGED OO0 O OO0 OMmMyc OO OHAOO 004dgoaoFLAGO
oooooooooooooooboao

ooooao

NFXL1-siRNADO C20o0rf20-siRNAD O O O CCPUCCL1-siRNAD O OO DO OOCDOOODODOOD
oooooo

OOOOORNAOsiIRNAD OO OO OOODODOODOODDODODODODODODODDOODGO
O O HIRNADO O 5"-TGGTAGCCAAGTGCAGGTTATA-3"0 O O O 0O 0O 940 0O 0O O 5"-CCAAAGGGTTTCTG
CAGTTTCA-3"0 0 DD DD 9500000 O U6snRNADO O 5"-GGGGATCAGCGTTTGAGTAA-3"0 O O
O00960 00 0O5"-TAGGCCCCACCTCCTTCTAT-3"OD 00O OOy oouoooooooonOan
OooOoOgbDNAODOODPCROEODOODOODOODOODDOUOHIRNAD OD O O DO UBsnR
NAOODOODODOOODODODODOODODOOOODODODOODODOOODOOODODOODOOInvitrogen
oooooTADODO0OO0oO0ooooobODODODDODDOpCR2.ODOO00O0O0DOOOOOOOOOOO
O O O HIRNAD O O U6snRNAO O O BamHI/XholO O O O pcDNA3.1O0+0 00O OO O O 1257
ose0 0 00000000000O0D0O0OGDOS5S5"-TGCGGATCCAGAGCAGATTGTACTGAGAGT-3"0 0 0O O O
0980 OO OS5"-CTCTATCTCGAGTGAGGCGGAAAGAACCA-3*0 0D 0D OO DO99D O DOOOOPCRODO
0000000000 0ODNAOOOUOOODOUOHIRNADO OS5 -TTTAAGCTTGAAGACCATTTTTGGAAA
AAAAAAAAAAAAAAAAAAAC-3TO D O O OO 100000 0S5 "-TTTAAGCTTGAAGACATGGGAAAGAGTGGTC
TCA-3"0 00 00D 101000 O U6snRNAD O 5"-TTTAAGCTTGAAGACTATTTTTACATCAGGTTGTTTT
TCT-3"0 0000010200005 "-TTTAAGCTTGAAGACACGGTGTTTCGTCCTTTCCACA-3"0 O O O
ODlo30 0 00DOPCRODODODDODODOODODODODOODODHINdIIIODODOOOCDOODP
SiHIBX3.00 O O DDODDODDODDODOOODOpsiUGBX3.00 0000000000 DODDDODOODAO
ODODO0O0OO0DO0OO0ODODODO0ODODOUOpsiHIBX-EGFPO O O psiU6BX-EGFPO O 5"-CACCGAAGCAGCA
CGACTTCTTCTTCAAGAGAGAAGAAGTCGTGCTGCTTC-3"0 O O O O O 1040 O O O 5"-AAAAGAAGCAGCA
CGACTTCTTCTCTCTTGAAGAAGAAGTCGTGCTGCTTC-3"0 D D 0D O O1050 00000000000

OOoo0oo0oo0ooao
O 0o o0oogoo
I [ [ Iy |
O 0Ooo0gooOooao
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ODO0OO0ODDOOpsiHIBX3.00 OO OODOOpsiUBXODO O OOBbsIOODDOOOODOO
OCOO0O0OD0OD0OO0O0OO0O0O0OONRXLI-siRNA OO OO OOOQODODUOOOQDOOooODoDOooooOoOd
ODO0OpsiU6BX3.0000 000000000000 0O00O000O0O0ODCDONFEXLLI-siRNAD OO
ooobooboobogobogban

psiU6BX-NFXL1DO O 5"-CACCAGAAAGATTGTCCCTGGCCTTCAAGAGAGGCCAGGGACAATCTTTCT-3"0 O
OO00ogi1o600005"-AAAAAGAAAGATTGTCCCTGGCCTCTCTTGAAGGCCAGGGACAATCTTTCT-3"0 O
OO0O0O010700siRNAD 00D D DDODDDDODODOI12200000

