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TR), OAPI (BF, BJ, CF, CG, CI, CM, GA, GN, GQ, GW,

BEFERXICEYRIEICARS W -BAME RS R

ML, MR, NE, SN, TD, TG). . BRICESESEEBEER, O AFHE
2XFa— FRUMOBEICDINTIE, EHHETSND
BftaREE: BFPCTHEY FOBBEICEBHEINATWNS Ta— FLBEEE

EfRFAERES DHAFUR/— b+ 288,



WO 2007/102432 1 PCT/JP2007/054067

[0001]

[0002]

[0003]

B M E

PEE O E M O RLE T
T 53 7

ARINL, T VE —BIGHEE I D5 T FHRNA (small interfering RNA; 2L
T. siRNACBEFE T 5, VA EASE MM, Mg VAR A E S 7O
I, BIOBBE BT IVELNO0EE QBRI T2, AFINL, Fz, i
RNA%Z AV 7z, TV —BIGHEE B2 5 BB 35,
B R

VTV B3R B E MU IR D IR TR DY TNV R RET DT
LI Lo THEH IR D WIFE OSB3 5%yl o — 7 Val ¥ —ED—FTh
Do YTV —BIZIo THER B EITMMUZE SR OIER T RINO S T NV IRTR
BERESNDEZLDOFER A E S T OWRERET D, TNET, O TVF —EDOH
HEE 321213, MRV ANVABRRDOT TIF — BB AWLI TETZ728, IHEL
B DERRN T T NIRBE DIDITHBES D DHNT DOV TTFELWRIT 372 S
TR Tz, LR G, 4R, LB O NTEMES TV —E 03, FiH iR
DERMIDPEEDONEEDZEIZE> T FEHEMSN TS AR T ORI o fRE
L, SLAEIEROR AT L ORI M S R LI s B
Z272E D, 2L D BB REZ T T 2T LB E R o7z GERFFFSCIRL) o

ILENIZIT, LT ANV ADY TIF — B3 D, DiedEbaBOL TV
—ERNFEET HEEREFCIR2, 3), WILBMOWNIEMSY TI& —Ei, M (9
REEFICHRA) | VY —BNEE GERFFTSCIRG) | VY — A GERFFFSCHRG) B U
B (FERERTSCIRG) I JRTEL . AT EEE R M2 & OB AR MR A3 572 o
T3,

A DOELEY L TVF —BEL GBS 7V — s 7 (NEU2S T V& —8
) DREEDBHBHNTR2Y GEEFFICERT) . IROWTYY Y — b TYF —E8 (NEUL) (3
FFFFSCHRS) LY 7V A —8 (NEU3) GERFFFSCHR9) OB T- 037 ua—=2 0
ENniz, IEMPRIR CHEL TIF —BED, FRLTIE —BDO T/ BREHID
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[0004]

[0005]

[0006]

HEMIZZIUEE B LRWVB, O T A STXE Ry 7 A (Ser-X-Asp—X-Gly-X
~Thr-Trp) BEFIDIETER . NAR LT DPhe—Arg-lle-Profid5, 3BL U2 >DT A%
TR 7 ABLF| D RIALE T B Val-Gly-X-Glyfit 572 L | @I RHENhET
BBEFIPMREESN TS, &BIT, VU TUE — BTG 5457 BEE R
BEICRFESNTRY, TUBNAEEICH ORI DS, FlZiE, EXILT
2HRL TVE — B O d L (GERFRTFCHR10) i%, ERNEU2Y T — B DRk i
T GERFSCIR1L) SHEIL T3,

NEU2L T V& —BRAE T, 1679 ER A HR03T9T I /BRI B D725 — A8
RYRTFREa—RL TS, NEU2LTIF —BIZid, 2 DT ARG Ry 7 A
FRFIBNTFIEL VAT AVERIER B L —MEEIZE & AR TIH — B L
I T SLHAEE R LD ZERHBIN TS, ABERITHIEICFTEL., FdtpHAHT
THE, AVIWE A TVA VR R AEEEELL TS, R BEROB KM
CERBLL . B BAROSICEEREEE R EARIESN TS FERE
FFOCER12), NEU2Y TUH —BIZDOWTE, FrA=—ANLAZ—FIE (CHO) #
e (FERFFTSCIR13) . VB RS (GERERTSCIR14) . =7 RIiM (FERFFTFICIR15) B LT}
~ 7 AN (GEEFFESCHR16) HOBAE TS T D,

—HRIZ, BEADIGAREZLNTODIEE B E D03, Bs M2 BN %
AW TERE L, LB H SR OMNE, B2 ITF v A =—Z N DLAZ—FR B RR H
kDOCHOMERL Y AI = — < i/ 8 215 Ml L TRWREEN TWa, L
UG, FBLSHE 70 R A E OFFSHE IS I3 E FMIOR R H kI Lo TRRD
728, BRTIL, T Lol R IR R A TE D IO RS IS h T
SIXBRBAR N, KR, FEBHOIER T AN T ABOAM I, B 5 UibEE 03K
HIEEIC KSR EE 5 X DHENH D70, VTV RREHiZHIHEL 8% H ER
mZ BEUARBT 22N EETHD,

ST NBRAT A IEENE PO R B HER MR AEKL L TL, BRI, =
YRTRAF > (EPO) RMREIL S TAI ) — T T I F _—Z (t-PA) REBHITH
o,

IR R HERMNT, BEOBIRGD VI FICEHFHA AR LT
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[0007]

[0008]

[0009]

BEIN5H, FEHDIER TR ATINS NI TR R B E DI H 3 o
HERF I EEARREZ B-UTRY, 7 VRO BB 0 i 2 8 K& <D
NABZERESITOBGERFFSCIR17~19), ZOBH L, ST ABRE MBS E5L
FER TR T AR ENBE L, g2l I RETAT TR S
SR (H 7 bR 8 [T SN RS N D T2 Th D (FERFT IR
20),

PEEBEIT, B EMRICENOEE B B2 — N7 5cDNAZ L EITHLAA T
BISL U7 B R HR A | 8 4 7 B2 SOl 4 e IR BS 8 T D 2L IT K0 /3 s A FE
WD, AEEMIIH DR RIR T WS NI-RER A I, MRS EAICH 326
PEAIBICE SO TSRS, 20546 LTS O IR T
Rt IABREH 50 TNABRBEE TEMSN THOD, LxLRB6, 2O
RIT, AR T IRICL > TEBSECTLEN, 2 TORHEOIBR T ANE Y
TN TRET DL, ZOBE A EORIEIZIBW T, TR AR
TEEDIRERFERDO—DITAEFEMIS AT 5 TIF —EBORRERHIT LD,

TTVE =B, KT, NEU2V T UF —Bid, FEE B EOREIZRWT, EEMD
AR B LB IR L B R L GERRTSCIR2 1) 8T ICEELEE RN E
DFEFHPOT TNV PBES T TNB I LD 03> TETZ(FERFFT LR 22), ZDZ &
(%, CHOMINE & 15 £ &L U7 B OBAS T Z BE R H E DA EM I I > T
BRRESH TV DGERFRTCHIR 23, 24),

ZHETIZBHRINIZ S TR IR DOAL T 2B5 1L 42720 D58 TR Fik
EL T, L& T A—FZ— O LGERFTFCER25, RiaT X 1R, T VH
— PR EEMEEE T 2B % 5 R0 S BN B T HEGERFF SCR24 . R SO
R ENEF NG, §i \TA—F—DREI, ¥ TVE —EORBE» LD
2SO EFRIK T I - TRIA D, B TRICBWCEREMO A 7R
ZCEDLIETHOL L TREAMMERF 2282 BTN D, L LRDBH, 20
FETIL BEBE SOV TABRMNMBON _ EAETBEINDLDOD 47 E
T b BEEBEOT TR RN mOLEESTA—F— LR AEDAE
PEVER B DI/ ST A—F — PR — K U\ | BER HE ~DY T AR INER
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[0010]

[0011]

RS IG AT E BT U e TIRb RV SV IER AL D, Fz,
TTVE —EEREZ RS L THRINT 2 FEIC OV TE N-TBF-2,3-F
ERE-2-F 4% /AT (NeubAc2en)72 & DR EMIBLEAIZ BT 57120,
KR SR BEDERAA A BN B H EREBRRINTNDER, WTF DG ED
PEE 0 E ORGSO R RS REERALEIZ B T 5 R B A HE A REW
TERRBIEEEN TS, EBIT, NeubAc2enD LH7e RARIZIIFELRWMEAHEE
FBLEIZHVDH AT, ZOIOBWE B HROZOWE P E TICEMLTE
COFHEMRD, EWITSTDRZEMDE B LR TUIRDR,

R QA ET A BRI T 5 T F — BRI SR TR ik
LTI, 7o F B RIZESTNEU2V T UH —E mRNADRAT T4 07 RCmRNA
OFREET 25, HAEMBZIZE > T /5 ENEU2E G T IE 228
BENHI TS (BFFFSCIRS) , 7o F 'L AL S TNEU2 7 UF —EmRNADAS
FGAL TR E L E T 2B OV L, 7u—=2 7 S 7=CHOMONEU2
TTVE—E cDNAEFIGERFETSCIR13) A LT, NEU2Y T4 —F mRNALKER
BNINATVEART BT o F B ARNAZ G L, 2D T o F 1 ARNAZ L EH
BSELDDDNA AN 7 e A B A EMICE AL, NEU2L T —8
DFRBLEMH T DL TEDFIENBRIIL D FERFTCR26), BEAARMICIE
NEU2L T YE —BT o F 2 ARNAFEE A 5 —% | fi#iZ DNaseZ A2 PE95CH
OMMUZZEMNCE AT HIEICLY ., MBS 7TVH —BIEHEEZ40% ETHHIL
A PEMIDNaseD S 7 ARA IR E K TIT% LRS-, MREY 74 —Bi%
PEOHHIR BRI 5 Th D,

ZOIHNT, EBTITY /A BIZFE T ANEU2BAE T B AR L 7o MRk O 4 ST
BT AW IIRIZI BTV,

FERFFFSCHR1 : Trends Biochem. Sci., 10, 357-360 (1985); Glycobiology, 3, 201-217
(1993)

FHERFFTSCHR2: J. Biochem., 107, 794-798 (1990)

FERFFFSCHR3 : Glycoconjugate Journal vol.17,301-306 (2000)

FERFFF SCHR4 : Journal of Biological Chemistry vol.260,6710-6716 (1985)
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[0013]

THREFICEHEEND Y TV IR A EsIRNAZ EAS 72/, BL UM%
JAWZHE R B ERR R O BLE T IR B L O ORI A RHEET 22125,
IR T RS DT D DFBE

AFEBIILAT O (1) ~ (20) 12B¥5,
(1) ¥ 7TVF—EBDORBEEZMGIT 21K FFHRNA(small interfering RNA)ASEA
ST,
(2) K4 T-T#RNA(small interfering RNA)ASEL T D(a)~ (d) h 72 b0 biRiE
NDRNAB LV E DFFIRNAD G2 518457 7 F#RNA(small interfering RNA) TH 2
. B (1) oM,
(a) BLFFE 5 1 TRINDHEEERLS T OEfEL 7210~ 40D AR F| TR IN O H
ACFH> 572 BDNAICX ST ARNA;
(b) B FF 52 TR SN DHERL S T D L7210~ 40D FERLY| TR D H
ACFH> 572 BDNAICX ST ARNA;
(c) BLFE 5 3 TRINDHEERLS T OEfE L 7210~ 40D ARl F| TR IN O H
ACFH> 572 BDNAICX ST ARNA;
(d) B FF 54 TR SN DHERL S T D L7210~ 400D FERLY| TR D H
ALH 2> 572 BDNAIC RT3 BRNA,
(3) K4y T-T¥RNA(small interfering RNA)ASEL T D ()~ (D> D72 DRI
NDRNAB LV E DFFIRNAD G2 518457 7 F#RNA(small interfering RNA) TH 2
. B (1) oM,
(a) BdFF 522 TRINDHEERALFNN B2 DRNA ;
(b) BLFFE 522 TR ENDHE IR FNZ BT, ZOH IR FN O MDD 1 £72 1355 E
DO FENRREK, B, HABLO/ EdImMES i E AR/ S350, ol
IZE AT DL LML TV E —E ORI SILBRNA ;
(c) BdFF 534 TRIN DI ERALFNN B2 DRNA ;
(d) BlFFE 5 34 TR ENDHE IR FNZ I T, ZOH IR FN O MDD 1 £72 1355 E
DO FENRREK, B, HABLO/ EdImMES i E AR/ S350, ol
IZE AT DL LML TV E —E ORI SILBRNA ;
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(e) BLA I 545 TRINDEERALFNNHIRDRNA ;

(f) BL 3 545 CRIN D IR I BT, £ O IR S| O D 1 £ 721355 E
DO FENRREK, B, HABLO/ EdImMES i E AR/ S350, ol
IZE AT DL LML TV E —E ORI SILBRNA ;

(g) BlF I 551 TRINDIEEALFNNHIRDRNA;

(h) BE3E 551 TRINHHEIERFNZIBNT, £ DOHE RSOGO 1 E72 13 5F
DO FENRREK, B, HABLO/ EdImMES i E AR/ S350, ol
IZE AT BZEICEOFEM DY T E —E ORBERHHI S BRNA,

(4) T TUF—ER, LT D(@)~0)NroRo8E0bRITNDODNAYa—NT5EH
B Thd. LFe (3) ITFsnMia,

(a) BdFF 51 TRINDEERLFNHH/RHDNA;

(b) BlFF 5 2 TR I N D EERLFH>H72 DDNA ;

(c) BdFF 5 3 TRIN DI ARLFNHH/RHDNA;

(d) BlFFE 54 TRIN D EERLFH> D72 DDNA ;

(e) Bl 51 TRIN D ARSI DR DDNAL AN D o MR TNAT IS
AR, IOV TIE—BENE R T5EHE 22— N7 %5DNA;

(D) BlFNF 5 2 CRIN D IR TN OIRBEDNAE AN ¥ e MG TAAT IS
AR, IOV TIE—BENE R T5EHE 22— N7 %5DNA;

(g) Bl 5 3 TR IN D ERBLIND IR DDNAL AN L L e MRGEHTANATIVE
AR, IOV TIE—BENE R T5EHE 22— N7 %5DNA;

(h) BdF 54 TR INDE RN D2 EDNAE AN Ve MR EHETNATVE
AR, VT IE—BEE R T 5B B E 22— N7 5DNA,

(5) ¥TVF—ERB, LUTD (a) ~ D)oo EnbRITNSEHAE THS, Li(
3) IZFCA DA,

(a) Bl 55 TRINDT IV BELHINOR 5B HE ;

(b) BFEF 56 TRIND T I /BIREHNNL25EHE;

(c) Bl 5 7T TRINDT IV BEINOR 5B HE ;

(d) BeFE B8 TRINS T I /BIREHNNL2 5B HE;
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(e) BeFIFE Z b CRINDTI/BEFNCZIT, 1L EOT IR R K, B, ff
ABLO EIMMENTT I BREF 3720 30T TIF —BIEEE R T5
BHE;

(D ALFIF 6 TRENDT I/ BEFNCIBW T, 1L EOTI /A KK, E#,
ABLO EIMMENTT I BREF 3720 30T TIF —BIEEE R T5
BHE;

(g) BiFIF/ = 7T CREINDTI/BEFNCBN T, 1L EOT IR K, B,
ABEO/ Fid M MENT=T I BRLSD30720 , x0T TIE —BIEHE R T2
BHHE;

(h) FilF % 58 TREND TI/BMEFNZIBN T, 1LL EOTI/BAR K, EHh,
ABLO EIMMENTT I BREF 3720 30T TIF —BIEEE R T5
BHHE;

(i) Ao ¥/ 55 CTRIND T/ BEAC | £80% L _EDFR R 2K 92 T3 /BRECSIDD
R0 OV TV —BIEME G TAEAE;

() BLFF/ 56 TRIND T/ BEACH E80% L _EDFR R 2K 95T BRECSI) D
R0 OV TV —BIEME G TAEAE;

(k) BE¥HF 57 CTRIND T/ BRALFI L80% LA _EOMRINEE 357 I/ BRECFIHD
R0 OV TV —BIEME G TAEAE;

(1) AL ¥/ 58 TRIND T /WAL £80% LA _EDFRRI: 2K 9273 /BRECSIDD
20 DoV TV —BIENE G TAEAHE,

(6) MRS, BERE, Bhipiiia, B Al L UMM B2 280 HIRIZT B A
faTH5, 7L (1)~ (5) DWW F i LEIZFE DM,

(7) MR, o (a) ~ (k) DR 5N DRIINOMI TH S, Eid (1) ~(6)
DWT I TEIZFEHD T,

(a) F oA =— AN — I ELHRE I SRCHOMIMT ;

(b) Ty FR=o—<#fufkYB2/3HL.P2.G11.16Ag. 204 ;

(c) vUAITm—< HIRIBENSOMfE ;

(d) v~V AIzm—<#lfaksP2/0-Agl 4T ;
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(e) TVT U NDAZ— &gk B SRBHKAH M ;

(D) B A My /g T~ L ST ;

(g) ENPER.CEAIIY;

(h) ERNM-F9#Ha ;

(i) vk ;

() SABIIHRRT ;

(k) ENHEK 293/,

(8) MM, BEEAE N TE2—F I 28R THAEASh ML ThHD, e (1)
~(7) OV LRI FR#ER oM,

(9) _LE0(8) MM A B TR L, By D TR T R % A p
S BEMH»OREE A A BRI BT 5 TRA S T, 5B A EHAR
MDBGE Tk,

(10) H5%E HEARS D, BRI 406 4285 B EAUR S LY, B B 1
5 VT D DT T N I B BT HE B A B ChHZ L R T5, |k
7 (9) IZRi# D F ik,

(11) BER AERAE DS, BRHIAS A 2E 3205 1R B EDRLE ) 10 o P 138 3
ERSNIFEE QMRS Th5, Lt (9) 21X (10) IZit#k D H ik,

(12) EFE(9) ~ (11) WP Fe o BTE 7RI KO EO IR B B EL
7/

(13) LATFD(a)~ (d) b2 R bRITNARNAB L UZE O HRNATIHE RS L
BH2A8HRNA,

(a) BLFE 5 1 CRINDHEEERLS T OB 72 10~40 D AR F| TR IN O E:
ACFH> 572 BDNAICX ST ARNA;

(b) FLFF 52 CRINDH AR S T DEfE L 7210 ~40DH FERLY TRI D L
ACFH> 572 BDNAICX ST ARNA;

(c) BLFE 5 3 TRINDHERLS T OB L 7210~ 40D AR F| TR I N D H
ACFH> 572 BDNAICX ST ARNA;

(d) B FF 54 CRINDH AR S| T DEfE L 7210 ~40DH FERLY TRI D
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ALH 2> 572 BDNAIC RT3 BRNA,

(14) BATD(@)~M)H b2 HEDRITILVARNA K N OFHMHRNA TSI 52
AEERNA,

(a) B 7522 TRINDHAALTHH72 DRNA ;

(b) BLF K522 CREINDHERFNCIN T, 1EIT BB OHE LN KK, EHl,
BABLO Eid NS - ER/LF235720 . D> DM B AT A LI L%
MR DT TV —BOFED I SILDRNA;

(c) FieFF 7534 TRINDHAALTHH72 DRNA ;

(d) BF K534 CREINDEHEARFNCI T, 1FITEMEOHE LN KK, EHl,
BABLO Eid NS - ER/LF235720 . D> DM B AT A LI L%
MR DT TV —BOFED I SILDRNA;

(e) BLH| 75 A5 TRINDEAALT B2 HRNA ;

(f) FL3F 545 TRENDBEERINTIBN T, TEZIIERE OB KL, B,
FABIC EIIMMS T EERLFN0 30720, 2> O/ EATHZLIZLVEE
MDD TVE —BDREBHHISILORNA;

(g) BlF I 551 TRINDIEEALFNNHIRDRNA;

(h) FeFH 551 CRINDEEEFNTIBW T, TEITBE OIS KK, B,
FABIC EIIMMS T EERLFN0 30720, 2> O/ EATHZLIZLVEE
MDD TV —BDOREBHHISILORNA,

(15) 3 (13) 7213 (14) IZEEHDORNAIZ S G BDNAK UM DFIAHDNA,
(16) _EFL(13)F721% (14) IZFE#ORNAIZ %G T BDNA K UV DFIFHDNAZ
78 —THLFIIA A TR DA Z /KDNA,

(17) E7E(16) IR OBz ADNAZHIIIE AL TELNA T E A,
(18) L (17) il HEsH AL B IR &2 L., B &M iR A BB
EAEEHESE, SRR E AR AR BT TREE T 5
R 5B OB IT Ik,

(19) E7C (18) FLdk D Ik CHOILDREE A B R,

(20) E7E (13) £72id (14) iIciesiE v/ AR 5y 7 F ¥ RNA(small interfering RNA)%
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[0014]

[0015]

[0016]

[0017]

VB LER LT3, TV —BIEHEE M2 51k,
FEH DR

AFPITEDL, v TVE —BIEME I DsiIRNAZEAS BT/, %Mz
AVDHER QS T-ORE R, BLUORBLE TR LVELNA 5 E A AL
W5, AFEIIT, F72. siRNAZ VW2, T UE —BiEEE 45 5 k%
U2, AP ORLEF BIZIY . FEROFEE B EHBM IS > 7 AR &
DEIMEITHER QA R 5283 TE D,

[ T D 1l Hi7R BB

[1X111%, 77 AIRFT8lib3/pBSDOBLIEIZ DWW TR LIZIXTHD,

[1X2]1%, 77 AIRFT8lib3/pAGEDBLIEIZ DWTRKLEZKTHD,

[1X3]1x, 7" FAINPSIA~pSi38DRIEIZ OWWTE L2 THD,

[X414%, 7 AIRPT7 Blue Sialidase®D BLEEIZ DWW TR LIZKTHD,

[51i%. 7" AIRpAGELucia®D Iz DWW TR LK TH B,

[X61i%. 75 AIFpKANTEXLLucia®D LIz DUV TR LK TH 5,

[KI7]i%, CHO/DGA4MIIIZF AFGL R — & — AR T-L TV H —EBsiRNARBL 7 ¥
—HLEALZBROL R —Z LA R LK THD,

[XI811%, CHO/DG44#fRIZy TV H —EsiRNAREL 7 7 — %8 A LT BRO M
R DT TIEF —EBIEMER LK TH D,

T E I T D7 DI R DEHE

ARFEHOT TIVE —VIEME I3 DsiRNAZEA ST/ (LLF, TARHO
M) ERFET D) ik, MIRRNOT TIF —E ORGP IS 2 L9 1ZsiRNA
FEASEMRTHNIL, VWA MRbEGIhD,

TV =B X, FER QB MES RS O IR TR DY T MR E R E
THRISEMEE T BBER ThD, VTVH —BTEMELIT, BE A E IS pE e
DIEBITEAIRD DY T B EBRE T DSOS E AR DIEHEE VD,

AFINTRBNT, VTV —BIEEZ I 9 5sIRNALL Tid, RNAB I UZ DH
HIRNADOIEEE AL, D> ORI DT TV —EDOmRNARE D S/ HIENTE
BH2AREHRNATHIIX VD25 DTHIVY,
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[0018]

RNADRZEL T, GFFELLIELI~50, JVAFELLIT10~40, SHITHFFELLIT10~
30, FBIFELLILI5~30TH D, BARPZRRNALL TiL,
(a) BlF3E 5 1 CRINDHE AR T DEfEL 7210~ 405 Al TR I N HHE AL
FH>572 BDNAIZRHEG T HRNA;
(b) BLFF 5 2 TR SN D EERLS T D L7210~ 408 ALY TR S 5 M AR
FH>572 BDNAIZRHEG T HRNA;
(c) BB 5 3 TRIN D EACLH F1 DEfEL 72 10~ 40 LRl F| TR SN D AL
FH>572 BDNAIZRHEG T HRNA;
(d) BlFFE 54 TRIND IR T D L7210 ~408 KA Y TR S 5 M AR
FH>572 BDNAIZRHEG T HRNA;
(e) ALH 75 22 CREN DI AALT D B2 HRNA ;
(D BLFIH 522 CHENDHARFNCIBO T, TEITEBE O A K k&, B,
ABLO/ FliI M T ERLFN0>5720 |, D> ORIRUZE AT 52 LI ZVi%H
faDT T7VE —BORB RPN SHDORNA;
(g) BLAE 534 TRINDEERALFNNHIRDRNA;
(h) BLFIF 534 CREINDEHEARFINCINT, 1EITEMOE LN KK, EHl,
BABLO Eid NS - ER/LF235720 . D> DM B AT A LI L%
ML TIE —BORBESIIHISIDRNA;
(D) Bl 545 TRSNDH ARSI DD/ HRNA ;
() BLFIB 545 THEENDHEERINCIBN T, TERIIEAHE DO A KK, B, f#
ABLO/ FliI M T ERLFN0>5720 |, D> ORIRUZE AT 52 LI ZVi%H
faDT T7VE —BORB RPN SHDORNA;
(k) BdZ3E 7551 TRINDHE AT B2 HRNA ;
() BLFIB 551 THRENDHERINCIBN T, TERIIEHE O A K&K, B,
ABLO/ FliI M T ERLFN0>5720 |, D> ORIRUZE AT 52 LI ZVi%H
RO TIE —EDRBL &S HHISILORNA,
BHIF oD,

TEITBEOEIEN K, B, FHABIC/ El i mEn 7= £/ 1,
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[0019]

[0020]

[0021]

AL 522, 34, 45F72135 1D AR D5’ Rk LU/ £72133" R 1%
BB O RN KK, B, HABLO EImMESn iz R 150D,
FLFN DR ZEL T, FELLIE1~50, IVFELIT10~40, EHITFELLIT10
~30, FebiFELLIT15~30ME R L7ZRNABHITHND,

SIRNAZEAIH 5 EEL TL, siRNAZ I EAZE AR TEIRV
DHETHIWBRE T TR TFIEBRFEL, FIZITsiRNA, BIBEARNA, HD0
IXZNODEERI L2 BDNAGY T2 — PRI NI E A5, £, siRNA, AR
ERNADEFRIDNALY T2 18 £ D7 ) ADNAIZ R BITHAA L F IR ERHIT O
Do

siRNA, BTBRARNA, HDVNIZ MDD L 72 5DNAS T2 — LIS NI E
AT BHELELTIL, siRNA, FIBEARNA, HDVNIZNHOEEAI L2 5DNAS T-5
AN TRESEDIZ0IZ, AHLZDNADKT /| 23 LR 2 SRR ER ¥
—DF T —F—DOTRITRATEI LI, Mz 77 —5/ERIL ., sz
Ry 5 —%  HRBR AT X CE U R EHRISE A TR, BB~ & —%
WPIZ, VTV =B O BRI SV TG L2 A8 RNAR , BB 2
AT BHEREBB T N5,

siRNA, BTBARNA, HDWNEZNHDEFE/RDDNALGY T A6 FE DT ) SDNAIZ
LRI AATe T HREL TiE, 323 L7zsiRNA, HiBEARNA, HD\NIZ b0 EER]
LIRBDNASY TR B CE BB 0T —F— % BB LI RE A2 —%ERIL .,
BRBATF—% | BB Y —ITHEUIE ERMISEAL T, 5 EOR AR~
DRFISAL TR E R DT HILD,

TTVE—BLELTIE, T, O), (0. (). (). O, @HDViZ(h)DDNABT—F
THEEE., FT TR0, O, 6. 0. (m), M), ). ©). @. ©). HDFODE
HEREBRHITOND,

(a) BlFF 5 1 TRINDEERALFN) DR HDNA;
(b) BLFFE 5 2 CRIN D EERL D> B2 HDNA ;
(c) BB 5 3 TRIN DI ARLFNHH/2HDNA ;
(d) BlFFE 54 TRINDHEEERL D> B2 HDNA ;
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(o) BeFFE 5 1 CRINDE ARSI IR DDNALAN L D VMR TANATVE
AR, IOV TIE—BENE R T5EHE 22— N7 %5DNA;

(0 BLFFE 52 CRINDHE ARSI IR DDNALRAN VMR TAATVE
AR, IOV TIE—BENE R T5EHE 22— N7 %5DNA;

(9) BeFFE 5 3 TRINDE ARSI RDDNALAN VMR TANATVE
AR, VT IE—BEE R T 5B B E 22— N7 5DNA,

(h) BeF3E 54 TRSNDEERLFN DR DDNALEAN VU MR G TANATVE
AR, VT IE—BEE R T 5B B E 22— N7 5DNA,

EJelEN

DELHIE Z 5 CRINDTIRE SN2 5B HH;

(DECHIE 6 CRINDTIRESIN 5B HH;

WAL 57T TREINDT I/ BRSO 6EHE ;

(DECHIFE 8 CRINDTI/RESN 2B HH

(m)BELFIFE S5 TRINDTI/BEINIB T, 1L EOTI VB RK, B,
ABIC Ei NS I=T I BESNNGR0 3 ov TIE —EBEHER T5
BAE;

(n) ALFIBE 6 TRINDTI/BFINEBT, 1EL EOTI/ERR/R K, B, i
ABIC Ei NS I=T I BESNNGR0 3 ov TIE —EBEHER T5
BHE;

(o) BEFNF 57 TCRINATI/BEFNTIB T, 1L EDOTI/BAS KK, [EH#, F
ABIC Ei NS I=T I BESNNGR0 3 ov TIE —EBEHER T5
BAE;

(p) ALFIBE S8 TRINDTI/BEFFNTIB T, 1EL EOTI/ERA/RK, B, I
ABLO/ FEiI M= T BRSO 2> 03 TIF —BIEEE R 15
BHE;

(QFCHIF 5 TRENDT I/ IEACH|E80% LA _EDFE R 2K 9572 /BRECSI)D
R0 OV TV —BIEME G TAEAE;

(DBEEFNFE 56 TRINDTI/ERALSI L80% L. LD RIMEEFH 457 /BBl b7
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[0022]

[0023]

0, OV TIF —BIEHE AT HRAE;
(BLFNF 7 TRINDGT /WAL E80% L _EDOFERMEEF 257 /BRS04
0, OV TIF —BIEHE AT HRAE;
OBEEFNF S8 THRINDT I/ IBELH E80% LA LD RIEEF 457 L/ BALHIH 672
0, 3OV TIF —BIEHE R THRAE,

AREINTBNT, AN V= MRFMET TATVE AT HDNALIE, FIZIT,
FLANE 51, 2, BEiT4 TRINDHERALY |2 H T H5DNAZRE DDNAEZ T ZD—
HOW &7 a—7 LT, anm— AT IVF A= gl EHLN T T ay
INATVE AL = a k7l 2 VB LIZ VLN ADNAZ BBRL . BARMIZIE
A== HDHNIT T — 7 HRODNAZ [FHE L L 727 4 V2 —% VT, 0.7~1MD
HALT NI DTFEAL, 65°CTNATVE A B —Tal B Tol2 14, 0.1~ 2fF R EDSS
CIRUE (SR DOSSCYAE DM ERIL, 150mM #ALF NI A, 15mMZ =T R
LJ30722) BV, 65°CERHALTT AN F—2 iR T DZEIZLVEE TEXDHDNARD
FRZENTED, NATVEAE =T a Tl FaF—Ja—=27 (Molecular Clo
ning) ,A Laboratory manual, Second Edition, Cold Spring Harbor Laboratory Press,
1989 LA FELFaF— 7a—=U T EAUREMET) . L b T aha— LR e
FLF 2T — /A4 — (Current Protocols in Molecular Biology), John Wiley &
Sons, 1987-1997 (LA T, HL v he Fuba— L XA+ EL FaF— N AfFud—L
B54) ., 5 4—xzXx—+71m—=17 (DNA Cloning 1) : Core Techniques, A Practica
1 Approach, Second Edition, Oxford University (1995)72 FI1ZEai SV CWNAHHEIZ
HECTITHT LN TED, NATVF AR AREIRDNAL L T BRI, FiFI% 51, 2
\ BFEZITATRINDIEEERLFN & D72 EH60% LA _E ORI A H 35DNA, 4FEL
IET70%LA k. JOEFELLIEB0% LA b SHITAFELLIZ0% UL b, FHIAFELLILI
5%LL b mbAFELLIT98% L, LOFRMEE S T EDNAZHIT DT LN TED,

AFEBNZBWT, BEFIE S5, 6. 7TEII8TRINATIV/BEFIZ B W TILL |k
DT IBEHBKEK, B, FHARBLO/ 3 MMENTT I/ BRES D520, h>o
VTIE —BIESER TR AR YL, ELFaT— Iu—= U TEAUR, LT

Oha— VR FLFaTF— S fFul— XTIV A7 TR U —F (Nuclei
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[0024]

[0025]

c Acids Research), 10, 6487 (1982), as —F AL T R F L aF VT HTIv7-
P AL Ao 2—T AT —(Proc. Natl. Acad. Sci.) USA, 79, 6409 (1982), 2—(Ge
ne), 34, 315 (1985), 72 & IZFRaDERALES HAVE FLEATEE VT, B2 ITACLSH I
77 5. 6, TELII8TRINDTI VRS & A § 2B H'E A2 — R4 5DNAIZHR
KRB RZEATAZLICIVEE CEABEEEEE T2, K&, B, AR
O/ EIAIMENDT /RO LGTE LL_ETHY ZDEATRHTRE SR,
ERCET AR ZE BE AR E DR OEAIC LY, KK, BB bLIIAMTED
REOHTHY ., BIZIE, 1~FAE, FELII1I~20E, IFELLIT1~10ME, &
DIZIFELLIZ1I~5ETH D,

FARINTEBNT, BLFIFF5. 6, TEII8TRINDTI/BEALS£80% LA L
DOMRFEHEEZAL, 3oV TIE —BIEHEG 5B BB EIL, iFIF 55, 6, TE2
[I8ITFEH DT/ MALSZH +HEEHELDRLELLEB0% L L | FFELLIT85%
PLE, Z0AFELLIZ90%LL B, SHITFELLIT95% L, | R ELLIT97% L 1
BB ELIT99% L, EOFRIMEEF L, 3o  TVF —EBIEHEE R THEAE T
BB

AR FERS DM PO, KA R UG A 2 BRE | Y EHITAMD
FRPERR 7 0T 5% VTR IS EBE Th-> T, ARSI OV TIEBLAS
T%—F N F 7 ELFaT— (4P —(]. Mol. Biol.), 215,403 (1990)1i23
WCTF TN IRFGA—Z— 2 W TRINESNOEMERE BT oD, 7R
IZDVVTHE, BLAST2[RIL A7« 7R « U —F(Nucleic Acid Res.), 25, 3389 (1
997)]; %/ I+ UH—F(Genome Res.), 7, 649 (1997);http://www.ncbi.nlm.nih.gov/E
ducation/BLASTinfo/infomation3.htmlIiZ VN TT 74NV MRTA—FE W TR IS
NAEAERE RS T oD, T 74Nk RFA—2—L 1L Tlid. G(Cost to open gap) 23
W ERH| DAL, T /BREEH DA TE11, ~E(Cost to extend gap) 23 FFc 5]

DLGETI2, T/ BEECH ) DYE1X1., —q(penalty for nucleotide mismatch) 73-3, —r(r
eward for nucleotide match) 231, —e(expect value) 2310, -W (wordsize) 7> ZLA 5

DGEIRIERE, T MBEEOYA1335% 2, —y(Dropoff (X) for blast extemsions i
n bits) 23blastn®EFA 1320, blastn S DT 1175 A TI325THS (http://www.ncbi.
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[0026]

[0027]

nlm.nih.gov /blastcgihelp.html) , ¥72, 7I/FREFIDOMEYTY 7 hEL TIZFASTALAY
SR e A2 s TP AFE 1T — (Methods in Enzymology), 183, 63 (1990)172E 65175
R

AFEHOMAREL TiX, B, BiMiie, B B, iieie s i ohnds
. BV MR A E LY,

BERELL TiX, oIt @, Yy haIt R g, 7Y aruItR g, NaR
N jg, aU=F It AR EIE T OMEM. #1213, Saccharomyces cerevisiae
. Schizosaccharomyces pombe., Kluyveromyces lactis. Trichosporon pullulans. Schw
anniomyces alluviusZ & ®HIF B2 LB TE B,

AL L T, RO THBF <123 (Namalwa) MU, YL ORFETHBC
OSHIfE, F¥ A =—X  NLARZ—DHIfE THDHCHOMMI, HBT5637 (R¢BAIE63-29
9) . FyhRzr—<Hifd, v~V AImm—<Hifd, VT UNDBAZ—E g SRR,
R, 2RI S 25T B3 TR,

EHBMEL Tk, Spodoptera frugiperda® SR EHIINCHASO, SR1[ L 71
fa— VX e f e BLFHoF— A F 12 —Baculovirus Expression Vectors, A Labo
ratory Manual, W. H. Freeman and Company, New York (1992)]. Trichoplusiani®>
SREAMI T BHigh 5 (Invitrogenth ) %2 51T 5 ZLRTES,

ML T, Z8a, DX AT, b =0V  FAR  TT5F TAT 7
NT 7 AR, ALK | FF LT CAVVH RIS X IV EEHITHIELNTES,

BRI O BRI EI L T, v A =— AL AF—IREALRE B Sl (CH
OMIY) . Ty =r—<iilatk Y B2,/ Offild, <7 A =m—< i AR N SOMflfi,
<RIz n—vHIIRSP2,/0— Agl4flifia, VTN BARZ — B gHARE B ORB
HKA#id (ATCC CCL—10), MDCK(ATCC CCL—34), PER-C6' ", EFN
M-Foffild, ERHEK293Ma, A7 VR —<#ifld, e H MR ek 7~ v S,
PAPERRRIAG, SOREIRMR/R L 3T b D, CHOMIMEL Tid, CHO—KI1#K (AT
CC CCL—61),CHO,/dhfr—#: (ATCCCRL—9096) , Pro5#: (ATCC CR
L—1781) il CHO — Stk (InvitrigenflB Cat#11619), HDVNIZHD
DO¥RZ I IERE R L ICIMES TR 8D EiF b s, Ty on—<fifadl
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[0028]

[0029]

Tid, FlziXY3 Agl.2.3.(ATCC CRL—1631), YO(ECACC No:85110501)
. YB2/0(ATCC CRL 1662) %, <V AMIALL Tid, #12I1INSO(ATCC CR
L—1827), Sp2/0(ATCC CRL—1581)%, Ixu—~vflifiE/ziiIon—~
AR R DRI, DTN DDA I MLTE K7 Hie &I S ¥ 72 fikk (ATC
C CRL—1581.1)7ED EiFbhs, eMifuEL TIZPER. C6(ECACC 9602
2940) . HDVNIZNODOKE M IEE 2 2 I BIbS S 72 kR E D RiFbhs,
Fe, TNOOMKICE BALERZ HEL 720 . e OMELEM CHUR & 5% LT
BB A 58Ik TRbOIS, ZhbDMIRE RIS oM E %
B4 HHEG ., ARPICBIT2EMMRICE N5,

T, ARPICBITAMREL T, N—2ZVa RS E A TSR TR ON
— T2 F NI NaPIL DAL T a—AD NN o FEE LT G238k 51
IFTTER A TN, Fl2iE, N-ZVas RESEATIEHA A TR E A
B FInoR2 B CTho T, B TS ENSEN-ZVa VR aEa Rl
FEHDYD  FERR TTARMON-T 2 F /)L 7 NPT T a— AR FEA L TOROEE
HOFIED320% L ETHOMEE DB E EET DR IEH T2/MANH T 5
N5, ¥l L Tid, LTICEF 207280 1 00E BB OIEMEAME T £72i%
RIGLTo Mz E b Fons,

(a) MIRRAHEXZL A FRGDP-7 a2 —ADAEIC 5+ HBEEE HH;

(b) N-ZVaiRESEAAEHETCREGDON-TEF NI N ad I Dehnicr=a
—AD D o fEE T DHEGEMIC B 5T oBER B HE;

(c) HMBIABERZLAF RGDP-7 2 —ADA NV~ DIEIZH 5458 HE,

N-Z VoL RiEAEATUREER T RIEON-T v F LI N adIL DLz T a—2
DD o fEE T DHESIEMICBE 53 2B R R QB OIEPEAME F £ iR RIE Lz
ML T, MEND o 1,6-7aL VNG AT 27— BEa— N 58 T3 /v
7o E B T o5, (W002/31140, WO03/85107, WO03/85102)

HIRAABERX 7L A F RGDP-7a—ADE U 5§ 28R R HE LU Tid, Mk
N THHA~D 7 a—AOBBIR THAFEX I L A F RGDP-7a—AD A B 53
DEFFR THIITV R DR E A IS, MIAREXZL A FRGDP-7a—AD
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[0030]

[0031]

[0032]

[0033]

BRI R AEER EL T, MR A F RGDP-7a— A0 & I B4 5.
ZDERIREVRHITOID,

RN OFEX 7L A F RGDP-7 21— A1, de novoD & AR B H DBV L Salvage
WA KOS TS, LT23o T, ZNHA BRI B 5§ B8R 113~ C
HMEZA GDP-7 2 — 2D B RIS D OBER I B SN,

RN OFER 2L A F RGDP-7 22— ZDde novoD A FAR B 5§ BEE#ELL T
i%. GDP-mannose 4,6-dehydratase (GDP-<>"/—24,6-F ERFX—¥; LI F, GM
D&#F95) . GDP-keto—6-deoxymannose 3,5-epimerase, 4,6-reductase (GDP-%
MFAFT~r /=R 3,52 AT—F, 4,6-UF 77— LLF, Fxb £ 2)RE
BHIF oD,

RN OPER I LA F RGDP-7 21— ADSalvage & AR B B 59 pBE R L L Cid
. GDP-beta—L—fucose pyrophosphorylase (GDP—X—&- -7 a2 — -0 A7 415
—; LIF, GFPPE#E45) | Fucokinase (72 —8) RENHITHILS,

MR PER 7V A F RGDP-7 a2 —ADE WU a5 2 DR L Tid, Lilko
RN OBERX IV AT RGDP-7 2 —ADA FAR K B 53 DR OIG P I 2%
B2 720, SR ORI D E OEEICHEY 52 DBRLAE SN,