psiU6BX-NFXL1EO O 5°"-CACCGGAGATGAAGATTTTGAAGTTCAAGAGACTTCAAAATCTTCATCTCC-3"0 O
OO0O0ogi1o080 0005 "-AAAAGGAGATGAAGATTTTGAAGTCTCTTGAACTTCAAAATCTTCATCTCC-3"0 O
OD0ODO0O010900siIRNAD 000D DO OOODOODO11230 00000

psiU6BX-NFXL1FO O 5"-CACCGAAGAACAGGAAAAGAGATTTCAAGAGAATCTCTTTTCCTGTTCTTC-3"0 O
00001100000 5"-AAAAGAAGAACAGGAAAAGAGATTCTCTTGAAATCTCTTTTCCTGTTCTTC-3"0 O
O0O0011100siRNAD D000 O0O0DOO0OOD1240000000000

psiU6BX-NFXL1GO O 5"-CACCCCAGAAGGTAAAACTTAGATTCAAGAGATCTAAGTTTTACCTTCTGG-3"0 O
00001120 00 0O 5"-AAAACCAGAAGGTAAAACTTAGATCTCTTGAATCTAAGTTTTACCTTCTGG-3"0 O
OD0DO0011300siRNAD 00D O0OO0DOOODO125000000000

psiU6BX-NFXL1IHO O 5°"-CACCGTATGTGAGCGTGAATTTATTCAAGAGATAAATTCACGCTCACATAC-3 "0 O
O00011400 0 O 5"-AAAAGTATGTGAGCGTGAATTTATCTCTTGAATAAATTCACGCTCACATAC-3"0 O
OD0DO0OO011500siRNAD0 0 0D0O0O0O0DODDOODO126000000000

oooogoao

O C200rf20-siRNAD D0 OO0 DO OO0OOCDOOOOCDOOOCODOOODODDOOpsiHIBX3.0OO
O0ODO0O00OD0OD0O0O0D0D0O0O0D0OD0O0O0O0OD0OOOCcC200rf20-siRNAD DD DO OODODDOOODOGO
OO0000D0O0OS5"-TCCCCCGACACTTCCACATGATTTTCAAGAGAAATCATGTGGAAGTGTCGG-3"0 O O O
O011600000000001170 5"-AAAACCGACACTTCCACATGATTTCTCTTGAAAATCATGTGGAAG
TGTCGG-3"O siRNAD D O DD DO DOO0OO0ODODO0127y0 00000000

goooaoano

O CCPUCCLI-siRNAD OO DDOODODODODODODDOODOODOODODOOODRDpsiueBx3.oO O
OO00O0O0oO0oO0ooooooooboboboDbDbDbDDCceCPUCCLI-siRNA DD DD DDDDDOODORO
oooooboad

SiRNA-20 O 5"-TCCCGCGACTAGAGACTCTGCAGTTCAAGAGACTGCAGAGTCTCTAGTCGC-3"0 O O O O O
1180 O O O 5"-TTTTGCGACTAGAGACTCTGCAGTCTCTTGAACTGCAGAGTCTCTAGTCGC-3*"0 0D O O O O
1190 OsiRNAD D OO OO OO0O0DO1280 0000

SiIRNA-30 O 5"-TCCCGACCATCATAGGATGGAGCTTCAAGAGAGCTCCATCCTATGATGGTC-3*0 0 O O O O
1200 O O O5"-TTTTGACCATCATAGGATGGAGCTCTCTTGAAGCTCCATCCTATGATGGTC-3"0 0 DO O O O
1210 0siRNAD 00 0D0DO0O0O0O0ODOO1290 00000000