N-Z VoL RiEAEATUREER T RIEON-T v F LI N adIL DLz T a—2
DD o fEG T DHESIEMIC G- 2BR B A EHEL T, N-ZVad M
BABEGR T ARION-T 2 F NI NP D6 ET7a—AD IR a fEET 5
BOGIZ B 5 5B ThHITV R DBER D 0l 5 31D, N-Z V3 R a7
PSR TTARIRON-T2F V7 Ny O6ALETa—AD NS o FEATDIGIZ
B 54 5ER L Tt N7V NS A ABEHR T RIRON-T v F L=
PV DOHLLTA—AD I o fEG T DRI B % 52 DB R ThI\ i
DEEFEL UG END, BARMICIE, o —1, 6—TIVNIFVRT 2T — PR o —L—
TavHE —EBRERHITOND,

e N-ZVaL NS EATRESR T RIGON-T B F VLI a3 0efirer
I—ADUID a FEET DN EL 5 2 5BREL Tid, EilRON-Z7Va N
BEATRER T ARION-T B F NI N3P DAL T a—AD LR o i
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[0034]

[0035]

[0036]

TBRINC B 5T 2EER OIGHHICEEE 5.2 720 | R OB L oW Otk

(S 52 sBRbUEIND,

HIRNBEX 7L A F RGDP-7 2 —ADT NV A~DOE I 5 +3EBAELLT
i, MBI XL A F RGDP-7 2 —ADIA N~ DE XI5+ 5B HE. ¥
TITHIRNRE X7 1L A F RGDP-7 a1 — A&V ORI~k 5 SO 8% 5. %
HEHE THNITV DB HELEE IS,

HIRNBEX 7L A F RGDP-7 2 —ADT NV A~DOE I 5 +3EBAELLT

BARBIZIX, GDP-7 a2 —RANT VAR —&—T2 EBHITF b5,

F7-, MR X 7L A4 F RGDP-7 2— A% I )V IR ~Bik 4 5 i 8%
B2 5BHEBEEL T, BROMBNIEXZ LA F RGDP-7 2 —AD I L IARA~D
BRIC B 55 HE OGS EE 52720 BRIELUCEEL 52 2BAELES
s,

B OBESRIEYEME T £ IR R UM A B 92 5L L TiE, BINET 3
BERIEM AR T R RARRSEHIEN TELFETHNIE, WTNOFETHA
WHZENTED, BARMIZIT
(a) BEE DOBAR T HAEH U7l s TR O Tik;

(b) BER DB T DRITFT VNI T 4T W EAT HFIE;

() BERIT DWW T DRRERAE AT 5Tk,

(d) BER DOBAB T DS U FHERE B35 T4k

(e)N-ZVay RS BEGE TR ON-T £ F /)L 7 Va3 D6 E T —AD 1T
P o fEA LIRS GEE MR T DL 7F VICiitE CHAMEBIR T2 T E0d
Fohs,

N-ZVa FiE A PSR TTARION-T 2 F N7 N3y D6ALETa—AD LA
o FEA LTS T AL 7F U L LU, S RHcasL TV
ThIUL, WTNOLIF U THRAVWAZERTED, 20 EEMFlELTiE, L
A= AL 7F L LCA (Lens CulinarisHi S Lentil Agglutinin) , =2 R AL Z7F L PS
A (Pisum sativumFi 3 Pea Lectin) , 2T~ AL Z7F L VFA (Vicia fabaF 3D Agglutin
in) . eARF YU HrL 75 AAL (Aleuria aurantiafi B D Lectin) & 21 52 L43
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[0037]

[0038]

[0039]

[0040]

TED,

LIF TSt Vo F U E R REE X T LEITH AT ES N
WA S5, ANRELIE., 7 285 TS BZES A LT OM (LU, Bitke
L) BIEHICET CERWEBELL ETHY, FELLUT, 7/ ARG TRRESN
2 LA DOHIRE A B CTERVRE LR A, JVFELIT2~50%, SHITAFELLIT
105, mBHFELIT20E U L THD,

AEBHBRESNROL 7T O R ER., MRS GEEEDIEEL, 8
WOV IF L DB BPEIXI0 u g/mL~10mg/mL, FEL<1%0.5mg/mL~2.0mg/mL
THD,

AFEH ORI E VTR A BB & RS 32 HIREL Tk, BN, B
BHEZa N8B T2EALE FME AW CEETIHIE BRAEY
a—RNT BB T EEA LN OB ORI £ 72 132 AF IR 2 e R L
NOEND DI A~BHES | BAESEIIT VAV 2=y ZIEE N Z IV TARE
FT2HE, DV, BERAEE T 28{5 T 28 ALY 7V A L0 E
BTNV ARV o= ZRE N CAEET A LR EEWET 5,

Fle, AFRYL, BB BB, BRI A E DR R EHBM LY. 1
53 T O DT T AR BB 8E B QB & £ FE 32 HIRICBE T2,
ARFEHD, VT VE —BIEEEM T DsiRNAZE AL HIlu) DA FES B R
HER R OFER HE 153 T-HT20 O T VRN &L, siRNAZE AT 2RTOM
R DAEFES NI HEE A EAL OREER DB 150 THI-0 0T 7 VBRI EIZ
ARTHINT B,

FBEAE 1S THIOOT T ARAMES MU R A TR LT, R A
B15 170 DY TNRBMTINS D53 T D80~90% LA b 4FELLIF95% LAk
 FOEFELLIEL00%I S T VR A A SR A B A\ ),

TTVE —BIEMERE T 55 EEL TE, FRTREIZRVD, 4-AF N _YT
LYN-N-THFN-TNT 7D~/ AFIVET =0 b (AMU-NeubAC) 728 D
Y EE % FV 5 5 (Molecular Biotechnology vol.15, 69 (2000)) , F&J6EE % A

57715 (Proceedings of the society for experimental biology and medicine vol.169, 50
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[0041]

[0042]

[0043]

[0044]

[0045]

1-505 (1982)) BL UV F % AV 5 51 (Biol Pharm. Bull. vol.17, 29-33 (1994))
REBHTOND,
BHMIRSIE, T UF —BIEA I 5siRNAZE AT SHTOMIEE D,
ARFEPNZINT, FEE QB LI, R IR T AR I D3 AR
TOMERER T OB N ES TR A T oMM E D,

PR AEOREHEIT, BAEROLORBARRICLY, TARGHR U LIERT D0
B (N-ZVas FREGRER) LUy ALA =V R LA T B (O- 7 Vas R
AFES) OB KBS D, TNHERFRL T/ Yy FREAFESL ),

N-7VaL REGPEHIT, B4 REEEH L CWO LAY L RBRTE23— &
HERESHIFS0TE (P e 2 —) miGiE T8 (198942) 1, WIHoBAB T
OEER(DITRTBOaTHIEEH T,

k1]

Man a 1—6
Man B 1—4GIcNAc B 1>4GleNAc (1)

Mana 1—3
BERDIZRBWT, TANRTX AT AREHO AR E T A, FOHalAs
FEBITTARIE,

N-ZVas REEGHEHEL Td, a7 BED IR TR~ S —AD B DR
FToNATY ) =R a7 EEDHE TR T I b— R —N-T&F N7 L=
I (BLF. Gal-GleNAck L §2) D EWATL TIZRWULITEEBARL ., FiZGa
I-GleNACDIEBTE RN S T AR, AT 42 7 DN-T2F NI Ay 7
EDHBEEH T2 Ty 7 ZR (LT BAALLIRT) | a7 #E DR T AN
A~ ) —=2B e T Ly T ZRID T S5 DI EFFONAT VY RER E W3
biLd,

O-7Vay REEAFEHEL TE N-T B FNAH T IRV OB T AN Y Ei2
IRV A =0 DKL a fEA L. BICHTIR—A N-TEF NI NathI N-T
YFNHFTINIV | TN, DI TABBFEA LR, o a—2053k
V> DKIRIEE B REA LIRS, T I7h—ARNARaX Y OIS B FEA



WO 2007/102432 23 PCT/JP2007/054067

[0046]

[0047]

[0048]

[0049]

LT E03h T ois,

Fya—ARUrOKEREE B REALIBERIT, B, U —RA0AMITH
BOBENEEL, BELIEBEOLIZ 2B ORDEFIROZFERFKE AL TVD, Z0
FORMEGRREE LR TOMELL UIKE T 0T A 7 VA ERbiTons, HF 7k
—APNARTF N DAKIREEE B A LTIEEBEE R oW EELTL, 25
—FUERBHIT OB,

AT AL T N— T EF AN ad3y N—T v F A HTI
VW) —AR TG N—A Ta— R VTR, Fa—R, T ) —AREEN
L INBDFEIVRDIE T TREGLTH R,

PEE B EMAM LT N— 7 Vad Mg P EIIX0- 7 Val N apEEE A
DHER DB T bR E ), BB DB ISR S T ORI 2 HFEL. £
DFEGREEITIZARIED DT, PR A E O I LB OBEHOMEE N TF
T HILITIRD, LIzi3oC, ARITRIT DR A EMESEL L, —0p
PREEPFEASNIER AE S THoBRESn oM 5D R 2 g
PRE G SRR A B THDERESN A28 NF b, FEHOASIT1
A ThHoTHTNU L TH-THIN,

ABEHD, > TVE—BILHEE I HsiRNAZE A LM BAEES -5
BHEMBDORER AE LD T-HTE0OT T OVERA I ELL, siRNAZE AT 5H10D
MDA FES IR A ERLR D OFEE L E 15 -7 DT T AR I EIZ
HARTHMNT 2, ZOISTHER QB 1S T-HI0OL T BN ESHEMNL -5 R
HEAL B B S AR PE S D HE R B B N TN 5 LTS
BBV TEIREMDO N EA/Rd,

ARBRIEPEL U CIE, B LS AR EOBIFIE RIS B8R L O
EPEHATE I B 55 ORRR AR DAL, BT R BN TR L O E
ERZRERH TN,

ST, AEPORLEF ETHLNOEE B EHBEM DO H ., N-7Vas FiEa#
BEEHA R TAEE AE S bR DM Th>C, Ml icEiEhsd 4
N-7Va  FfEGHEATEHE OO SR T RION-T v F NI NV ahIvicTa
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[0050]

[0051]

—ABFEE L TORVEEHDEIE7320% L, L THLPER B BT, SHITEN
ARG AR T, B2 N-ZVad MESE AT Z PRI A 25k
53 T DI BHURKLER S Th- T, N7 Vas FiEAGEH AR R OB TR
SRON-TEF VT NP I NI T a—ABEE L CORWEEHE R T2 PL I
IEEBITEWADCCIEZ A 5,

AEEPNZRBNT, 7a—ARFEA L TORWEEFHEL T, B o bFRk
H B ICARMHMAION-T 2 F N7 N ad3NZid 7 a— AR RS TR, F29F
BILAMOFEHOBIE I WD 2DHDTH> ThEVY,

AEEHIZB W T, R T ARMON-T 2 F )L N ad i 7a— AR EAL T
WRWEIE, FEMIZTZa—ABREA L TCWRNI LR, BEMICT7a—ARRES
L CUWRWER B EME &1L, BARBIZIE, Bk O 3IZFEsOFESEH STz T
A= AR EE TR TERVWREOREE O EM B THOL AR, FE
EC R N CERVWRRE LT, MIEDORIIRALL T ChoZ L2 BH% T2,

AZEP ORI IV EFESNAFERABLL UL R T2HEERH. hboor
BEEWH ., Zol LoMERAE IR AN ERASEEMARAE
REBHTOND,

PR AEEL L, fiffk, =URrRA=F 2 (EPO) [J. Biol. Chem., 252, 5558 (19
0], ha AREA=F > (TPO) [Nature, 369, 533 (1994) TR S FTAI ) — 40T
IFR—% Tayudxi—¥ harREValr TUoFhar eV, o 17F R
TV CIAVRE Z— NTRTae s fEEET 0T C, Mg R T-VII, L
WRBE I K] 7-VIIL, MEEfE R 71X, Ml ] 7-X ., M e [ (R X1, L e [ (R
FXIL MR R F-XIL, Faba B AR, 74TV 70 TATI | PR
BTy RIS Ve EECHEAIR T (EGF) | P a8 AR - (HGF) .
ToF I ANERIR T, TI7FEV | BERRE T, Rk = — R T (G—C
SF) [J. Biol. Chem., 258, 9017 (1983)], v/u7r—Yan=—fH KT (M—CS
F) [J. Exp. Med., 173, 269 (1992)] ., #:#faX ¥ (SCF) | JkiEk-—~ruryr—Yan
=—H# A T-(GM—CSF) [J. Biol. Chem., 252, 1998 (1977)], A>#—7 =1y o
AVE=Tzay B AF=Tzny y | A F =A% —2(IL—2) [Science, 19
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[0052]

[0053]

[0054]

3, 1007 (1976)], /> Z—uAF 6, (2 F—uAF 10, A F—ufF 11, 57
—uA%>—12(IL—12) [J. Leuc. Biol., 55, 280 (1994)], FI¥AHEA  Z—uAF

AR, IEFFEESEIN T « | Dnasel, #77h & —€, a/ NVavyd—8 Jiak

Lray s —E, NETur | NIURT )R ERHIT IS,

PUAREL TIE, WD HURRE BT T 25U Th A8, JEEBIE USRS &
THHUE, TUAF—HOVNIRIEICBE T DHURICHE &3 Dk, TSR AT
BIE S HURICHE A T 2huE. B BRI BE T OHURICHE A3 oA,
T XTI AN RAD DTG BE T 2 PRI AT AP ThHZ LA ELL
RO T A IgGHBFELL Y,

JEFEBHE G RE AT P& L Tid, :iGD24tik (Anticancer Res., 13, 331-33
6, 1993) . HiGD3¥Hifk (Cancer Immunol. Immunother., 36, 260-266, 1993) . HFIGM
2% (Cancer Res., 54, 1511-1516, 1994) , FiHER2%14& (Proc. Natl. Acad. Sci.
USA, 89, 4285-4289, 1992) , #iCD52H UK (Nature, 332, 323-327, 1988) , HFIMAGE
PufA (British J. Cancer, 83, 493-497, 2000) . FtHM1. 24%i& (Molecular Immunol.,
36, 387-395, 1999) , HLEIH RiRA T B &7 (PTHrP) $ifk (Cancer, 88,
2909-2911, 2000) , FiFGF8HL{A (Proc. Natl. Acad. Sci. USA, 86, 9911-9915, 1989
) P E A SE MR R AR 7- PR . PIFGF8SZ &P (J. Biol. Chem., 265, 16
455-16463, 1990) | il L PRRAE MR HERE IR 75 AR, HioA o RV AR5

T-Hifk (J. Neurosci. Res., 40, 647-659, 1995) | HiA AV ARHEFHIN T-52 AR5
{A& (J. Neurosci. Res., 40, 647-659, 1995) , HFLPMSA$ifA (J. Urology, 160, 2396-24
01, 1998) . HLILE PN BRI AR T-HifA (Cancer Res., 57, 46934599, 1997) | $i
1L & PN R A 85 [N - 5% B4R B4R (Oncogene, 19, 2138-2146, 2000) , HiCA125
B, BLIT-1AHUK, HiA T2V av B 3HiR, HLCD33Hik, HFLCD22Hiik, HiHL
ABLfR, FTHLA-DRELE, HLCD20FLiA, HFLCD19FiMK, FIEGFRAMAFLA (Immuno
logy Today, 21(8), 403-410(2000)) . HiCD10#i{4 (American Journal of Clinical Pat
hology, 113, 374-382, 2000) 72E BHIF BB,

TR —HDHWNIRIE I BIE S HHURIRE & T 25 E L T, Firv#—ma
F 65K (Immunol. Rev., 127, 5-24, 1992) | HiA & —uAF 62 FAHH (Mole
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[0055]

[0056]

[0057]

cular Immunol., 31, 371-381, 1994) | HiA> ¥ —r A% 55k (Immunol. Rev., 127,
5-24, 1992) | HiAv Z—uAF B BFHGUR, JiA 2 F—rAF 441k (Cytokine,
3, 562-567, 1991) | Hi A+ F—uAF 4 BAGUA (J. Immunol. Meth., 217, 41-50
, 1998) | HUEZEHESEIA T-Fiik (Hybridoma, 13, 183-190, 1994) . HilEEEEEIN T-
2 BARHLR (Molecular Pharmacol., 58, 237-245, 2000) . HiCCR4HL4 (Nature, 400
, 176-780, 1999) . Hir EHA>Hifk (J. Immunol. Meth., 174, 249-257, 1994) | Hi
rE=HALZEREPUAR (J. Exp. Med., 186, 1373-1381, 1997) | HilgEHiik, H1CD23
Hifk, HLCD11aHifk (Immunology Today. 21(8), 403-410(2000)) . HFiCRTH2Hi4A (J
Immunol., 162, 1278-1286 (1999)) . HFICCR8HLHA (W099/25734) , HFLCCR3HiiAk (U
$6207155) 2 EBH T HiD,

TEBR 2R U B T2 PRI & 5Pt L L T, HiGpllb/IlafifA (J. Immuno
1., 152, 2968-2976, 1994) | Hu i/ Mk H SRHEFE K T-HifA (Science, 253, 1129-1132,

1991) | HLli /MR F SRIEFHIN T~ BAFLA (J. Biol. Chem., 272, 17400-17404, 19
97) F7- TP ML EE [ K T- B4k (Circulation, 101, 1158-1164, 2000) 72X 33T 5
o,

B 25 R BRI B I PRI AT 2R E L Tit, $1H & DNA$LA (Immun
ol. Letters, 72, 61-68, 2000) 72BN F b D,

TANABHDTHIIR G BE T 2 HUR ISR & 5P L L T, Higpl204tik
(Structure, 8, 385-395, 2000) . HLCD4HiA (J. Rheumatology, 25, 2065-2076, 1998
). PICCR4AHLIE, Hi~uFHHiA (. Clin. Microbiol., 37, 396-399, 1999) ., H 4%
PR (g, BV Y~ ra— 98 BB RIE R £ T < h—TF A,
ZRMTALRERE) . HFICD11ahifk, FLICAMSHA, HLICDSOFLIR, HiCD2FLIA, Hi
CD3HUR, FICDAHUE, FiA TV a4 B THIR, FLCDAOLFLIR, FIIL-25% &K
HifA (Immunology Today, 21(8), 403-410(2000) ) 723 ZiF b5,

PuikiZ. S RGURERIBORE R 5o SONZ Lo TEKNITEEASNSERET
PR ERE RIS B T AR A T5bDE VW, FLRDFCHEIRE & T2/ T Ch
MRV R25 FbEgshd,

BARBZIE, PLiEDIEZh, FUiROWi | Fefilkz2 & 0ma B A ERERH TN
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[0058]

[0059]

[0060]

Do

PURLL T, BT HUREE L S B O L0 ERLL 72 ~NA T U
— MU ST IS T DR DAL, AR TR B I ERIS N 5K, 3 72bb
PURERAG TERALETRRE A~ 7 —% | EEH~E AT LIRS
NIEHUERER BT oD, BARMIZIZ A" ATIR—<BEFET DI, BN A
FHuE, EMEFUR, BN R E 2 BT HZLH3TED,

ARINZBNT NAT IR =< LT, eSS OHALEMICHUR Z 8 LTRSS
hizBMifaL, Fvb, Fid~UAICH R T2Izn—v L Mfum & S TEL
a5, FraOHEE MR A LIzE/ Ja—F Rk e EA T e B IR T2,

e ATHURIL, RS OB DT B ST 2R fEH (LU EEIIHEHEL T
 AIEEII VIR L CHVEZIIVHEL ) B UBLARIRSE R 2 fEik (LT,
BRGNILHE L TLVEIIVLEL ) LE ML RO B E H Ik (BL T, &5 fHik
ICHEHIEEL TCHEBWY) BL U MR DEEEH E H 8k (LU T, CLEBW)) &b
ROFIREBERT S, ENUAOBHEL TIE, v TR, Tobh, NAARZ— TEYRE,
NATYR =< ZAERF D2 LB RETHIUL, WRDH DB WD LA TED,

NI AT, B/ — T AT EEET D AT I =< IO VHIB L UWVL
22 —RNT5cDNAZBAL, EMIRCHBL SeMUACLEZa — R+ 28G54
500 MR RBLAR 7 Z— T E NIV AL CENEX ASHURR B 7 — 24
LKL, BEMLANEATHILICIVRBISE, BIETHIENTED,

EMNIF ATFHURDCHEL TIE, B A /7 a7V (BLUF, higkV W) IZ@ 3
DIRDBDTHIND, hIgGIZTADG DB THY, SHIThIgGr TAIZIE T DhlgG
1, higG2, higG3, hIgG4t\W\ o7z T IFZADWTNH VB ZENTED, Fi2, Bh
2 AFHRDOCLEL Tid, higiZ BT IUIWDREb D THEL, k 7FAH DT A
TITADGDH WD LD TE D,

eMbEBTIAR L, FR R E fE K (complementarity determining region: LLF . CDR
SV BAEHUALB ),

EMEFUERIL, ERUSA OB OFRDVHE L UWVLOCDRD T I/ BERLF Ak
FURDOVHIB L VLD A @I B L 7=tk E B IR T2,
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[0061]

[0062]

[0063]

[0064]

EMEFLRIL, ERUS OB OHFURDOVHI L WVLOCDRES ZAEE DL MR
DOVHB L UVLOCDREFNI AL - VEEkEZ 2 —F 3 5cDNAZELL, Bh
HEOCHBLUEMIUKROCLEZa— N4 585 72 F 328 FMARBR & —
ICENEIRAL CEMEBURRI A7 7 — 25 | RBLA7 ¥ —E1E EM~
AT HZLICEVEMETT R R BISE, BETHZL03TED,