oooogoao

O0ODO0O0OO0D0OO0O0OO0DO0O0OFUGENEGO O O RocheO DD OO DODODOODODODOUOUONucleofector
ODOOAlexaDDOOODOODODDO O psiUBBX-NFXL1O psiU6BX-EGFPO psiH1BX-C20orf
200 psiHIBX-EGFPO O O O psiHIBX-O O O SNU-C40 000 O0O0O0DODODODODODpsiU6BX-CC
PUCC1-20 psiU6BX-CCPUCC1-30 O O O psiU6BX-0 O OO O OO O HCT1160 O O O O SNUC4
boooooooooooooobobobobobobODbODbOOoO0oO4800000ORNADDODDOODODRO
OoOO0OOO0DOO4000800pgog/mMIDO0O00CDO0OODOG41800000M4000O000DO0O0O0OO
OO0o0oo0oooooooo0on0nOnMERCK, GermanyDOOOODODO

oooogoao

ccpuCcClD DO DODODODDODODDODDOODODODOD
ODODOOHisOOCCPUCCIOODODDOODODODODODODODODODDOODODOODODDO Invitrog
en0000O0OProBond0 000000000 ODODODODDODDDODDODOOOODODODODODOOO
boooootoooooooooobobobooDboDDboDDboDOoOoccPUCCADDODDODDODODOOODRDG
OO0o0oo0oooooogoopebNA-myc-CCPUCCIOD O OO OOOOOODODODDODDODOOODR O
Oo0oo0oo0oo0ooooooooobobilobsSbS-PAGED DD DD ODODO0ODODOOOOOOOOOO
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O00OOHRPO O OODOOOOD Ig6O Santa Cruz Biotechnology, Santa Cruz, CAO O O EC
LOOODODDODO Detection Systemd O Amersham Pharmacia Biotech, Piscataway, NJO

OD0D0DO0O0ODOD0DO0OO0DO0ODO0oOoocecPUCCIDDDDODOIDODDODDUODODDODODOODODODOmMycO OCCPU
cClOs5kD0 000D DDDDDDODODODOmMyc00DDODDDDDODODOOOODOODODOOOO
oood
oood
ooood
ooood
oood
chirei,

O

Oooooooooodg

h.

O
g
a
O
g
u

O

oo
g

o
oo
o
ud

oo

oo

oo

ooooooogcecpPuCClb DD DD DD DDoboboobobobODODDODDODOOO
OD0DO0O0OD0ODODO0O0OD0OD0ODO0OO0ODODODOSAB-POODOODOCDOOOCDODOODODDOOOODONI
Tokyo, JapanO OO O O QOvoowoD 100 OO OOCDOOOODOOODODOODOADOpHe
cooooooooooooooooboboobooboDbODbOOoOOoOoObObobooooooao

O0OO0OO0OOOUOANOVAOOODODDOODODODOUOUOScheffeDODFOOOOOOO
ud

0200000000000 00O0ODDODODODODOO

230400 000 0000chNAD DD DDODDODDDODDODOOOODII00O0O0OOOOOOOO
00o0oo0ooD0O0oo0o0oD0o0ooo0DoDU0o0oooDo0Do0oooD0DUO0oDoDOo0DUo0ooDoODOoDOoOooODOoDOoOo
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INTERNATIONAL SEARCH REPORT PCT/JP 03/10436

Box! Observations where certain claims were tound unsearchable (Continuation of item 1 of first sheet)

This International Search Report has not baen established in respect of cerfain claims under Arlicle 17{2)(z) for the following reasons:

" bcé%j;nu?ag glsé'y relate to sub%eﬁct’ mgt?er ﬂrg}t ?eqﬁigedqtgbg searchad by this Authority, namely:
Although clalms 39-40 and 42-43, due to the step of "administering a
pharamaceutically effective amsunt of ..." are directed {o a method of
treatment of the human/animal boedy by therapy, the search has been carried out
and based on the alleged effacts of the compound/compositian,

2. II] Clalms Nos.: 19’ 44—45: 50

because they relate to parts of ihe International Application that & not comply with the prescribed requirements 1o such
an extent that no meaningful International Search can be carried out, specifically:

see FURTHER INFORMATION sheet PCT/ISA/210

3 D Clalms Nos.:
because they are dependantclaims and are not drafted In accordance with the second and third sentences of Rule §4(a),

BoxH Observations where unity of invention s lacking (Continuation of item 2 of first sheet}

This International Searching Authcrity found multiple inventions in this interational applisation, as follows:

see additional sheet

1. l:] As all required additional search fees were timely paid by the applicant, thls Inernational Search Repart covers all
searchable claims.