EMEFLERDOCHEL Ti, higiZ )& 34UV 5b O THLEV A, higGZTADS
DWBIFETHY, EHIThlgGr T A BT BHhlgGl, higG2, higG3, higG4&v o787
IFADNT IS FANWDZER TED, Fio, EMEFURDCLEL Tid, higiZJg il
Wb D THEL, k 77REIT AL 7FADLDE WA LR TED,

LT AZBZ TSR 95,

1. ABEHOMD 1ER

ARFEHD, TV —BIEHZ M HsiRNAZ EA ST/ MI (BL T, TARHO
M) LREEE %) 13, BT, LT OISIHERG 223 TE S,

T TVE =¥ DcDNAH DB NTS ) LDNAZ RELT5,

FHELL72cDNABH D\ N ) ADNAD K IR HI P E 5,

WELTZDNADEFNC D&, v TIVF —EBEa—R 555D\ THEFIER R
DIRGy %5 T 272 SDORNAI(RNA interferance)i#An 7D ANT 7 Mgk 3t
Do

FRNAIEAE T2 Il N CRELSE D701, ARLL7-DNADOKI I | $2ii 2%
B RFEHARIF— DT 0T —Z—D T RIHATHILIZLY MR T 5 —%

BRI 2,
AR AN F—%  ERBAIF—TE LT FHRICE AT 28I IO E
A EED,

WAL TVE —EDOmRNAR, &M, HOVIIEANEE BB 2 T-£oiTffazk
T _EOFER B E ORE SIS A R R HE AR 528 T AP oM
EHHTENTED,

fd FAAEEL CiE, BERL, B, B M, el R 5 7S
—EOREETEHELTODELO THIIEWOTHE AW LN TED, BRI



WO 2007/102432 29 PCT/JP2007/054067

[0065]

[0066]

[0067]

[0068]

D2 FEHDE FRAA DT D,

REAF—LL T EREE TMIICBW T, B ATaE RV LIRS Ak~
FLISAR B ATRE T, BREHLIZRNAGRHAR T2 885 CEDLEIC T e —F— 5B AL
TWBLDBFAVBND, BARITIZRNARY A5 — PN LVER SN TN 5 AT
DRBIRTF—H D NIH IR OGO TMIIOE L 7=z o7 —%
FAWBZEnTES,

TTVE —EBDDNABL VY ) ADNAZIUE§ 245 EEL T, #IZIX, LTIZE
HoOFERBHTBND,
cDNADFA

| v
7

A fE IR OFRE ST, D ERNA IImRNAZ R B2,

FABLL 72 2RNAXIImRNAD>HDNAT A 7 5 — 2 AERLIF 5,

VTVE =BT IBRINZEEDNT, TV RUAT 4T T FA~—EAERIL .
PEBLL 72cDNATA T F)— %L L CPCRIETY TUH —Bha— R4 5 a 7Bt
R a1 2,

BEL-8ETWh 27 a—7 LU THY., cDNATGAT FY—%RI7)—=T 1,
VTVE—EEa—RNTBDNAZ T2 LR TED,

R X i3 FE NE# ORI R OMRNAIX TR OB O X iZClontecht-H) %
ANTHIWL, LT OIS TerIFEe M ORI O B T
Uy,

BRI FEE MBS OFARE ST B ERNAZ RIS 2 kL TiE, ATV
77 = - N7 A afiig ey T LE[ AR A s A Fr Y —(Methods i
n Enzymology), 154, 3 (1987)], BRt:F AL T LT T =V « 7w J— /)L JanafR)V

L (AGPCYELT T VT 4TV« SA A2 IARN) —(Analytical Biochemistry), 162, 156
(1987); EEREEF, 9, 1937 (1991128 BTN 5,

F72. £RNADHpoly(A)+ RNALL TmRNAZFAELT 5 5L LT, AV (dT) A
ELE N —2AAT 5 (BLFaF— - sa—=U T HE2IR) ERbiITbhb,

&b1Z, Fast Track mRNA Isolation Kit (Invitrogenth:#) . Quick Prep mRNA Purifi
cation Kit (Pharmaciafl:#) 2L D HIK DF v b VD2 EIZZYmRNAZ LT 52
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[0069]

[0070]

[0071]

[0072]

ERTED,

WIT, TR 72 N XU NE ) DA ST mRNAD) B cDNATG A 7 7Y — & {F
B2, cDNATATFV—{ERUELL TiL, BV FaF— - Iu—=U TR, AL
feFaha— VKL FaTF— 3 (F 12— A Laboratory Manual, 2 nd Ed.(
1989) & | Zit S - 7 ik, HDUVIEHE D3 b, 412 1ESuperScript Plasmid Syste
m for cDNA Synthesis and Plasmid Cloning (Life Technologiestl:#) . ZAP-cDNA Sy
nthesis Kit (STRATAGENE#L:#Y) 2 5 H k72 803 IF b,

cDNATA TSN —%ARBL B0 DI —= P _Ry Z2—L U T, KIBEK128T
THMEHMTEALOTHNE, 77—V I ¥ — | TTRINIFZ—HZ T TH
A Cc&ED, BAREIIZIL, ZAP Express[ STRATAGENEAL, AR5 30— X (Strategies
), 5, 58 (1992)]. pBluescript Il SKH)[XZL A7+ T v R U —F(Nucleic Acids
Research), 17, 9494 (1989)]. A ZAP II(STRATAGENEAL®RY) | 2gt10, A gtl11[T 1
I RXT— e I F T e ST T )b+ T 1 —F(DNA cloning, A Practical A
pproach),1, 49 (1985)]. A TriplEx (Clontech#t:#) . A ExCell (Pharmaciatt:®1) . pT7
T318U (Pharmaciath#4) | pcD2[EL Fa2F— B/ F— A F 1 —Mol. Cell. Biol
), 3, 280 (1983)18B X UpUCI18[V—(Gene), 33, 103 (1985) 1% &2 BT HIENTE
Do

cDNATGA T TV —%AEBF 2720 DEFMAEHEL T, EH ThHITWTh
THAWBIENTEEN, FELIIKREFEIAV LD, BRIZIL, Escherichia
coli XL1-Blue MRF’[STRATAGENE#tL, ART5 20— A (Strategies), 5, 81 (1992)], E
scherichia coli C600[ ¥ %T 17 A(Genetics), 39, 440 (1954)], Escherichia coliY10
88[ ¥ 1 =2 A(Science), 222, 778 (1983)]. Escherichia coliY1090[ ¥ A(Scienc
e), 222, 778 (1983)]. Escherichia coliNM522[ L% —F /L A7 «ELFaF— /A F
w3 —(J. Mol. Biol.), 166, 1 (1983)], Escherichiacoli K802[ ¢ —F /L4 7 &L
FaF— A4 —(]. Mol. Biol.), 16, 118 (1966)]3 & UEscherichiacoli JM105[
2 —(Gene), 38, 275 (1985) & AV BILD,

ZDDNATATFV—1L, ZDOEELUEDFNTITHAVTHLVA, Ryg2KcDNA
DEEE T, 725 LK FBERDNAZZIRILKEHF 572012, BELARE L
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[0073]

[0074]

[0075]

[0076]

V¥ 7 [ —2(Gene), 138, 171 (1994); —2(Gene), 200, 149 (1997); &
AR, 41, 603 (1996); SBRE, 11, 2491 (1993); cDNAZu—= (1
#1)(1996); AR T-FA 77V —DFEREECE 41 (1999 1% FAVCREL T T Ofif
Bz W TH &RV,

PTVE—EDTIBEINCEDNT, TR Ao — R 52 LA TFHIS
NBHEERLF D5 A3 LU KD RSN R BRI T Ve R AT AT T
A~—%AERIL, fERIL72cDNATA T TV — %L CPCRIE[E—3—T — /b
r2hz2—/ L X(PCR Protocols), Academic Press (1990)]1% FIVYCDNADBEIEZITHZ L
Z&Y, TV —BEa— R T AR T Wi A BT 22 803 C& 5,

AR LICB G FW R 32 TV —EBE2a—R42DNATHLZ LT, BHAVbHhD
HEFLSIIRAT 1, B 2139 A — (Sanger) OV F X LB —F 40 TR
FT W FLaF N T T I F T Y AR (Proc. Natl. Acad. Sci. U.S.AL), 7
4, 5463 (1977)]1% 5\ MZABI PRISM377DNA —2 =2 — (Applied Biosystems#t:
) OH BRSO EERE AV TONTHILITED, #FB T 2L TES,

BB TW 27— T e LT eNUTIEE N DR ST E D mR
NAD>SA K LTZcDNAH B NI DNAT A T T —hban=— AT VF A ¥ — g
RTFG—=INATVE AR —vay (FvFaFf—ra—=U T HE2R) E5 VT, v
TVE —EODNAZ TG 5L TED,

Fe, VTV —BEa— RSO 8IR TR IS T 2720 AV I~ —%
FAV, BN UTFEE N OFARE SRR B ENAMRNAD S A B L 72cDNABH B
IXcDNATA T FV—% 8 L LT, PCRIEZ VTR 32281280, ST ABROfT
AN B84 % 3B E DDNAZ TS+ 528 H TS,

WG TIE —BEa—R4BDNAOK EELFT, 85 AV SIL 5 H AR 7
W7k, Bz TV — (Sanger) bOVT AF L[S uL —F AL TR AT
Fiatb T BT I— AT P AT A(Proc. Natl. Acad. Sci. U.S.A.), 74, 5463 (1
977)13 5V MFABI PRISM377DNAY —2 =¥ — (Applied Biosystemsfl-81) & D
R ST EEEEZ W T 5Z2812 XD, EDNADE RSN EZ R E T HIENT
EXAN
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[0077]

[0078]

[0079]

[0080]

PeTE LT-cDNADHE EFLH %S L2, BLASTZEOMRIMRE 7 s T 65 AV,
Genbank, EMBLI3 X UDDBJ2E D FELF| T —F N—RERFETHTLITED, B
BUIEDNART —F_X—2AFOBR T OT T TIVF —€Ea—RLTWHEE T
THHILEMERTHILLTED,

EFROFETHLNDYTIY —EEa— R38R T OB ERFIEL L, Filz
X, BEFIFE 1, 2, SEITAITTRDEER SN B HIT D,

RE SN T-DNADHHERALFNZ HANT, T4 AT 3T IF A MEZH ALTZDNAS
FiA%model 392 (Perkin Elmert-f1) £ DDNAB KM TILFA R THILICIY, V7T
V& —EDcDNAZISETHZLHTED,

TTVE—EDS ) LDNAZ TR T 7L L T, BlAIE, LT IR D7 HED
biIFois,

5 ) ADNAZ B2 L ClE, BLFaF— 7a—or VE2lRR2 AL U ke
Tuha— XA L F 2T N AR —FFEHS N A O FERH T B
N5, £z, 7/ BDNAGAT SV — A7) —=0 73 AT I (Genome Systemsfl ) 2
Universal GenomeWalkerTM Kits (CLONTECH£LHY) 72 &% VA2 812D, v 7Y
X —BDY ) LDNAZ RS THILHTED,

PTVE =B ORI L OREEHRALRIG 5 5L T, 2R, B
TOFERHITEND,

2

TS BTG A B L7 AR 3 5 5tk E LU CiE, SCRROBT AR L 5 52 BRE
JE3-FEELFER HE GRR{bFRIAN) H AL b2 (1998) 1, SCHEROHfa 52,51
BT abha— N V—X 7o fafday— K7 aha—)L ¥R A E - FEiE
BT a7F 7V (FHilth) B 0 EZ -8R b INE - B IR —21EE (1996)],
FLFaF— Ia—=V T HER, I b Taba— LK e e BV FaT— 3G
Y — R SIS NI AL PR T DD WVITEIE T TR FERERHTH
D, AEFRRIGEEL TIE, Fl2IE, B RO E 2 AV TR TR A1
ETDHERDHT oD, BT LFHRFIELL UL, #l2IX, o 7VF —ED#
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[0081]

[0082]

[0083]

[0084]

{6FDmRNARZRE 2/ —F U RHTPRT-PCRIERE B HIT D,

Fie, VT VE —BIEHERHIRI L 72k RAEC D E OB LA RIS AR T2
ZEHTED, PlxiE, AR AROREBEL L. ORI AZRINT S
FERHT D, BERICIE, BIRO3IZFEHRDO T ENHT IS,

TV —BORR T OmRNARZ I 95 572 ORNABAE T-13, #HiEEiX
DNAA HE VWD IC KO FART B2 8 T D,

RNABHE T Dz AT 7 M RAF % —(Nature), 391, 806 (1998); 7'l —7 4
VI RFT e F T at )T T I— AT A= A(Proc. Natl. Acad. Sci. USA
), 95, 15502 (1998); RAF*—(Nature), 395, 854 (1998); 7B —F AL T R F 7
FeFat N ThHTI— A7 P A= A(Proc. Natl. Acad. Sci. USA), 96, 5049 (
1999); &/WA(Cell), 95, 1017 (1998); F 0 —F 42T R T e FTat )L ThT
I— A7 YA A(Proc. Natl. Acad. Sci. USA), 96, 1451 (1999); v —5 1/
TR FT e eFat T T I— AT P A2 A(Proc. Natl. Acad. Sci. USA),

95, 13959 (1998); RAF ¥ — &)L+, AFm—(Nature Cell Biol.), 2, 70 (2000)]
LD TRETT DL TED,

F, BREAZF—Z A, TVF — B OEERIN ISV CRRELI-2A8R
NA%Z, BEMICEATHZL T, AP OMIEHELZLLTED,

2ABARNAIL B L FT2IIRNAA B Z AV B Z IC KRR A2 88 ¢& 5, AR
BNZIEL 7TVE =B DcDNAB LV ) ADNADFBMHRNAK FEEF DY | Eif L7z
1~504 5, AFELLIT10~408 5, JOMFELIT10~305 ., SHITAFELLITI5
~30EENTH Y T BRI EH AV XTIV A F RORIIERIZE-SE, %AV
XV AT REFHRESNAN Y T2AVIXIVATFR (T o F ' AA VXTIV
FFR) BT HIETREFHIENTED, A VIXIVAFRET o F 'R F
VIXIVAFRIE, ENENISLIZE L THEW L, 2AEHRNAFHRIC K ED /20
FIRAR—Y =X IV FFRTORBIL TN THEN,

FVIXIVAFRELTE, FVIRNABLOREA VI XI VA F ROFHER (LT,
FVIXIVFF RFERLND) REBHIT IS,

FVIXIVAFRFEREL T, AVIXIVFFRH OV RY AT VEERH
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[0085]

[0086]

[0087]

RARTF A E=—MERICEREINTZAV I XV AF NFEER, VI XL A F R
DYV AT NAER DN P’ AT 4T IT7 — MR ICE s i- )3 X1
FFRFBER, FVITXIVAFRFOTTINANC-57a =T )L CEEh
AV IV AFRFER, AT XTIV AF RHOUTLNVIRC-E5F T — LTy
VCEBENTZA VXTIV AF RFEMR, A VI XTIV AF ROV U HBC-571
YoV MU TEBBRENTEA VI XV AT RFE AR, AV XV AF ROV R
VINT 2 )%V AERIY M (phenoxazine—modified cytosine) CE#HE =AY
XIVAFRFHFEIR, AVIXIVLAFRHDYR—R032’ -0~ at’ VYR — X CE#h
SNTEAVIXIVFAFRFER, HANIFVIXILVAFRHFOUR—RN2’ - AR
VR VUR—ATEBRENIZAVTRIV A F RFERRERHT O T
=, 16, 1463 (1997)],

2. BEEE HE R D BLE J5 v

PR AEMERIE, B X aT—ra—=U T ERR LUk aka— X o
Ve ELFaTF— N fF 1 —, Antibodies, A Laboratory manual, Cold Spring Harbor
Laboratory, 1988 (LA, 7 FRT X LEE ) . Monoclonal Antibodies: principles
and practice, Third Edition, Acad. Press, 1993 (LA, €//m—F VT FRT 4R
LW597) . Antibody Engineering, A Practical Approach, IRL Press at Oxford Universi
ty Press, 1996 (LLF, 7V FRTF 4L V=TV ZEM$) &S ika A
W BlZIE BUF O XSRS Ol A1 e U TRV, %58 FMinH T %
B TRET LM TED,

B N EEa—F 3 2cDNAZRBIL ., %0 FE2a— N 28aa Bl YRR S
DODNAKT & 355,

ZDNAKTH | E7213 2R DNAZE Y RBBATF— DT 0E—F— D T IiiZHf
ATBZLITEY, Mz R F—EERT 5,

R Z RO Z—F | ERBAIZ—TEA LTS ERICE AT B LT IY,
VR AE S TEAET I RERIRE B LN TED,

T ERAREL Tk, R OB RE, BhipMifia, BB, Mg, AL ok
LT ERBETEDDD THIULNT I AWDZ LN TELN, JVFELITEH
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[0088]

[0089]

[0090]

[0091]

fandF s,

REA7HZ—LL T, LA ISR O T SCERIATAE WO LIRS Ak~
DOARLARFIRET, BET O EAE S T2 — RN ODNAZER G CEHLEILT
o —F—EEHHLTOBLORHVHhD,

cDNAIL, BIFC1. (ZREHD cDNADGRELTFIEIZRE Y, BRI MBI ORERE X
ITAREY. BRET AR E A BRI RN T 00— T R0 T M~ — 55 VW CGREL
THIENTED,

BEREZfE EMIfRE L THOWSSAITIE, B~ 77 —L LT, #1213, YEPI3(ATC
C 37115), YEp24(ATCC 37051), YCp50(ATCC 37419) &5 HITHTENTED

Tae—Z—¢L T BRERT TRIETEOHO THIITWFLObDE AV
THEL, FIZIT, ~F Y —RAF T —BEOMEFERDBE T- O 2E—F—, PHOS
S —F—, PGK72%E—#—, GAP 2% —#—, ADH' 0t —4&— gal 171
F—F—, gal 107 0E—F— b—hay/BHEVPE—F¥— MFal F0E—
Z—. CUP 170 —F —E2hHiF T LN TED,

FHZ AT Z—DEATTEEL TE, BERHIDNAZE AT THILIZWTh
HLAWBIENTE, FIZIX, =L 7haRl —yal k[ Ay X v P Tay
—(Methods. Enzymol.),194, 182 (1990)], A7 = FFANE[F 0l —F 4 T A F
T e FTat AT HTI— AT A= A(Proc. Natl. Acad. Sci. U.S.A), 84, 1
929 (1978)], EFfRYF U ML [T X% —F /v o AT« "I F VAT —(]. Bacteriology),15
3,163 (1983)], 7 —F 4L TR FT e FLaF N TATI—F 7 Az
A(Proc. Natl. Acad. Sci. U.S.A), 75, 1929 (1978) [iIZFE#k D F EEE2HIFHZENT
EXAN

iz EELTHOWDSEAITI, BB~ 7 —LL T, #2135, pcDNAL pcD
M8 (7 F= 4L D TilR) . pPAGE107 [4#BHF-3-22979; %A +7 7 /i —(Cytotechno
logy), 3, 133, (1990)], pAS3-3 [##BH 7-2-227075], pCDM8[RAF*—(Nature), 32
9, 840, (1987)]. pcDNAI/Amp (Invitrogenfl:#1) | pREP4 (Invitrogenfl:#!) . pAGE10
3[T—TF N AT N AFrIAN) —(]. Biochemistry),101, 1307 (1987)], pAGE21
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[0092]

[0093]

[0094]

[0095]

0EEHITHILNTESD,

FaE—F—LUTL, BT TRETELLOTHIITW T VDL
T&, FIZIR, B ARAT a7 A LA (CMV) DIE (immediate early) s 7 D7 aE—#
—. SVA0DO P 7 o —F— L au A )V AD T o —F— AZaFF R[S aE
—&— b—hayr/Fat—F— SRa S BE—F—EEHITEILNTES, iz,
ERCMVDIEBAE T- O N\ —2 7 ue—F— LI AVTH I,

FZ AT F—DEAFEELTIT, B HIRIZDNAZEA 25 ETHILIT
FTRHAVWBIERTE, iz, =L 7baRl —val k[ AT 2 /uP—(Cytote
chnology), 3, 133 (1990)]1, VeV w7 h3E KB -2-227075], YART7 =/ g
BTy —F g TRF T e Fat e ThHTI— 47 «H A A(Proc. Natl
. Acad. Sci. U.S.A.), 84, 7413 (1987)], /> V= aiklw=al AT 47 -
CYARLL T YA T cTGRTN) = e ma TV, ST 7T RAGT8E) B
75 1 [ FrRTF 552606856, KriTFa52517813], DEAE-T X ANV k[ MM A~ =27
N Y —RA—BAR TEALFEEL AT ik (CE L) BEm 52 - BB —#R(1999)]. ¥
ANARY F—IE[ = ol —T 4L T e R = TV E 2R SR I BIER T
EXAN

BHMREEFELL THWDSEEITE, #lIRITILV M TP aha— X (- EL
F 2T — A A1 —Baculovirus Expression Vectors, A Laboratory Manual, W. H.
Freeman and Company, New York (1992), 2314,/ 527 /13— (Bio/Technology),
6, 47 (1988)F I ZFLHMIN=HFIEITL > T BHEE BRI THILN TES,

NS | KX AR T EANRTF—BLUONFauay ANV 2% B BHIic &AL T
BBl BIEPICHIB T AN ARGt OISR VAV A% B Bl
(RGeS BABHERBISE LN TED,

BB THOONDBIG TEASZ—LU T, 2, pVL1392, pVLI
393, pBlueBaclll (¥% (ZInvitorogenttBl) &4 1 F 52 LB TED,

NE 2T ANAREL T, FIZIE KRR R &G T 5V AN ATHET VN
T )T H =« XTL T — o RYAR T &7 A )L A(Autographa californica nucle
ar polyhedrosis virus)&& HV\HZENTEB,
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[0096]

[0097]

[0098]

[0099]

[0100]

FHEZ AN RE RS DD D, B M~ LA R T EANRTZ—
L ERAF 2T AN ADIEE A FIELLUTIE, FIZIE, VB0 L3k (KB -2
—227075) , URNTZ =V a [0y —T g TR F T e F g e T T I—-
F 7+ %A A(Proc. Natl. Acad. Sci. U.S.A.), 84, 7413 (1987)]&&HIFHZEMNT
EXAN

YR E S EHRELCRVWDEH AT, BB~ F—LL T, flziE, TirTx
IR, IR A ITAN AR Z—EEL BT HILINTED,

Tae—Z—¢ LT AR T TRETEOLO THIUITWFHLObDZ AV
THhEL FIZIE, BV T7TT—FFAITANA(CaMV) D35S T aT—H— A RT 7
F 1T —F—FEEHITHIENTED,

FZ AT F—DEAFHEELTT, EHIRIZDNAZE AT 25 ETHILIT
THOHNWBZENTE, FlZIX, 772377 U0 A (Agrobacterium) [R5BHIF59-140
885, KrBHIE60-70080, W0O94/00977], L7 bRl — g ¥E [ KiBHIH60-251887
1 R=T NI GRAGT-81) 2 D L H ARFFT552606856, H AKFFTE525
17813]F 2 HITHTLNTED,

BAG T ORBIFHELEL T, BEERBLSMNI, ELFaTF— - ru—=0 T H2NRIC
RSN QWA IEEITHEL T, BIEERITHIZLN TED,

LU EDISZL THRLNO I H IR B R L SR IC AL T 2858
B A LR, RS RO R AR A2 BT 528120,
PR AT A ST 22N TED, HEERIRE ISR R T 55 kI, 5
FHIEOEEZRITAWONDBE O TS TUTHITERTES,

BRI DEBAMEE XL TERLIWEEREL R T A8 EL T, #%
AR BILLEDRFTR, FRTE, MEERSL AL, BEREBRIROR &L 2%
HNZAT A DM CHIVT R ARG ML, A B O WF A2 W Th RV,

RFBIREL I, BEDPENLAEDILO THIITLEL, FVva—R 7T T7h—2A,
ATa—A INDEGHTHREE., T T bDONET T UK iR D R 7K
¥y, BffR., 7 A U BEOFEIR, —F ) —) TR )= VREDT Vva—)v
HELH DN TES,
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[0101]

[0102]

[0103]

[0104]

HHRFEL T, ToE=T . BLT B2 L T B A, BFRT =
UA, UET B MEO L LITEBIROT e M ZOMOEE
FEW, RO, ~Th HoF R BERTF R, a— 0 AF =TV — BEA
> INAKG R RERBLORERNK 7, X RBIEBE KIS I OZOM LY
LERBIENTES,

IEHEEIEL X UV BRE— VDL VBB AV L VB~ R DA, Hi
M~ 7Ry b, LT RID A GRS — 8K, SRR~ AREREH, SRR LT A
LERBIENTES,

BT, B R E A E IR B R R R 2 & DA RIS T T, Hi
TREEIZ156~40CHEL, KR I, @ 16RFH~7 H W ThD, &1 OpHIX
3. 0~9. OIZfrfF7 2, pHOFREIT, M EITHWORE, 7NV UV, IRE.
RTINS T I, T BT REERANTIT),

Fo BETLEIET T, 7o IR0 T N A2V B O AN E AR I
BIMLTHEV,

T —F—L U CHERO T BT —F— % VWX X7 — TR LT
WAEME R T DT, HREIDOSC TV T a— —ZEHICHML Th i,
B 21X, lac/ BB —F—% WX N7 F — I RER UM EDZ R T2
LETRAY T ) B-D-F A HIFI/NT IV R EE trp /T —F—E AV
Bz A7 Z—CHRBEER LTI E R T HEXTIIA N — AT 7N RS Z B
HIZ BN TH &V,

B aE EE L TEDNIOREERAL R o EL T, —RITEHE
N CTOBRPMILBA0EE M [ % —TF )L e F T e e T AUL L AT 4 T3V e T2
I al/(The Journal of the American Medical Association),199, 519 (1967)], Eagle®
MEMEGH [P 1 =2 A (Science), 122, 501 (1952)], # N~y luZEMEMEFHIL [V =
e’ —(Virology), 8, 396 (1959)], 19985 [ S as —F 4L 7 AT o « I AT
A T7FT oA F TP AT 4 A (Proceeding of the Society for the Biological
Medicine), 73, 1 (1950)], Whitten 5 Hi[F £ TH R~ =a T NV AV ==y
s ADIEY F7 GEHAL) B ST AR (1987) 1E 721k o bis s -G 1R i i % %
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[0105]

[0106]

[0107]

[0108]

WU EEZ VDL TE S,
#1213, BHPH6~8, 30~40°C, 5%CO FTE FEDLM T TI~7HMT,

Fi2, BETMBEISU T, b~ ATy, eV S OF A E & B I EN
LThdv,

B HMaEELU TR ERR AL R R o8 e LT, —RicEAS
TS TNM-FHESHE (Pharmingenth: ) | S£-900 1T SFMK7HE (Life Technologiesfl:
1) | ExCell400, ExCell405 (\ »§*}1LHJRH Biosciencesfl:#) | Grace’s Insect Medium
[RrAF ¥ —(Nature), 195, 788 (1962)1%&% VA LN TED,

B, B pH6~7, 25~30°CEDEMT T, 1~5H 1719,

Fio, B P MBS T, FU A~V EORAYBEERICEML Th LW

VMR E1E EL L THELN - EESR KT, MalL C im0
B S TR THIENTED, B HBRIRE R R T8 e L OF, — &%
SN TNDLT LT TR A7 =7 (MS)EG L, T A MWhite) S5 Hi, F7213Z
NOEHITA = P AN A =B R VE ZRNMUT S EZ V5D
ERTED,

BT, BHEPHS~9, 20~40°COLM: T T3~60 H [T,

Fo BETLBEIGU T, A F~Ar " av A SO FAE Y 5
WZEMLTHE,

ERROLBY, R BE S 7522 — N T ADNAZFHAIAA TSR X AT 57— %R
9 2B, BYMIG. &2\ IIAEY MG B SR O B R % | 3 D58 Tk
(0o THEEL . W QM % A SRS R LOREE A EH %
RITHZLICLY, BR L EMR e RS T 228 TED,

FEE L E DA E T EEL QI fE BRI A PES Y 50714, 16 kst
ICRWERD T, HDVILE EMIAME LI ARSI HENHY, A 51HE
FHfESe, EPFESEDFER HE N TOBEEEXHILICLY, BITEERIRT 2T
ERTED,

FEE L ELA 03 E ERR NS D\ TE BN BRSNS A . R
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[0109]

[0110]

[0111]

[0112]

NI BDF LD —F N F T A Fa A« IR —(]. Biol. Chem.), 264,
17619 (1989)], vULDFE[ T vl —FT 4L T RF T e FLaf T HTI—
F 7« A2 A(Proc. Natl. Acad. Sci. U.S.A.), 86, 8227 (1989); ¥—> = F Xuay/
A MGenes Develop.), 4, 1288(1990) 1., E721347BH T-05-336963, W094/23021%
(CRCH DT LT 28Ik BEE B E A A 18 E RIS RIRR (2 50U
SHHIENTED,

Thebb, BETHBZOFEELAWT, BEIF—IC, BBEAE S T52—R
F5DNA, BLUWER A H S TORBUTEYNRY 7 FN~_TFFREa—RFT2DNA
ERAL, BRBANI -2 EME~EADRITEE R E S TERBSETLE
Z&Y, BRI 8EE DB 5 T e RS IS S E 5283 TED,

F72, KrBRF2-227075IC RS TV D FIEICHEL T, VeRnERRR iR E s
TEEAVRE THEREZFAL CEERSY ERIERILHTED,

SHIZ, B FEALLEYE I OMIRE b S 528X, BI5T
PEASNTZBE G (M AV ==y 7IFENEY) E I IEBE R (A =
Y IHEW) B L. SISO E W CHEER B EAM R E G T2 0L TED,

RSB R S AR O AL, BF O F BT, B EE
IR L W BB A SRS R E R S BRSO R
HEAEAE R D52 8I2ED, R B EHE R R IE T 52L8TED,

B % IV OFE R B B 2 LS+ 5 5 kEL T, IR IT A 7L
TAVI Y oD% —F e F T e 7V =H )V e =a—h 3 g2 (American Journal of Clinical
Nutrition), 63, 639S (1996); 7 AU + ¥ —TF )V F T« JV=F)V e =a—KNav
(American Journal of Clinical Nutrition), 63, 627S (1996); /S35 2 /11> —(Bio/
Technology), 9, 830 (199D NIZHEC TEAR T2 B AL CIER LB I HiE 3
DHER QB EES T ERH T b D,

RGOSR ET. FIZIT. EEBES T2 — N7 ODNAZEA LR AY
==y e MR B L. FEE 0B A R E ) I A R ERESE EY
1 ZOFER BB R R AT A2 LT L R QB A BT AN TE
Do iXEM T DR BERESGITEL T, IR B DIV (BB I63-309192
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[0113]

[0114]

[0115]

) IREEBHITHIENTED, ZOBRICAWVWLNS T o —&—L L Tid, B TR
TELDDTHIIXNOTNEHWBZ LN TELR, 21X, FAHaR RN a
F—H—TdDaWBATaET—F—, BHEA T OT—F—, BT/ aT Y
Tut—F— KRo—@EttraT a3 FEIC VLD,

MW 2 VO R BB G5 7 ke LT, FIZITHEE O B0 7
22 —RFEDNAZE AL NF VAV =y TR %N D TR DRk RS2, 20 (199
4); KARREEEE, 21 (1995); BLYUR A2 /S (AT 7 /a3 —(Trends in Biotechnology),

15, 456 (199 NTHEC THREEL . R 0 BB & iAW T AR R RS E L 7%
R P LR R A E RS R BT A bc LY R R A EE T D
ERbiFons,

BRAES 722N T28E TE2E AL E RN LGS R A
BRI TR R QB AN ISR AR CRBIL R/,
TR TR, MREE LS BECIVEIR L, ACRIEEIRIC A . B R
IV TFTVAR U N H TV RET T AT — | F A IIVEIZ LA R
TR R 2 152, I R A 3 D B A LIc K0 Eb D BiEDD,
B OBEROHBEERIE, AIG . WAEERHIvE, SRZFCL DT, B, A5
BELC L BIbRE, YV =F T =F )V (DEAE) —t& 7 72— A, DIAION HPA-75(
ZEFE) ) LUV ERWERA L R a7 57—k, S-Sepharose
FF (Pharmaciaftt8) EDOL VU 2 AW BAT L R u~ N7 57 0—1h, 7F 0k
Tra—RA, 7z Tra—REOL Y R AW Bk I a5 01k, 4y
FEix AW VARE, T74=T 4—ra~ NI 57 40—k, Juvh74—v v
7, ERABRKBEOBRIKENEEDOFIELFMB LW ITHAE DR THY
R QB DRERURE LB D LN TED,

F72. PEE HEE SN SRS R R CTRELLISE AL, RIS
RSB | 3 OB TOZ LIS XY PR 4 &L O R H B O R I
&R T2, B 75 5 ER R O RYE LR B EE A CRs b3 5,
AR E BN EIIDET T8I R, SRR AR & TE 7 LI E
ICRL7Z% ., ERil ko MEEE R IR R A MR O BUE 21552

\
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[0116]

[0117]

[0118]

[0119]

EBTED,

PEE B M SRR AN S VT B AT, B BIE SRS 0
HONIEOFHFEREZ BN THIENTES, b, HEEHE LR L FkOE L5
BEZDOFIRICIVAB T 52812108 LIEERIEL ., 3558 BiEDD, LRtk
RO PR BUEE VWD Z Licdy | R D EM B O BUE M E /LR TED

T CICE R E DA R BT DR VA %A IR, gl i
LT FiEE AW OR R A B R BT SR a2 T oM a R R 72t
2. AR KR L RS EMD D BT 28R D EME AR BT 5T
LIZEY, BB B EMBM R RIE T 52 L TED,

3. BEE 0 E AL DOFEH D 5347

AT CRELSEI0EE DB T OFFHEIEIL. @ OREE B oSS
DIFFTITHEC THTHT LN TED, BIZIE, HTFIh—R | w2 ) —R Ta—RRED
FPERE, N-T 2 F NI NaP 728 OT I8, T NAVERGRE OB, FEEL
ST RBL R R TR~y TR S B WS ST &0 T2 AW TTHIZ
EBTED,

(1) itk 7 RS HT

R A E OFESHOMRSATIE, N7 A aFiiRZ% <, B OBINAK S REITHZ
LIZEY, FYEFEEZIXT I PELIEREL . T OMBILE ST 52808 TES,

HARH727515E LT, DionextH B 3 AT 3218 2 D HIED DT D, Bio
LCIZHPAEC-PAD (high performance anion-exchange chromatography—pulsed ampe
rometric detection) ¥ [P —F VA7 V¥ v R Ia<hF 57— (].Lig.Chromato
gr.), 6, 1577 (1983)1i2 & THEMLIL A 04T 3 22 Th D,

FTo, 2-T VRV VT LD AR L CHOMBL R T 52 LA TE D, AR
BNZIE, DFDFELT TIVINTF 2T« TR A AT v« rIAR —(Agric.B
iol.Chem.), 65(1), 283-284 (1991 NZHit> TEEMIAK S fRLT= 3Bt 22-T I /B YDV
L THIET AL, HPLCOHTL GRS E R 32283 C& S,

(2) BRVERERAER 34T



WO 2007/102432 43 PCT/JP2007/054067

[0120]

[0121]

FER QB AIMEN T EBH DM A 3T T 271k L ik, IR S/ 1345 % <
 BEGH O REATIZEIZIY BBV EREL | IS IV R 2
BIEZED BEOMR L E DT+ HIE N TED, FER AEIAHNES B8 2 1k
THHBELL T, 7 VER, s, 7808 OB 0, BT BilElES
THREDOREM, TIRE, R T ABOIETHD, Lo T, TI/HERR
TR D7V ay RERE IR 2448 Ty T VBT BRI RSN CLEI D
BE CTNABOSHTE, T IO MO T eI £ 14T D,

BRI GEELTIE, 28O 5[Chem. Pharm. Bull. 35, 687 (1987); Anal. Bio
chem. 179, 162-166 (198NNZHE> THMA DML IZ#bI 2 B ITHTHRD T 7 V1
BOGEEMN A IR b (Rl ER S AL) 2 E %2 M 1,2-diamino—4,5-methylenediox
ybenzene (DMB) #OGAERKL . HPLCIZ T 52 & TR AR 422 L3 T
Do

(3) FES UG ARAT

PR QB 5 T-OREHORBERITIL, 2R TEHEEH~ v TR T T VT ATV - A3
IAR— (Anal. Biochem.), 171, 73 (1988), A #{t. 5 F2Br1%E23-F5 R H EUFESHAF 40
(PRS2 —) GG 78 (19894F) NI XVITHZ LM TED, 2R T~
T, B2 XSS~ b 57— IS LD RE B ORI i A HY
PEB . YEIZIZEMZ a< 57 4 — I AR OB R s i B %, #
heh7ayhl, BERHEHEOENLOR RELETHZLICLY, G HEE T
BITHETHD,

BEARENZIT, B QBRI Z LR T SR LT, BEE A5 T-o D& e
L. 2-TI/EUP» (LLF, TPAEBEFE T D) IR DB OO [V v — T v A
7 e A IAR)— (]. Biochem.), 95, 197 (1984)1%4To7-% ., 7 )V ABIZL0bE
HAEMPBOPAMERI AL LB . WA~ T T7 4—%4T9, ROT, 53 EL7z
FEHOZE —2IZ OWTEMI O~ N7 41— %179, ZNBLOFEREL LT, 20kt
Wi~ Blc7 ay b BEHAZ 5 —R (TaKaRaflB) | TR T VT4 01 -8
AArIARN) — (Anal. Biochem.), 171, 73 (1988)] LMD AR Y hD bl LV HE G %
HEETHIENTED,
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[0122]

[0123]

[0124]

SHIZAPEEHDMALDI-TOF-MS72 E DB BT 24TV, 2R T~ vy 7RI X
DHEESNOBIE R MER T DT LN TED,

4. W5 A EM B OTE TR

RS DB OB O &, ZAEEOBFME, M Co., mik
B 5% OMMBEA~OHA, HOVIIIKBEMERBUICLERE AEHEER0ZEE
HE+ 55 1EE L TiX, Current Protocols In Protein Science, John Wiley & Sons Inc
., (1995), HARAALS R A LA SLBRHIAE 19 B 2Bk, RAUESRIA (199
D). BAELF M AP EBGRES M E R MG E, TREFRIA (
1990), H A&ALF -2 FATFEBRERIEI RNVEVIRTFRIVEY, TS
FIA (1991), EBRAEYFHREES 74/ b—7 FBrikL, AEHRAS4LE (1982), Monocl
onal Antibodies: Principles and Applications, Wiley—Liss, Inc., (1995). B340 2 A
TR FIR, EFEDE (1987), WEThR BERTUALE, FBEE (1985)F ZF#Dn
HOFFEEFANDILRTES,

Z 0 BARRZRFIEL TiE BRI E A EM M E FVF T AV =72 E DAL
AW CIEERL ., BEIRLI-BE R A E D O BRSO VISR EERE T 2R AEL
DFEE S DIEE % E EINITRIE T2 HERDIT Hbivs, Eiz., Biacorefl:dDBIAcor
eIV —ARREDAREELNNC BEHEBENERAEMAEZAETLILLTES(
J. Immnunol. Methods, 145, 229 (1991), ZBRE S5 SAF~==2T7 VL UPLY—
R BHBE OS5 T RN FBRE, F44k (1996),

R LT A B & RN 53528 T, ik Co b 50 it
WP 5% DB~ DD EMBILER TEDN, B OB INZIL, R E 2
2 LB DR B L7 D0 R BB ke R R HURTUR OGS L E A A Ao 7z
R FIEDLFELY,

5. AR OREE 1 E B ORI

AFEHOBEER D EMEIE SA THERIT, THEHDWITIFRIELL THMT
BE4HIELARETIZH DA, W ITEBAF RSN DG—2HDWITE L
Lok —RITRE L, BRI T ORNOEFIZRWTIKIONAERDHEICE
DRIEL - EIRBUKI LU CIREETDOREZLL,
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[0125]

[0126]

[0127]

[0128]

[0129]

BEREIL, IBRICEL TROIRN R DEETNT20REELL, RO S,
ETAREN, KAEN. BIBEN, KT HRABIUFHIRNEOHR R 525
BIENTE ERAEHAOLS ., BELLIHIIRNEEEHIT DN TED,

BERRBLLTIL, ER ., V7 RVA SEA, BRIA, Sy A, LA, A,
BRA, #E, 7T—7HERD TN,

e QR GICE G RRFNEL T, AL Say TR A7 'AA, SER B Bk
H&ERBHIT D,

AN B LU ay FHIO IOREATREIL, K, v abE, Y e h—v REEED
P, RY=F Lo Ya—)L, Tt Lr ZVa— VS0 sV a— ViH, ZE, 4
—7 M, KZMEOMWHE. p- R ZEFRTAT VEHEDOREA], Aha~Y
— TN RN NEOT L= N HEZRIF LU THWTRIE TES,

A7 'NVA, GER, B, BERIAIEIX, LS, TR UBE, valE, v =b—ED
BRIEA, 7o 7o TAX BT N LDEDREER AT TVARS TRV b, F)v
TEDIFRA, RIE =T a—)L, eRad 7a’ /b ila—R BI3F %0
FEa Al TR = AT NV EDFEIEHER], 7RV FORAIELRMAIEL T
AWTREETES,

FHAE AR BT Y R BRI LU TiE, AL BA EERER DTN D,

TERANT, IR, 7 ROBEIK ., HOVIEFE OIREG W1 DIR s HEEE FAWT
TRl D, E2iT, BEE B EMBM & B 0E > TR EZRL . 2T TN
U LEMA DS E o T RIENAEZFTHE T 5286 TED,

JERN I A NE KBRS £/ 13 VAR IR DR E W CGRELE NS,

F7o BEANIFER DB EDOLD ., IRV UITRRE O 1R L ORE KR
RIS T . 2> 0B8R B EA M Z IR T LU TR BSERINE R 5 IS8 D
RS AW TSRS,

PREU TR, 7V RV ERFIREND, BER BB B SO
WOHEAEOHEIZEY, =7 o)V RIANTE —EDRFB A HETH D, /2. =
NoDHREAFNZB N THRR AFI THIRMFL L THIR LIS 2 RN 2288 TE
Do
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[0130]

[0131]

[0132]

[0133]

BE5BEFAIREREIT, ARETOIRRHR. &5 FIE BRI, 4, &
EEIZIVERRDR, BRI OEEL T, BHBALH %7201 1 g/kg~200 1 g/kg
THD,

o HEE BB O ETEEZRIE D7 L. A Ehadn vitro) 2EREL
Tk, B E D E AR ATEMERE L. PR O B OB RTEVERIE L, PR
A S A RBAREE VO TR 5 AU ETE PR O I E 1572 & Din vitrodBR ., &
DUNIENAREET VENM AV zin vivoRRBRE D BT 51D,