2. D As all searchable dalms could he searched without sffort Jusfitying an addiional fee, this Authority did not invite payment
of any additional fee.

8. D As only soms of the required additional search fees were timely paid by the applicant, this Intemational Search Report
covers only those claims for which fees were paid, specifically claims Nos.:

4. m Mo required additional search fess were timely pald by the applicant. Consaquently, this Interrational S2arch Repori is
restricted o the invention first mentloned in the claims; It s covered by claims Nos.:

1-8,17-25,27-31,36-40,47-49 (all in part}

RBemark on Protest D The gdditianal search fees were accompanied by the applicant's prolest.

D Mo protest accompanied the payment of addilional search fees,

C

Form PCT/ISA/210 (continuation of first sheet (1)) (July 1996} page 1 of 3
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Intemational Application No. PCT/ JP 03 /10436

FURTHER INFORMATION CONTINUED FROM  PCTASA! 210

Continuation of Box I.1

Although claims 39-40 and 42-43, due to the step of "administering a
pharamaceutically effective amount of ..." are directed te & method of
treatment af the human/animal bady by therapy, the search has been
carried out and based on the alleged effects of the compound/composition.

Continuation of Bex 1.1

Claims Nes.: 26, 39-40, 42-43

Claim 26 : Rule 39.1{v) PCT - Presentation of information
Claims 30-40, 42-43 : Rule 39.1(iv) PCT - Methad for treatment of the
human or animal body by therapy

Continuatien of Box 1.2

Claims Nes.: 19, 44-46, 50

Present ciaim 19 which relates fo "a plurality of colon
cancer-associated genes”, concerns an extremely large number af pessible
methods. Support within the meaning of Article 6 PCT and/or disclosure
within the meaning of Article 5 PCT is to be found, however, for only a
very small propertion of the methods ¢laimed. In the present case, the
claims sa lack support, and the appiication so Tacks disclosure, that a
meaningful search over the whole of the claimed scope i1s impossible.
Therefore, the subject-matter of clatm 19 has nolt been searched.

Present claims 44-45 which do not cantain any technical feature te
characterize a "method for inducing an anti tumor immunity" so lack
clarity {Art. 6 PCT) and support in the description (Art. 5 PCT) that no
meaningful search can be carried out (Art. 6 PCT).

Present claims 46 and 50 relate to a compound defined by reference to a
desirable characteristic or property, namely “ebtained/selected by the
method accerding to any ane of clzims 27-35",

The claims caver all compounds having this characteristic or property,
whereas the application provides no support within the meaning of
Article & PCT and/or disclasure within the meaning of Article 5 PCT for
such products/compounds/methods/apparatus. In the present case, the
claims so Tack support, and the application se lacks disclosure, that a
meaningful search over the whale of the claimed scope is impossible.
Independent of the above reasening, the claims also Tack ctarity
(Articie 6 PCT). An attempt is made to define the compound by reference
to a result to be achieved. Again, this Tack of clarity in the present
case js such as to render a meaningful search over the whole of the
claimed scope impossible. Consequently, no search has been carried out
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Intemational Applisation No. PCT/ JP 03 /10436

FURTHER INFORMATION CONTINUED FROM PCTASA/ 2]()

for these ¢laims because no such compounds are menticned in the
descriptien.

The applicant’s attention is drawn to the fact that claims relating to
inventions in respect of which no International search report has been
established need not be the subject of an international preliminary
examination {Rule 66.1(e) PCT). The applicant is advised that the EPO
policy when acting as an Internationa) Preliminary Examining Authority is
normally not to carry out a preliminary examination on matter which has
not heen searched. This is the case irrespective of whether or not the
¢latms are amended following receipt of the search report or during any
Chapter 1I procedure. If the application proceeds into the regional phase
before the EPO, the applicant 1s reminded that a search may be carried
out during examination before the EPO (see EPO Guideline C-VI, 8.5),
should the problems which led to the Article 17(2) declaratiaon be
overcome. .

page 3 of 3
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