PR A E AN ATEMRIE L, R QA OBERIGHEREE, R AR
A RRBMREE V7B RS P O RIE IR, ENRRRET LBV %
VM zin vivoRBRIZ, SCHERLZERELBRIR, 22(15), 5531 (1988), J. Pharm. Pharmacol.,42
,758(1990), J. Urology, 146,1645(1991), F:AELERIR, 22(15), 5547 (1988), EHEL
IR, 22(16), 5811(1988), The Second Series of Pharmaceutical Research and Develop
ment Volume 20 Blood Product, Ikuo Suzuki, ed., Hirokawa Publishing Company, T
okyo, Japan, 1992; E=0D&HdH, 120, 1147, 1982; IRFLLIAMR 17, 5843, 1989; i
PREFFSE 62, 3573, 1985; BRERLAFSE 62, 3688, 1985; )i FAZKHE 30, 589, 1985]%
DA DT > TTHZER TED,

AT ORMEFNCLOAREIE LD BRI 3528, EHEFITARHOHRS
BlREARTHDITTE S KR OHMHEZRE T LD TR,

Fhaf] 1
TTVE =B EABA L LT-siRNAFSER 7T AINE A LB M E M 7V & — B Hii
CHO/DGA44#u DRl

1. NEU2Y TUH — B 2= & LT siRNAREL Y &7 — DA 4

(1) AT T A Uit RNA-val 7 11— # —FISiRNA R B~ # —F T8lib3/pA
GEDAERL

WO02005/035778 35 355 128 (1) IZFLalS 4L TV D75 AIRFUT8shRNA/1ib3/
pPUR 1.0 2 g&NEBuffer for EcoRI(New England Biolabs#t:#4) 30 1 LIZE&f#L . 1054
DI BRE#FEEcoRIF X UXhol(New England Biolabs#k8L) 2712 "CT37°C C3RFRETH
(ERISEAToTeth . BB E T e — 27 VR UKENZHEL . RECOCHIP(Z 415
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[0134]

[0135]

[0136]

[0137]

NAF D) & V- TRI250bp D EMRNA-val 7’ 2 — & —-a— T E U HIRNA-
H—IR—F—FFIRBL I M & e DNAKT R &2 B L 72,

— % . 7 7AIRpBluescriptll KS(+) 1.0 u gZNEBuffer for EcoRI(New England Biola
bsthBd) 30 u LIZEMEL . 10HAZOD i RE¥SEEcoRIFS & UtXhol(New England Biolabs
FHBY) N2 T3TCC2REMIHIL UG EAT o700 DU . REDUSBIZIRBE K13 1 L,
10 X Alkaline Phosphatase Buffer 5 u L34 U’Alkaline Phosphatase E.coli C75(Z 5
NAZHED) 1AL 2 ML 3T°CTLR IR B L UG EAT o728 BRPOSHRE T
Ha—A 7 VERIKENHEL . RECOCHIP(Z BT/ 31 4 #1581 & VW CTRI2.9KbD 7
F A3 RpBluescriptll KS(+)H 3D EcoRI-Xhol Wi i & B L 7=,

L FeCH72DNA EcoRI-XholWr /1 (#1250bp) 8 u L, 77 AIRpBluescriptll KS(+)H
Sk DEcoRI-Xhol i i (#92.9Kb) 2 u L, Ligation High(REER#ED 10 4 LEZEAL. 1
6°C T2l SIS LTz, BB E VT KIBHEDHS o fR(A B ha o 48D 1
BEEHAL | BN T LY Ui v — 2 X0 QIAprep spin Mini prep Kit (74
V) 2 AVVT I AIRDNAR HBEL 72, 56N 727 7 AINE LU FFT81ib3/pBSE
g (K1),

Wiz, 7T AIRFT8Iib3/pBS 1 1 gZNEBuffer4(New England BiolabsthHL) 20 1 L
(ZERIARL . 10BEAT OO FRE% & Smal(New England Biolabsth ) 1 3. C25°C CHFE]
AL ETT o724, 65°C. 2043 D MNEMZ L5 1l FRE# SR Smal D R LALBR A4 T
TRoT7e SEFUSRIZIRE 7K 14.6 1 L, 10 X NEBuffer2(New England Biolabs£L:f1) 4
L. 100X BSA(New England Biolabst:%L) 0.4 1z L. 10847l FRE%SE Xhol(New Engl
and Biolabstl#8Y) 22N E M A T3TCT—BRIHILI IS EIT o728 . NN E T
Ha— A7 VEKIKENIHEL . RECOCHIP(F 15/ 3A A 418 & iV TRI250bpDE
MRNA-val 7 2 —F —- a—h~TEVEIRNA-Z —I 3 —Z—ElF IR B o b
T DNAKT T &2 BN L 7=,

—7% ., 7 7AIRpAGE249 1.0 u g&NEBuffer](New England Biolabs#L%Y) 30 1 LiZ
AR . 10N O [REEZE Nael 38 L U Xhol(New England Biolabsft-#) -1z T37°C
ORI LG EAT o T2, LB . BEPUSHRIZIEE /K22 1 L, 10 X Alkaline P
hosphatase Buffer 6 1 L3 UNlkaline Phosphatase E.coli C75(# 15 /3 14 #1511
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[0138]

[0139]

[0140]

WALZHIIL ., 3T C TR RN A RIL S EAT o7 BEDUSRE T H — A7 )V
K[UKENZAEL . RECOCHIP(Z U5 /3 A A 418D % FiV Yy THI4.4Kb D 75 AINpAGE24
9H SR DNael-XholWi i Z[EIX L7z, M. pAGE249id, pAGE248[ %y —F V- F 7
NAF T I+ rIAR— (]. Biol. Chem., 269, 14730 (1994)) DFEERTHY, pA
GE2481 0 e u iR TRt s T- (dhfr) B2 = -5 $92.7Kb Sphl-SphIi#f
RERELEZIZ—THD,

b ETE7-59250bpDDNA Smal-XholWi /1710 u L, 75 ZIRpAGE249F K D#4.
4Kb DNael-Xhol ¥ Ji5 u L33 L ULigation High(GREER LD 15 u LEIRAL. 16°C
T—BSIS LT, BEBUGHE IV TRIBHEDHS o #R(A e ha Y= 48 )% BB i
L, BoNI=T e LY U 1 — 2 LD QIAprep spin Mini prep Kit (37 74k
) ZAVWTTIAINDNAZ HEL 72, & 7" T AIN IR AS V2 DNADH ZERC 5%
. DNAY—2Z7 2% —377 (Parkin Elmerfl:#%) 36X U'BigDye Terminator v3.0 Cycle
Sequencing Kit (Applied BiosytemsE8) 2 IV T, #ifl~==2 7 WIZHEWIRELTZ,
V=2 AT DT T A —1Zid. pAGE249-seq FW(HELFIE 75-8) I L UPpAGE249
—seq RV (FE#3%& 5:9) Z A\, i ADNADELFAS, 77 AIRFUT8shRNA/1ib2B/pP
URH B NI 7 FAIRFUT8shRNA/1ib3/pPURIZ & 41D EMRNA-val 7/ 28— 4 ——
T a— T EURNAFHL L = N CohDEcoRI-Xhol Wi i IZAH Y 3~ A FF & F JE L 72
W LA RGBT, DT AINE LUFFT8lib3/pAGELFR T (1X12),

(2) BMBLFN DORE B L VA A VI DNAD L E

F XA = ANDLAZ—NEU2Y TV E —BBAE T2 T 5 siRNADIE AL 51 55
T ZARGDNAT B MR T DA A VI DNAZAERIL T2, £9°, BlSIFE 5 1TH
ENDTF XA =—ANDLAF—HRNEU2L TV H —EcDNARELF| (GeneBank, U0614
3) 5, ReynoldsHD RS (RAF ¥ — /31257 /1’ —(Nature Biotechnology),22
,326(200D) IZFEHD T NAVA M E-SE | BEHIRL % 76 BT R E Lz, 3BE LTAR
HIRCHZBCSNE 5 11~ 1 7R LTz, 1, ARRIRCS TR L 72195 ED5 5 | LI
IR TRFIZE S TERADNDRAL I EVVIEIZERIR LT,

1 GCHEDN30%~50% ThHD, M7zl COIUZ IR MINE,

2 B A D15% HH5 197 H O5H T D72 L0 3HEDABH BT UM
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[0141]

[0142]

BEND, WTELEGA AFRIRUN TEE S NI IRA U MINE,

ZME3 FRFINEICERD K UARSHIS LI~ T E UG E & E20  (Tm<20°C THIE
)o WHTZL TR IRA LV MINEL,

G4 B AEHD19% HBATHD, Tzl TOIURLIRA L M,

G5 BEURED3FEHBATHD, WL TOIIUX IR M,

FA6 B REHD10%F B U THD, Tzl TOIURLHRA L MINF,

T BUABEHD19F HBGELIXC TR, M7zl TWORIT X IARA L NE

FA8 B REHD13F B RG TR, 7zl TWRITF T IR A N

— 7, FX A= —ANDLAF—HENEU2L TVF —EDcDNARLH| DT /= —R
AR ET D720 | BEAE T-ELA 2B I Z300p 2 o Wi L 7= Fe A 24 RY &
L7zsiRNADFREHEAT 272, ZHOERRIBLS I ZRLS % 518 ~551T87,

B LTARHIBLSNZ DUV TLUF O FIET ZAGHDNAT £y MR Et LTz, ZAREH
DNAZ & N5’ A BIEIZ ., il FREESE SaclBIWHZ LV AE T3’ 22 A, BlFI%
5 11~5651Z%tis T 2DNABFNARFH T2 7 T2 23— RDNAR L OV FRER %
KpnIBIWHZ X AT 53° S8 IR A2 H 42, 3% ZASHDNADS RtV bl

ALFIZE 51 IR T ERARL SN DWW TR B LI B A U DNAD A8 (LS
aAl) O EELHEHCFITE 556, 7o Tt A (LLUTF SiaA2) D FEC 5% Bl 5%
FHTIT, BEFE T 1 21 R THEMBLFNZ OV TEREH L 72 A A VI DNAD & A
(BAFSiaBl) D EALFN 4Bl FIF 558, 7 F & A (LL T SiaB2) D HEL S5
FCFIE 55912, Bl 5 1R THEERIRE S DWW TR E L T2 B A Y DNAD &
> A8 (LU T SiaCl) O EALHNZBLFNE 560, 7 F 1 A8 (LU T SiaC2) DHE A
ACA & Bl A 75-6 11T, FeFIFE 7 1R T IACIZ DWW TR L2 B A V=D
NADE A (LT SiaD1) O ERLFIZRLFIE 562, 7o F B A (LT SiaD2)
D ERCIN 2R 756 31T, FlFF 75 1 51RTEEIALS I DV TR L 72 B Bk
FVIDNAD & A (LA T SiaEl) DAL S ZFLF 7564, 7o F v REH (LT
SiaE2) D EBCHN AL 56512, B 75 1618 T EEHIRLH I DOV TERETL

= A AV DNAD 2 A8 (LLF SiaF1) O EF 5 % Bl 5% 566, 7T F & A
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84 (DA F SiaF2) D AR5 2 FeFIE 56 712, BlFIH 51 7IRTEAELSNZ OV T
FE LA A VIDNAD B A8 (LL T SiaGl) O EALY 4 Bls K 568, 7 F
T A (LT SiaG2) D AR 2 FLNFE 56912, ALy 5 181~ HEIEIHNT
DUVWTRET L2 A A VIDNAD £ A (BL T Sial FW) g BFl 51 2 BLs3% 7570
T TR (LU FSialRY) OH AR FIZEFIF S 712, BEFIF 5 197 TR
FIRCFNZ DUV TR EHL T2 B A VI DNAD B A8 (LT Sia2FW) O3 FA0 51 %Al
FIF 572, 7oF v A (LUFSia2RV) O B S E FLHIF 57312, ALFIE 52
O AR TREBIREFNZ DUV TERE L2 A A VI DNAD A EH (LA T Sia3FW) D
HERSNEFeFNE 574, 7o F 2 ARG (LT Sia3RV) O ERLS & A1 57512
FLFIRE 52 LR TEERIELS NS DOV TRET LI B A VT DNAD 2 A8 (LA T Siad
FW) D5 HE 52 ReS % 5576, 7o F o 284 (LU F SiadRV) DX EFL 51 %-Fi 51135
ST, AN 5221 R TAERIRLSIC DUV TR A LTZ A A VI DNAD B A8
(BAF SiabFW) O FEELF A FLFE 578, 72 F & A8 (BLF SiabRV) D Hg Ffic
FaBLFIR S 7, BRI B 23103 TARRIRR S DV TR B L 7= & A V= DNA
D A (BLF Sia6FW) DR FEELF 2R F17E 580, 7 T A8 (LU T SiabRV)
D EFFN B HIF -8 1LIC, BLFIF 524 R THEMIBELFNC DV TR EH LT Ak
A VIDNAD T A (LU F Sia7FW) O LR FI A A 5% 582, 7o F o A (LA
FSia7RV) O FFR % FlHH 58312, ALFIFE 52561~ JHEMIRLFINC DV TR
FHU7=A A VI DNAD B A8 (UL T Sia8FW) O AR 2 Al 5% 584, 7 F
T A8 (BL T Sia8RV) D EELF 2Bl 5 F 5-8512., BLFIE 5261~ RIS
IZDOWTEREH L2 B A VI DNAD 2 A8 (LA T Sia9FW) D 3 F:EC 51 % Bl 51|38 5
86, 7 F L A (LU FSia9RV) D IR HI 2 FlFH 58712, BT 5271 R
FTEEFEHNZ DV TEREHL 72 A eV DNAD 2 A8 (LA F Sial OFW) 0 Bt
F%FLFNF 588, 7o F L AGH (LA FSialORV) D HALHIZ-ALHIFH 5-891Z., A
FNF 5 28 IR TERRIALH NI DUV TR T L 72 B A U DNAD B A8 (LA T Siall
FW) D HF 52 Ro 5% 590, 7 F o 284 (BAF Sial IRV) O ERL 515 Al 51
F 91T, BLANE 5 291 - THERIBCIN DWW TERGHL T2 B A U DNAD /A
8 (LU T Sial 2FW) O EALFNARLSIE 592, 7o F B AEH (LU T Sial2RV) O
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ERFZBLFH 59312, BlFIFE 5301 R TSNS DWW TR L= A AU =
DNAD & A8 (LT Sial3FW) O EERLFN 2 BLFN 594, 7o F v A8 (BL TSI
al3RV) O ERLF 2 RLFIF 59512, B 53 UTR TR SN OV TERETL
=B 1A VS DNAD B2 A (LL T Sial4FW) O ELRLF 2B 5135 SB35 596,
7T A (LT Sial4RV) OH AR FIZHFIF S 9712, BLFIF 5321~ T4
FIREFNZ DUV TR EHL T2 B A VI DNAD B A8 (LA T Sial 5FW) 0 H B i 31 &AL
FIF 598, 7o F L A (LLFSial 5RV) O EAELF| 2 HFH 59912, BLs%E 5
3BITARTEEIRLF N DOV TERE L 72 A A VI DNAD B A8 (LL T Sial 6FW) D
HHACH 2 LS 75100, 7 F A (LT Sial6RV) D EFd 52 BisE 75 1
0112, FHNE 5 34T R THERIEE AN DWW TR L 728 A VI DNAD B o A 8 (
LL T Sial TEW) O FAIH & Bl F3K 5102, 7o F B A8 (LA FSialTRV) O &
AL 3% 513 510312, BdIHE 5 351 R AR EL SN DWW TR LI A oA ) =
DNAD & A8 (LT Sial8FW) O EEALSN 2 ALSE 75104, T F v ARG (LLTFS
ia18RV) DO EFLF & ALFIF = 10512, ALFIF 5 361~ T HEMEIFNZ DV TRk E
L7z A AV DNAD B AGH (LLF Sial 9FW) O FEAR | 2 A 5% 5106, 72 F
T A8 (LT Sial9RV) O ERR SN A FLFIE5 10712, BN 5 37IR T AERIRD
FNZDOWTEREF L2 A A UV DNAD B2 A (LA T Sia20FW) i FLAi 51| 2 Al 31|
5108, 7> F L A (LT Sia20RV) O EALF 2 HlFHE 510912, BlF1HE 538
(R TREBELTNZ DV TEREH LT B A VI DNAD A8 (LU T Sia2IFW) D
EAiF & RLF N 5110, 7o F B AH (LU T Sia2lRV) O ARSI A RLS1%E 5111
12\ BEFIE B 3T R THEMIBLE NS DUV TR EHL 72 A A VI DNAD B A (LU
Sia22FW) O EALFIZ ALK 5112, 7T A8 (LA T Sia22RV) O FEE 5
ZRCHNFE 751131, FLFE 5401 R T IACIZ DUV TR R L 72 & A U DNA
DY AG (LU T Sia23FW) O ERLHZ AL 75114, 7 F ' A (LT Sia23
RV) OHERLF &Rl 7511512, Bl 54 LR TR SN DUV TR EHLTZ
A A VI DNAD £ A (LLTF Sia24FW) O EEL S| 2 AL 5% 5116, 7o F &
A8 (LA T Sia24RV) O EEFL SN &L FF 7511712, B 542183 T RS
DUVWTRE LA AV IDNAD 2 A8 (BL T Sia25FW) O AL S 2 Bl 5375 1
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18, T F A8 (LA T Sia25RV) O ERLHIZFLHIF 51191, FLFF 5431
AT ERIBRLINZ OV TERFE LI A A U DNAD T A8 (DL T Sia26FW) D
ALHZRCHFE 5120, 7o F 2 A8 (LT Sia26RV) O HEALSIARLSIE 512112
+ FEFE 5 AU TRARRIBLSNIZ DWW TR EH L2 B A VI DNAD B ARG (LA T Si
a2TFW) O EFCHZACFIF 5122, 7o F B A8 (LL T Sia27RV) O Hfic 515
AcFIEF 512312, BLAIF 5451 R TR DUV TR E L2 & A VI DNAD
T A (LU Sia28FW) O ELALSN A BLSNE 5124, 7 F 1 ARG (LA T Sia28RV
) DHEEFCH & BLF N 512512, Bl 5461R THERIBLS NS DWW TR EHLTIZA
A VI DNAD T A8 (BL T Sia29FW) O FEAL 5 2 FL 5% 5126, 7o F & A
$H (LU T Sia29RV) O ERLH AR FE 512712, FlFIF 547~ TR D
WTERGEHL 7oA A Y I DNAD 2 A (LA T Sia30FW) DX Bt 51| 2 Al 5113 5128
VT F ARG (LUT Sia30RV) D ARLFZRLFIF 512912, BLFIF 54817
BEREFNC DWW TEREH L 72 A VI DNAD & A8 (LLF Sia3 1FW) O Efid 51 %
A3 5130, 7o F & A8 (LT Sia31RV) O AL HI 2 AL3HE 513112, AF
T FANTR TR N OV TERE L2 A A VI DNAD L A8 (LU T Sia32FW
) DI FEFHN A ELFNE 5132, 7o F & A8 (BL T Sia32RV) O FEL S %A 3%
513312, FeFIFE 5501 R T MBS OV TEREH LA A VI DNAD B R
$H (LL T Sia33FW) O FEFLFIZ AL 5134, 7o F B A8 (LT Sia33RV) D
HALFE RS 5- 13512, Bl 5 5 LT R TR DUV TRREF LIz & et Y
ADNADE A (LLT Sia34FW) D ERLHIZALH 75136, 7 F & A (B
T Sia34RV) O ERLHNZHLHITE 513712, BeFIF 5521 R THEMALFNZ DWW T
AL A VI DNAD £ A8 (LL T Sia35FW) O AL 2 AL 5% 5138, 7
> F U A (LA T Sia35RV) O ERLAIZALFIE 513912, BlAIF 5531~ T
FIREFNZ DUV TR EHL T2 B A VI DNA DX A8 (UL T Sia36FW) 0 H FAl 31 &AL
FIF 5140, 7o F & A8 (LL T Sia36RV) O AL ZFLFIF 514112, BLFI%
FHAUTRTIEM BN DUV TR E L T2 A A VI DNAD 2 A8 (BL T Sia37FW)
DO FERFNEEIIR 5142, 7o F B A8 (LA T Sia37RV) O A3 & Bl 3% 5
14312, AL 5 551 R T HEMIELF NI DUV CERETL 72 & A VI DNAD & L A 84 (
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[0143]

[0144]

[0145]

LL T Sia38FW) O FAH & B3R 5144, 7o F B A8 (LA T Sia38RV) D &
ACA & Bl AR 75 1451 N E R LTz, BREHLIZA A VI DNADA UL EEE (&
Lk aF—-ra—=2 7 B2RR) ITiE> TiToTz,

(3) B A VEDNAD AT AT Ui RNA-val 7 1 — & —FIsiRNAFE B~
7B —~DfF A

AIAL (1) 1 THYS LTZFT8lib3/pAGED siRNAFEF DNAFR ASEIIZAIH (2) 12T
AR LIz A A VI DNADTR A Z4T o7z,

ET. AHAVADNADT ==V 7 L T OFIETIT 72 (X3) . A A Y=DNA
YU AHB LT T AHA200pmol % T = —) 7 77— [10mM Tris(pH7.
5)-50mM NaCl-1mM EDTA) 10 u LIZEAEL . 2453 198°C TR LT, ZD% ., B
LRSI T CHEIRETHHIL 2, D%, 7T=—V0 7 LA HA VI DNAZ IR HE
K TL00RE AR T,

—7 ., FFAINFT8lib3/pAGE 3 1 g%100 1 g/mL BSA(New England Biolabst1-#Y)
% {eNEBuffer1(New England BiolabsE80)40 1 LIZEERL . 20547 0> I BRE% 3 Kpn
8L USacl(New England Biolabstl:8)% /1.2 T37°C T4 EIHAL SRS &AT > 72, 1H
AEREH RS IR A 7K 12 u L, 10X Shrimp Alkaline Phosphatase Buffer (%
AR 6 4 LI X UShrimp Alkaline Phosphatase (i & 4LED 1HAZZFRAML, 3
TC T304 [ BV ALSOGEAT 2Tz, BEBUGHRE T o — A7 VEERIKENTBEL

. RECOCHIP (#4173 A A 418L) % FAV Ny THI4.6KbD 7T AIRFT8ib3/pAGE HI SR D
Kpnl-Sacllt i Z2EIX L7z,

bR ARG A VI DNAYAE LuL, 77 AIRFT8lib3/pAGEH S DKpnl-
Sacli 1 L, 8L UEE /K8 1 L, Ligation High GEEERGREALED 10 u LEZRAL, 1
6°C C— Mo ST, 3k % AV TQIAprep spin Mini Kit (7 7 418L) %
FWTFZAIRDNAZ HLBEL 7=,

BT IFAINITIR A SV /-DNADH EFL %, DNAY —27 =% —ABI PRISM 377 (
N—=Frm)b—t 8D 2RV T, BRIt TR E L, 3 —27 i AT DEEH
(ZiEBamHITEALIZED, ¥ a— T EVAIRNAD N — 78 5 O EFERIDNAZ BIW L7
% T FTAIRDNA%, 7 FA~—IZ1ZpAGE249-seq FW(HIFHE 5-9) 3 L U\pAGE249-
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seq RV (BLFI%E 5 10) 2 AV, FHiAZNIZA A YT DNADELFI IS L UNERSE /31
FEVA NI L2 MR LTz, LT A HA Y= DNA siaAlIB K UsiaA2h>H72% Z A4
BDNADMFAS I T AIRZpSiaA, & A VAEDNA siaB1IB L UsiaB2h670%
AGEDNANEAE /27T AIN%pSiaB, A 1A V=EDNA siaClIB L WsiaC2hH72%
T ARBHDNABTREA SN 7T AIR % pSiaC., A A Y= DNA siaD13 L UsiaD22>5
725 ARGDNABFEA ST T AIN%pSiaD, A A VEDNA siaE138 X UsiaE22)>
722 ZABHDNABR A SN2 7T AIN % pSiaE, A AV DNA siaF138 &L UtsiaF2
35725 ZARGHDNADEAZN T2 7 FAIR & pSiaF, A A VIDNA siaG1IR L Utsia
G275 “AGDNADRA S-S T AIR%pSiaG, A4 V= DNA sial FWE L
Usial RV 5725 ZABHDNADF AS N2 FAIN % pSial . A A Y=DNA sia2F
WL Usia2RVA 6725 ZAEHDNABRASN =TT AINZpSia2, A HeAU=DNA
sia3FWI L U'sia3RVA5725 — AREHDNADF AZ 727 FAIN % pSia3, A EcA Y=
DNA siadFWIS X UsiadRVH 5725 Z AEHDNABRASNIZ T T AIN & pSiad, A
ZU=DNA siabFWIS K UsiabRVH>572% ZAEHDNASRAS N7 T AIR & pSiab
A A YT DNA sia6FWI L UsiabRVA6725 ZAREHDNABFASIIZ S FAINE:
pSiab, AHLA VT DNA sia7TFWIE L UsiaTRVH B35 “ AGIDNASR ASHIZ 752
IR%pSia7, A A VIDNA sia8FWE L Usia8RV D725 —AGDNASTRA S L
7"FAINEDSia8, AV DNA sia9FWI L Usia9RVA 575 “ AGHDNADMEA
ENT=FFTAIR%ZPSia9, A A VIDNA sial (FWH L Usial ORVAH725 —ASDN
APFEAZNT=TFAIR%pSial0, A A UIDNA sial IFWE L Usial IRV B2
TAREDNABTRASNZ T AIR & pSiall, A A YEDNA sial 2FWHE L Usial2R
Vinb7ed —AEDNAME AZNTZ 7 FAINEpSial2, G4 V=T DNA sial SFWI X
Usial 3RV 6725 ZARBHDNABEA SN T AIR % pSial 3, A A Y=DNA sial
AFWHB L Usial4RVAH72 5 ZAGHDNAMR A SN 7 FAIN % pSiald, A AV
DNA sial SFWE X Usial SRV 5725 ZAEDNABRAS N2 T T AIR & pSialb,
A HAVAIDNA sialBFWI L Ulsial6RVA 5722 ZASHDNARAZN= 7T AIR
%pSial6, A kAVIDNA sial TFWE L Usial TRVDS25 “AGEDNADMHRA S -
FFAIR%DSialT, A HAVTDNA sial SFWIB L Usial SRV 5725 “ABDNADME
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AENT= T FTAIN%EDSial8, A1l V=IDNA sial JFWI L Usial IRV H72D —AGH
DNADMBEAZI =TT AIR%EDSial9, B A YTDNA sia20FWI L Usia20RVA D72

% —ARGHDNADTRASIN 27T AIN%pSia20, & A U=DNA sia2IFWI L Usia2l
RVH35725 Z AGEDNABTRA SN2 FAIR%ZpSial, A A V=TDNA sia22FWI K
U'sia22RV 06725 ZARBHDNAB A SN T AIR % pSia22, & A Y=DNA sia2
SFWI L Usia23RVA 072 5 ZAEDNADB TR A SN2 7/ TAIR % pSia23, A A=
DNA sia24FW3 X U'sia24RVH>5725 ZAGHDNADHRA S NIZ 7T AIRN & pSia24,
A A YVIDNA sia25FWE X Usia25RVDNS725 “ASHDNADMER AS = 7T AIN
%pSia25, A kA VI DNA sia26FWE L Usia26RVAS725 “ AGEDNALMHEA ST
T IAINEDSia26, A A VIDNA sia2TFWHE L Usia2 TRV B725 “AS{DNASH
AENI=TFTAIRNEDSia27, Al V=IDNA sia28FWI L Usia28RVA 5722 —AGH
DNADMBEAZI N T T AIR%EDpSia28, B A VTDNA sia29FWI L Usia29RVA5H72
B ZAGHDNADB TR A ST AINEDSia29, A A VEDNA sia30FWH L Usia30
RVH3H722% Z AEDNASTRAZ NI 7 FAIR%pSia30, A EkAY=DNA sia3lFWE3
L Usia31RV6720 ZAGHDNADMFAS NI FAIN % pSia3l, & A U=ZDNA si
a32FWE L sia32RV B2 5 ZAEHDNANTRASNIZ 7T AIR & pSial32, AHAY
=DNA sia33FWIR L Usia33RVH572% ZAHDNARA ST T AIR % pSia33

A 1AV DNA sia34FWI L Usia34RVA 5725 “AGHDNANR AS 72T A3
R#%pSia34, AV DNA sia35FWI L Usia3bRVA b5 — ASHDNABHA SN
7275 AIR % pSia35, A A Y=DNA sia36FWI L sia36RVA D725 “ASDNAZS
BASNIZ T FTAINEDSia36, A1l V=IDNA sia37TFWI L Wsia3TRVDRD A
FDNADBTRA SN 7T AIR%pSiad7, A A YV=EDNA sia38FWI L Usia38RVA D
725 ZARGDNABTR A SN2 7T AIR % pSia38t T L (X3),

2. FXAZ—ANDLARZ =T TVF =B AR LT DHEsIRNAFREL 7 T AIR D]
E
(1) F A =—ANDARF—NEU2V T VEF —Boa— R LRI ERINNT T =5
—ERBTOTRICE TR —F— BB TE2RELT 57 7AINpKANTEX Lucia
DG
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7. BFIF S 1 TRINDITF ¥ A= — AN LAZ—FIEHE (CHO) HRNEU2Y
TVH —EDcDNAHE FFCF] (GeneBank, U06143) i25-3%, NEU2Y TV H —¥ D5’
A8 HRN AR BRI B B2 7T A~ —siafw2 (FLF3E 5146) 3 L T3 (IFEFHER Sk
IR BT T A~ —siarv2 (FRFI% 5 147) 2 AV CRY AF— VRN (PCR) %
720, F X A=—ANLAZ— B (CHO) H3RNEU2Y 7 U4 —EcDNA% H#
WEL 72, W, siafw2iIFEFNE S IR LT ¥ A =—ANLRAZ—NEU2V TVH —8
BASTFREFI D177 B 5351963 B DAL, siarv2iX13113F A 2>51333% A DAL
(ARRRRRRS TH D,

PCRIZJixZCHO/DGA4MNE H >k —AHcDNA%S 1 L5313 E925 u LD SUGHK[L X
EX Taq Buffer (Fi#ixE+L%) . 0.2mMDdANTP’ s, 0.5H47MDEX Taq polymerase (5
HEIEFLRD) | 0.5 u MO LR T T A~ — (FlFIFE 5 146 B L UEIFIF 5-147) 14 iR 3L
L. GeneAmp PCR system 9700 (/3—F> /L= —4-81) 2 AV C94°ClzCo45 R
BL7-1%. 94°CITT2080 [, 65°CIZT30RP], 72°CITTI0R I DA 27V %30% A
INATIR ST, ZOPCRIS A T A e — A7 VB UKENT J0 53 B4 . #91.1KbpD
PCREZHEWT % QiaexIl gel extraction kit (74 >) &AW EIIX L7z, BDNAKh %
pT7 blue ~X27%— (Novagen) |ZLigation high (BREERHALED 2 AW CEREL , BN
T-kAHa % 77 AIRDNAZ VTR BB DHS o ¥k CREEREHLRD 2 LTz,
BoNBEOT VY it Eaa=—XY, QlAprep Spin Miniprep Kit (77>~
L) & VTR 2 7T AINDNAZ BBEL 72, 7" T AINICE £ HPCRIT i D
A FNEZDNAL — 7% —ABI PRISM 377 (V3—F )L <—#80) 2 v, H ik
IZPE>TRIEL . PCRICHI I EDE BE RN L2 MR LT, Bbh T v A=—X
MNIBAZ— IR (CHO) B SRNEU2Y T X —E cDNA% & 127 AIREpT7 blu
e sialidasel R 9 (X¥4) ,

LR CHEZE L 72pT7 blue sialidase 1 g%30 u LOH Ny 7— (‘FifE LR (28
FEL . 10HLAT O Xbal (FifTEALRLD) B L OM0HALOBamHI (New England BioLabtl: L
VEMZ., 3T°CC2R ML EAT o7z, BEBUSIRE T A — A7 )V EERIKENTHEL
FIL1Kbp SR DT ¥ A = ANDAF—NEU2Y TV H —¥Ea—R 3 BDNAW i %
RECOCHIP(Z G/ A A48 & VB L2, —F RENNL T =7 —BRaT



WO 2007/102432 57 PCT/JP2007/054067

[0149]

a—RTALR—Z—7FAIRpG5Luc (ClontechfL#Y) 1 4 g%30 u LOMXy 77
— (W EARD [P ARL . 10HA7.0OHindIll (New England BioLab4LH) 3L UM 0HL
frd>Xbal (New England BioLabtL#)Z %, 37°C C2RFM KIS EAT 272, FESIGHK
BT Ha—A 7 VESKIKENIHEL ., K1.7TKopDHRINN Y T 2 F—EEa—R$5DN
AT R ZRECOCHIP(Z 15 /31 A 418 % VTR L 72, IRIZFFAIRpAGE249

1 p g% 30 u LOM Ny 77— (SFi A8 (SRR L . 108407 O HindII (523 41 5L)
BL U107 DBamHI (New England BioLab4tHD) &N %, 37°C T2 I LEAT -
oo SRS R T H 0 — A7 VEESRKENTHEL . pAGE249H1 3k D#I6.4KbpDDNA
Wi )7 ZRECOCHIP(Z 51 73 A A 418 & FAWEIR U 7=, #%DNAKT A1 p L, EFLCHL
BLIEF ¥ A=—ANDLAZ—NEU2V TVH —¥ Za—RF4ZDNAWTH 1 u LBLT
NIV T 2T —Baa—FTLDNABT N1 u LZIEAL. Tu LOBEHEZAE KX
TMO u LdLigation High GR¥ERREFLED 2B, 16°CT—BIGSE T2, B
% JIVTQIAprep spin Mini Kit (772 4E8) 2 VT AINDNAZ HLBEL 72
o ¥BNIeFTAINZPAGE Lucial #7932 (X5),, pAGE Luciald~»AEm=—LTR
T —F—flEICLORINNY T 2T B eTF v A= — A NLAZ—NEU2T T
H—EPDROLXATVR—F—BIG T 2R T LT TAINTHD,

LR CHEZELU7-pAGE Lucia 1 u g%30 u LOH/ Ny 77— (Z T34 A 418 (128
fRL 1057 D Xhol (New England BioLab#l:#) 35 UBamHI (New England BioLabfl:
B &Mz, 37T C TR ML BUREAT o7, BB E T A — A7 )V BERIKENC
L, vV RAER=—LTR BT —F —, FENVNT T 27— BRI VTF A =—A
LAZ—NEU2Y TVH — B b2 bF AFL R —F—#E 7525 H 9 53.5KbpdDN
AW ZRECOCHIP(Z 1 53 A F #8L) 2 VTR L 72, —J7, WO97/103541Z 7L
#H DT TAIRPKANTEX93 1 1 g%30 u LOH Ny 77— (F T340 4 +HB) (iR L
+ 105z Xhol (New England BioLab4t5{) 3 U'BamHI (New England BioLabtt:
B &Mz, 37T C TR ML BUREAT o7, BB E T A — A7 )V BERIKENC
HEL | %98.2KbpDpKANTEX93 B SRDNAWT 1 & HAREL 72, L5t THU#SL72pAGE Luc
iaFA 3k3.5Kbp™DNAMKTH'5 11 L, pKANTEX93 H 3k8.2KbpDDNAWT 15 1 LI L TR0
p LD Ligation High REERHEALAD ZIRINL . 16°CC— oSS SHERE RE1T -
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770 BNt AV YT QIAprep spin Mini Kit (74 418 & VT 5 AIRDNA
ZHREL 72, 501727 I AIN&ZpKANTEX Lucial #5195 (X6),

VIR —F =V AT D& AN F oA == ANDAF—NEU2Y TVF — B E R &
LB ZISIRNARBL S TAIND AT —= 7

CHO/DG44HIRTIZSIRNAR BL S TAIR B L UF ATV R —F—R BT TAINZ 3L
AL N T 2T —BIEHEARIE 58I LV B RRsiIRNARBL S I AIN D
[FlE %ML T2, ARFEHEFICIERIL 72" 7 AINpKANTEX Luciad>HFEEL 5 D1E3
RIS TF ¥ A = — AN DBAF—NEU2L TVE — P a7 2R E LTI2R 2L
N T 2T — BB T DOIRDFATL R —F —BIE T Th D, siRNAILL > THF AT
LiR—F —i{a T EONEU2L TV & — BB GBS B &% AT R—F — DY
RN MIRRA DN LT 25— BIEHE MK T 95, pPKANTEX Lucia 33X UsiRNA
BT T AIRDCHO/DCGAU4MIIE~DBAG FE AT TIORTFIETIR T =7
LRI THEREL T, CHO/DG44%4 X 10°8 /mlD % B THEAL L (10% 75
AT ML (Life Technologiestt)33 U0 1 g/ml Gentamicin (F U547 A7 418 %
BML7zlscove’ s Modified Dulbecco’ s Medium(Life Technologiesfl)) (ZR&#L , 1
RN B A6Y VT L —h (A3 A4E) 172V 8720100 p LT O FREL 72, 3
7C. 5% CO &M T T Bl REAT oIt £V VIV RIKEREL, 1V =1 D
72050 u LOOPTI-MEMEFHlL (A2 B vy =48 Z LT, —F . LT OFIE
TiEDNA— REIRARE AR L2, 17V HT-040ngDF ATV R —F —RBLTT
AIRpKANTEX Lucia | 160ng®DsiRNAFEERL 7T AINB LT, 20ngDNERIEHET T A
INpRL-TK%25 1 LOOOPTI-MEMEZHIZ EEA#L 72 . 0.8 11 LODLipofectamin2000 (A
e haY 4R BL 25 u LOOPTI-MEMES AR A LT I8 BIR A IZR%DNA
WIREBRML . IR T2055 MKE 52 LI LVDNA— IREIR AR E R B L7,
[#, pRL-TKIiZ& T =)V HORUG T E AR REMIE S DD T2 I A2
HRNVY T =T —BRETTAINTHD, ZDNA—REIERHKL0 1 LZH5HLH0
PTI-MEME; I B A2 7o R T8 AMRD Ao 72y = VIZHIIL , 37°C. 5%
CO M T CORFMIET #EAT o7, 6RFMILT# 2061116 % 2 Lo 2A R % 100 1
L/D =)V THRML ., SHIT48RFHI £ 51T o7, 4818, 47 =1 20150 u LOOE;
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MAERRELEE, 17VH72050 u LDODual-Glo Luciferase Reagent(7 A4 #1#Y)
BRIz, BT AL 7TV VRERAE . HIRICTIOR HKEL, £ =
NINHDREN N T 25— BH N EEARVO MX 1420 Reader(Wallactl-#)% Fv>
THIELZ, JIEH, %7 201250 u LODual-Glostop & Glo Reagent Z¥RAIL ., 10
ST SIRICTHRE LTz, 1043 . ARVO MX 1420 Reader® i\ T& T /LinHOY
IVAZTHRN Y T 27— BRI BZRE LT, HVNVDRINN YT 2T —BF
WEIX IV AZ TN T =T — 8RN EE AV THIEL, £sIRNARBL 7T AIRIC
DVWT, FATGLR —F—TFFTAINEHE AL BB NDREINN T T 2T —
BIEMEDOMHXHEA R LIz, ARICEBWTHMEa ha— &L 7zpsiFLuc (GeneScript
FLED) IIRINN T T 2T —BBE T O— AR LT DsIRNAZFRBL 27 TAIN
THDHB, T TAIROHE AL VF ATV R —F—BHROFINN T 2T —8
2 EII80% Ml s iz (K7), TV — VG T-#AE L LIZsiRNAFRIH T2
IR3643F-DH b, pSis., pSil7, pSi28, pSidd4D4sy T-ik, Bttt hr— LRk,
ALV AR —F—DIEMZ80% LA L 22 L3 LR o7z,

3. MA# 2 B B E A FECHO/ DG4I ~D T TV F —EHERIsiRNAFEEL T A3
RO EEA

W02005/035563(Z e #i(OMS705 pKAN-ATIII 278k (TE: i % #t% 5 FERM BP-0
8472) IZAIH2. THUE LIV TUF —BIRHIsiRNAFEHL 7" AIRpSib5, pSil7, pSi28
\ PSi34EFNEIEAL, BEICHIRDY 7V —BiGHE D S - Hokka i
BTz, AT F M BV B REICAEFE T HCHO/MST05H Sk CTh 5, Ml
RA~DTFAIRDEANIL T RO FETITo7,

EFEDOESIRNAFEL 7T AIN10 1 g%, il [RE¥58Fspl (New England Biolabsft) T
LU THRERIEL . BRIRIE L7210 1 gD SIRNAFEBL 5 23R %1.6 X 10°fH DpKAN
—ATII 2Tk~ L 7 haR L — g B[ A 77/ —(Cytotechnology), 3, 133 (
1990)NCXVEA LT, BAREHI[10% ., 7 I8 JEZAT ME (Invitrogentl) | 50 1 g/
mL7 v B2 AT Y (FHTATAZ4LE) . BETUB00nmol/L MTX (Sigmatl) & EpIMD
M (Invitrogenfl) NWZRRHI L, #E5MAA 10cmT 1> = (Falcontl) 1041210 mL ¥
DRERLI, 5%CO A2 Fa~—F—NTITC, 2URMFHRLIR, Ea—uvfy
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> (SIGMA) %12 p g/mLOIREETH T B AL HI10 mL (2L, SHIZTH B OE;
BEATV, a—av AUVt a— 0 2RE LTz, &7 FAIRICDEI6HDE =
—av ATV -2 BEEL | TR E N REEE 6T =V L — (T
—H ) CHEEAT o7, BTV OMIAE ERa TV NIET D ERTIZL Y
TV —hDVERLEAT -T2, TP B AT L5100 u LOPBS (Invitrogen) THEEL
7% 25 1 L0>0.05% Tripsin (Invitrogen) 25 u L& %, 5%0024"/:3%:&-—57-—%1(*
37°C. 5B LTz, BBEEKTTIITL125 4 LOY 2—1< A3 (SIGMA) %12
p g/mLOBRETE T AR AN A, MILERRE L7214 MRk Z50 1 L
P, HENUDHS0 u LOY 2—1a<w AL %12 p g/mLOJEE TE T A A A
12967 /LT L —h3HUTHEREL . 5%CO A2 F = —F—NTITC, 3 H MI#HE
L7z, 3H#, FTROHFIET, KU AL OHMBENOY 7YF —PEEREL,

MDY =N TV —RED—HKAEEIRL | £V VIR A FREL . PBS100 u
LCHRE L2, 150 u LOPBSENNZ., —20°C C24M LA L BifsSw-7-, ks, =
RICTL—PE RO ILL, MRz iRl 728 | 8~ A 7at’ <y hTI0EE Ry T 1
T EAT T th . AR 2 UFEI6Y /L 7L —h (NUNC) IZB L7z, #y &l O
(B ST AR 2 VA 7Bl n— & — 2 C1000[EER 105y D L E To 74, g
THOMIYARRIRE HTL O UTEI =L 7L —h (NUNC) I LTz,

b O MBS AR IR 50 u LA 3G E AR AI6T 2L T L —h (RIm) 125
WL, BEPICEHEENSY TVE —BIEMOREEIT o7z, VTV —BIEMEORIE
TR E4 mM TR 723 7V & — B8 BB 4-methylumbelliferyl-N- o ~D-acetyln
euraminic acid ammonium salt (FHFATAZ7#8D)%5 4 L/ THEL, T —
MZEZHE TRIBT AA L F 2 —&— (TABAIR) [T T3T°C TR RS SH T2,
BS54, 0.2 M 27U -NaOH (pH 10) %140 p L/ )V CHRINL TG E 2 IR LU
RS T, ROME IR | 3067 —R)—4 —ARVO (Perkin Elmerfl-#) % ffi
W, ATV, 340nmD FHE KR IC L H460nmEE L R OBE, TRbb A=
NORBE L T IH —BIEEZ 0. IR HRIE Lz, V= /L COMBEDEVT, &
YT MCEEND LT R a7 F—8 (LDH) HiEMHIZ KO EL 72, LDHIEMED
WENXZ 77— b eRas - —EBCH7T AN a— (REHMZE) 2 AV TR OB E
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(e TITV, AR50 p LA R ICHEL 72, KI8ITIR$38Y, 3 BHI DV
T TV —EIEHE (3658 B ; RUME) 2 LDHIE: (nmol/hr/mL) CERU- B % Hf
L7eiE R pSi28E B AL B AR LY, O T V& —BIGHE DB T DHMST05 p
KAN-ATII 278D 10% LA T E T & 417228178k % BB 7=,

4. siRNARB T FAIRZ L EIZEALTZ.CHOKRIZ I DM E H H DA RE

AIH3. THSLLTZ, L7 UF —BsiRNARBL T S AINE LEICEATHZLITXY
TVE —BIEME SRS NI T o F b B A R T 5281 TR Z VY, B
TOFNETMIET =R Ay F EEREATIZENTED,

48 1f 35 55 HEEX —cell 302 (JRH) \ZBIMLL7-28-17Hk%, ZEHIIR HE232.5 X 10°cells
/mLEZRDIDITIRMIE T = R\ F B & B IR L L M ik & ILAE S —
PNAAVT I H— BRI, Mg~ =R o T 55380, IRE35°C., H#P 4 85rpm
DERETIT, F5&BA%R3HB.5HA.THR.9H A, 11H BIZ. TI/MED
THE BEMS BT 4—FEHI[L-75=20.177g/L, L-7 V¥ = —#i1#0.593g/
L. L-7 AR5 —AKF0.177g/L, L-7 AR5 0£0.212¢/L, L-> AF >
fi£0.646g/L., L~ )V Z310.530g/L, L-7 /V#35.84g/L, ZV320.212g/L, L-
ERF U — R T K T#90.297g/L, L-1Y A3 0.742g/L, L-uA3-0.742g/L
LU —H#81.031g/L, L-AF4=20.212¢/L, L-7 ==V 75=20.466g/L. L
-7 1Y>0.283g/L, L-&Y:0.297g/L, L-AL-#=20.671g/L. L-’NJ /7 72-0.113
g/L, L-Fuai > ZFNT A ZKF#0.735g/L, L2 U2-0.664g/L) , X (d-F
FF20.0918mg/L. D-/2 N7 UL 250.0283g/ L., Hib0.0283g/L., #
11£0.0283g/L, myo—{ /3 h—/10.0509g/L, FA 73> 73K0.0283g/L, EVRFH—
JVHEFR0.0283g/L, VAR 7 5E2-0.00283g/L, F7 I #if£0.0283g/L, > 7 /2353
>0.0918mg/L, A2=2Y2-0.314g/L) 1%50 mLEHFML, 7 )Va—RPREZ T 5
H I T50% (w/v) 7 v a— AR A A& I BE5000mg/ LE/R D XD BN L Tz, 5528 B

f%2HB.3HB.5HA.THH.9H A, 11H A, 130 A, 14H BIZH&EKE10
mL$DEREL , MR B (cells/mL)  EFR®) . 7o F BV RE (mg/L) |
HE EETOLTIVE —BIEMRB IO, EESNZT o F B A LIRS
KGO T NREBERNE U, T Fhar B o OB T IR U F BT,
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TSR BGIEAA L AT HHPLC (B ERUERT) 2 AW CRIE L,

TrFhas e O E &L, £FATIL ELISA Capture Antibody (Antibody Set, Affi
nity Biologocs C/N ATII-EIA)%50 mM Carbonate (1.59g7>Na CO 2.93g?NaHC
O %l B A BKITHEL . SNONaOHAKYEHK TpHI.6IZFHBL 7t . BAT
ILIZART w7 LT ER1E) TL00R5ZA L., 100 u L/ /v T96well plate (Nuncth:
BT, IRICTL~2FFH#FE L, 0.005%Tween20-PBS%E FHV YT/ LN
B LT-1% 1%BSA-PBS% 100 1 L/ V=)V Gk U CHAERTELTZ,

R VR R OREHE LA 1%BSA-PBSE AW Tl 4722 B 12 H L, ]I T
WAREL 7 =)V NDBSA-PBSZ B E L= HIATIIHUAFE B L 7L —MZ50 u L/ v

L. IR TR EFHE LTz, 0.05% Tween20-PBSZ VTV NETRIFL
7o %% . ATHIR B HURESH A 100 u L/ =V CoiEL, |IRICTR IR R FE L=,
KUV %350 u L 00.05%Tween20-PBS CHEE L7214 . 0.1%H O ’EJJ[I/“T’_kABTS%’E
W50 u L/ 7=V TR, Sz R LIZ% . 5%SDSTANKE50 1 L/7 /L CHRIL
TROAEZEILIET, v 7a7L— N —4& —% VW TEhid415nm/ % IX490nm D
ECRCERHELATIIS A EBEZRH L,

28-1T#kIT., 7 UF —EsiRNAE A IR E AR THDHMST05 pKAN-ATIIL 274#%
IZH 14 B oA EL TR BT o T —BIREAIIHIE ., 2
DFER BESNIZATIIO L T ABEITSVMEL #ERF T 228083 TE D, U oz
(X, 7 UH —EsiRNAE AHIIEAS, B0 TR BIEEERYRL 72 A —Y T
F—EAWZHERICRBOTh, VT —BIRHE MG 221280, FER QB D
DT IMBOBEE I T 2R B DD LERL TN,

PEZE _EOF| H T REM:

T VE BTG R I HsiIRNAZ A S E -/, EMfas V2 EnE S
T OREEFE, BIOBBEF R IVELN O E B EHBM . siRNAZ FV
TV —BIEE A2 TR REE N D, AR OREEFEIZEY, #EkD
PER QB L6 L T VERA I B SIS TR BB 2 1R 322
BTED,

BLAR 7 ) —T F A
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[0154] BEEXIFHFEE9—147 ATLEHDFHH S EDNA



[1]

[2]

[3]
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FHRO#EIF
T VE —BORB A DK T-FBRNA(small interfering RNA)ZSEA SV
A,
{553 FF¥RNA(small interfering RNA)ZSELF D (a)~ (d) 230725 D HiRITN DR
NAB L O ZDOFFHRNAD G2 5155 7-F¥RNA(small interfering RNA) ThH 5, 7
RIE1Fl sk DM,
(a) BLFFE 5 1 TRINDHEEERLS T OEfEL 7210~ 40D AR F| TR IN O H
ACFH> 572 BDNAICX ST ARNA;
(b) B FF 52 TR SN DHERL S T D L7210~ 40D FERLY| TR D H
ACFH> 572 BDNAICX ST ARNA;
(c) BLFE 5 3 TRINDHEERLS T OEfE L 7210~ 40D ARl F| TR IN O H
ACFH> 572 BDNAICX ST ARNA;
(d) B FF 54 TR SN DHERL S T D L7210~ 400D FERLY| TR D H
ALH 2> 572 BDNAIC RT3 BRNA,
{53 7 F¥FRNA(small interfering RNA)ASLL T D(a)~(h)2>b72 5801 IXHDRN
ABL U EDOFMHRNAD B2 54555 7-F¥RNA(small interfering RNA) ThH 5., 75K
IH 1 FRR O M,
(a) BdFF 522 TRINDHEERALFNN B2 DRNA ;
(b) BLFFE 522 TR ENDHE IR FNZ BT, ZOH IR FN O MDD 1 £72 1355 E
DO FENRREK, B, HABLO/ EdImMES i E AR/ S350, ol
IZE AT DL LML TV E —E ORI SILBRNA ;
(c) BdFF 534 TRIN DI ERALFNN B2 DRNA ;
(d) BlFFE 5 34 TR ENDHE IR FNZ I T, ZOH IR FN O MDD 1 £72 1355 E
DO FENRREK, B, HABLO/ EdImMES i E AR/ S350, ol
IZE AT DL LML TV E —E ORI SILBRNA ;
(e) BLA I 545 TRINDEERALFNNHIRDRNA ;
(f) BL 3 545 CRIN D IR I BT, £ O IR S| O D 1 £ 721355 E
DO FENRREK, B, HABLO/ EdImMES i E AR/ S350, ol



[4]

[5]
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IZE AT DL LML TV E —E ORI SILBRNA ;

(g) BlF I 551 TRINDIEEALFNNHIRDRNA;

(h) BE3E 551 TRINHHEIERFNZIBNT, £ DOHE RSOGO 1 E72 13 5F
DO FENRREK, B, HABLO/ EdImMES i E AR/ S350, ol
IZE AT BZEICEOFEM DY T E —E ORBERHHI S BRNA,

TTVE =R, LT D(@)~ )b o800 IENSDNAR T — R 5B HE T
b5, FhRHE3IZFEAR DKL,

(a) BdFF 51 TRINDEERLFNHH/RHDNA;

(b) BlFF 5 2 TR I N D EERLFH>H72 DDNA ;

(c) BdFF 5 3 TRIN DI ARLFNHH/RHDNA;

(d) BlFFE 54 TRIN D EERLFH> D72 DDNA ;

(e) Bl 51 TRIN D ARSI DR DDNAL AN D o MR TNAT IS
AR, IOV TIE—BENE R T5EHE 22— N7 %5DNA;

(D) BlFNF 5 2 CRIN D IR TN OIRBEDNAE AN ¥ e MG TAAT IS
AR, IOV TIE—BENE R T5EHE 22— N7 %5DNA;

(g) Bl 5 3 TR IN D ERBLIND IR DDNAL AN L L e MRGEHTANATIVE
AR, IOV TIE—BENE R T5EHE 22— N7 %5DNA;

(h) BdF 54 TR INDE RN D2 EDNAE AN Ve MR EHETNATVE
AR, VT IE—BEE R T 5B B E 22— N7 5DNA,

TTVE—ER, LLTFD (a) ~ ) bR ORIINDEHE THD. 5ERE3IZ
R ORI,

(a) Bl 55 TRINDT IV BELHINOR 5B HE ;

(b) BFEF 56 TRIND T I /BIREHNNL25EHE;

(c) Bl 5 7T TRINDT IV BEINOR 5B HE ;

(d) BeFE B8 TRINS T I /BIREHNNL2 5B HE;

(e) B/ S5 TCRINDT /RN T, 1L EOTI /RS K K, B,
ABEO/ Fid M MENT=T I BRLSD30720 , x0T TIE —BIEHE R T2
BHE;

l

p=ql



[6]

[7]
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(D ALFIF 6 TRENDT I/ BEFNCIBW T, 1L EOTI /A KK, E#,
ABLO EIMMENTT I BREF 3720 30T TIF —BIEEE R T5
BHE;

(g) BiFIF/ = 7T CREINDTI/BEFNCBN T, 1L EOT IR K, B,
ABLO EIMMENTT I BREF 3720 30T TIF —BIEEE R T5
BHHE;

(h) FilF % 58 TREND TI/BMEFNZIBN T, 1LL EOTI/BAR K, EHh,
ABLO/ FEiI M= T BRSO 2> 03 TIF —BIEEE R 15
BHHE;

(i) Ao ¥/ 55 CTRIND T/ BEAC | £80% L _EDFR R 2K 92 T3 /BRECSIDD
R0 OV TV —BIEME G TAEAE;

() BLFF/ 56 TRIND T/ BEACH E80% L _EDFR R 2K 95T BRECSI) D
R0 OV TV —BIEME G TAEAE;

(k) BE¥HF 57 CTRIND T/ BRALFI L80% LA _EOMRINEE 357 I/ BRECFIHD
R0 OV TV —BIEME G TAEAE;

(1) AL ¥/ 58 TRIND T /WAL £80% LA _EDFRRI: 2K 9273 /BRECSIDD
20 DoV TV —BIENE G TAEAHE,

MfAs, BERE, B, B BRI L ORI D R0 DRI A M
BB, FEREL~5OWT I THEIZFEHROMAL,

MRS, TR (a) ~ (k) b7 dBnbRITNA M TH D, F5RE1~6DWFh
T FE#ER D .

(a) F oA =— AN — I ELHRE I SRCHOMIMT ;

(b) Ty FR=o—<#fufkYB2/3HL.P2.G11.16Ag. 204 ;

(c) vUAITm—< HIRIBENSOMfE ;

(d) v~V AIzm—<#lfaksP2/0-Agl 4T ;

(e) TVT U NDAZ— &gk B SRBHKAH M ;

(D) &b A L5 Rk T~ L Sl ;

(g) ENPER.CEAIIY;
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[8]

[9]

[10]

[11]

[12]
[13]

[14]

(h) ERNM-FofifT ;

(i) pEPERHEAD ;

() SAFIRAIAD ;

(k) ERHEK2934/1g,

M2, BEBEES T2a— N 286 FREASNCHRTHS., 5 RHELI~TD
W TEIZFEE O M,

FRESF M OM A B T B L, KRR TR A B & A SRS
\ AR OB R A EM AR BT TRE S T SR 0 TR D
BLE A,

VER VRS . BRI AR E 3 D FE R HE U &Y BB BB 15 Tdie
DO T VBRI EAB LT E R A E ALY THHT LA RHE LT, 3R
RO F I,

VER DR 03 | BIARHI A3 AR 2 3 D08 2R FV BB 10 i P 8 DS SE R &
NI HEE A EAMHE ThHS. FERHEIEIT10ITT DT,

FHRIHI~11DOWNT NN DO BLE TR IV RN WS B E A,

LUF D(a)~ (d) h B2 BN HRIZIARNAR LU OFMHRNA TSN D 24
BHRNA,

(a) BLFE 5 1 CRINDHEEERLS T OB 72 10~40 D AR F| TR IN O E:
ACFH> 572 BDNAICX ST ARNA;

(b) FLFF 52 CRINDH AR S T DEfE L 7210 ~40DH FERLY TRI D L
ACFH> 572 BDNAICX ST ARNA;

(c) BLFE 5 3 TRINDHERLS T OB L 7210~ 40D AR F| TR I N D H
ACFH> 572 BDNAICX ST ARNA;

(d) B FF 54 CRINDH AR S| T DEfE L 7210 ~40DH FERLY TRI D
ALH 2> 572 BDNAIC RT3 BRNA,

LT D(a)~)D>D7R B0 BRI DRNA K B Z DFMRNA THERR S 115 24K 84R
NA,

(a) BdFF 522 TRINDHEERALFNN B2 DRNA ;
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[15]
[16]

[17]

[18]

[19]
[20]

(b) BLF K522 CREINDHERFNCIN T, 1EIT BB OHE LN KK, EHl,
BABLO EIMENTIE BRI > ORI B AT HZ LTIV
MR DT TV —BOFED I SILDRNA;

(c) FieFF 7534 TRINDHAALTHH72 DRNA ;

(d) BF K534 CREINDEHEARFNCI T, 1FITEMEOHE LN KK, EHl,
BABLO EIMENTIE BRI > ORI B AT HZ LTIV
MR DT TV —BOFED I SILDRNA;

(e) BLH| 75 A5 TRINDEAALT B2 HRNA ;

(f) BLH3R 545 TERENDHEAERINTIW T, 1EIIBEOHEE B K 5%, B,
BABLO EIMENTIE BRI > ORI B AT HZ LTIV
MR DT TV —BOFED I SILDRNA;

(g) BlF I 551 TRINDIEEALFNNHIRDRNA;

(h) FeFH 551 CRINDEEEFNTIBW T, TEITBE OIS KK, B,
FABIC EIIMMS T EERLFN0 30720, 2> O/ EATHZLIZLVEE
ML TIF —EORB B SILBRNA,

FHRIE13FEIT 14T FEHDORNAIZKS ) T DDNAK I DFAAHDNA,
FHRIH13E 21T 14IZFE AR DRNAIZH D DNAK N DAFHDNAZ R 7 2 —(Z
FLAIA A TROIDFAELZ ADNA,
RIE16IZFLHR DAL X ARDNAZ MK E AL TEOI OB LA,

SRIFLTREM DI A & B T B8 L J5 2 IR B E R U & AR B
RS, RN OER A E I BT s TRA S FEEHE
FeLEA D BLYE TT I,

T RIH 18R D T HE THOLNDONEE HE MM,

AR 3ET 1T S AR T FRNA(small interfering RNA)Z FIVW5Z
LERHAE T D, VTV — BRI 5 1k,

o T
b 1

Bt



WO 2007/102432

[X1]

EcoRI 35
tRNAval|ShRNA-term  xhol 261

pBR322 ori

FUT8shRNA/lib3/pPUR
4.57 kbp

Fspl 3231
Ampr SV40 polyA

EcoRI 2458

EcoRI/Xhol
(250bp)

Ampr

1/6

PCT/JP2007/054067

n‘gin

pBluescript Il KS(+)
2.96 kbp

Smal 695
EcoRI 707

Xhol 740

ColE1 origin

EcoRI/Xhol
(2.9kbp)

l

f1(+) origin
Ampr \

FT8lib3/pBS
3.15 Kbp

ColE1 origin
[X12]
f1(+) origin
Fspl 5582
Ampr
Smal 695

EcoRI 707
tRNAval

FT8lib3/pBS
3.15 kbp

ShRNA Ampr

¥hol 933 Fspl 4559

ColE1 origin

Smal/Xhol
(250bp)

PAGE249
6.47 kbp

Smal 695
EcoRI 707

tRNAval

shRNA

Xhol 933

Xhol 1
MoLTR

Nael 2030

Hygr

Nael/Xhol
(4.44kbp)

shRNA-term  {rRnA

Fspl 3866

FT8lib3/pAGE
Ampr 4.67kbp

Fspl 2843
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[X13]

shRNA-term  {RNA

AR 1JIDNA
(YR 7o F U AHH)
F=—1)25
FT8lib3/pAGE
Ampr 4 67kbp
— K $EDNA (#970bp)
Fspl 2843 t:/Z:l—F 7:/9:'&:/Z:|—F
DNA \ /DNA
= — ——
I I 1 i 1 —=p
Sacl JH1E IL—THE5] Kpnl;H1E
3’ B K 3 BHI K im
Sacl/Kpnl
(4.6bp)
pSiA, pSIB, pSIC, pSID,
psiE, pSiF, pSIG,
Fspl 3866

pSi1,pSi2, pSi3, pSid, pSis,
pSi6, pSi7, pSis, pSio,
pSi10,pSi11,pSi12,pSi13,
pSi14,pSi15,pSi16, pSi17,
pSi18, pSi19, pSi20,pSi21,
pSi22,pSi23, pSi2d4,
pSi25,pSi26, pSi27, pSi2s,
pSi29, pSia0, pSia,
pSi32,pSi33, pSia4,
pSi35,pSi36, pSia7, pSias

Ampr

Hygr

Fspl 2843
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[X]4]

CHO/DG44 H3k
—AREEcDNASA TS5 —

PCR
T7 bl Fx A =Z—XINLLAZ—
pi/blue NEU2SS B TS/ —
siafw2 (B 5 FE=146)
2.9 kbp siarv2 (BRI &= 147)

PCRZE ) (1.1Kbp)

Sacl/Kpnl
(4.6bp)

Xbal BamHI

Sialidase

4.0 kbp

pT7 blue sialidase
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HaV HindIII
Fspl 5582 !
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Luciferase Sialidase - A
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Hygr
Xbal/BamHI HindIII/Xbal HindIII/BamHI

PMO)

HindIII Xbal BamHI
Luciferase | Sialidase }l@
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9.3Kbp

Hygr
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HESLHEIH (PCTI174:(2) (@) OHEICELY, ZOEEHERSEIIROAHIZ FHROFPH DO —FUZ DV THE

LU 7Zeho Tz,

1. {7 fEsko#EiH I, ZOEEHETHEENEELZTAZEEELRWVLHRIURLILDOTH D,
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