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BOGSH [100mManZig) w7 4 600mMEE LY T 4, 0. 2%Triton X-100,
FANA, pH7. 5NCHIFEARIERRDOHCP — 1%250pmol / mL, At ALk DOTHCP
—2%275pmol,/ mLIFMNL, 55 CT107 MIFHEL RO OGS T, Mt
m—7%6. 25pmol /mLIFML, 55°CT1O0 BB LANSMIGEHE, R ~—
RS R~ — GG R A R 7o DA, SR 3 & [FIBE LT HH IR
LT,

(Higef 2)

e S AT, FEf] 3 TH NV R A% O HCP — 1% 250pmol /mL,
AL OHCP — 2% 275pmol /mL, K& 7w —7%1. 25pmol,/ mLETe X
SR [100mManZEE)F 7 & 600mMIE LY 7 2 0. 2% Triton X-100, #M
#l, pH7. 5]1Z2 MW LISME I B 3E Rk DT L TAHVADNAZ B L7, #5HR
TR ANTR LT,
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[0120]

[0121]

[0122]

[32]
HOCTRE
(75 > U #HIER)
E s 3 722
Ll 4 525
thg | 2 329

R2ATRLTZAL, FEfaBI3 K U4, Fa il 21~ T, 55~ 2f5 RIS M vt
R E TR LT,

(FEHaf15)

N~ — IR OEE D7 7 —7 L LU, Faed il (BsNE 5 7) 267
DT 0 —T7 (LU R, A A~—7a—7 —1035) , Frola s (Bl %5-8)
EATOEB T a—7 (LLF A A~—7a—7 —2LF7 %), FrodhifEhls (Bls
BTN AT O T a—T (LT, FA~—70—7 —3LF75), Pl
N (BANEZ10) 2 F T OB m—7 (LU, F A~ —7m—7 — 4¢3 2) 2 M
W, EE A~ =T =T —1~AD5 Rz T /)=y Lt AT )L (AE) TR L
7.

B A~—T 11— — 1O A S
5-CATCTCTGCTGGTC CCTCGGCTGCGTCG GTTCGCCATAGACG-3’ (il !l
H5T)

B A~—T 11— — 20 Kl 4]

5 -GCACATTCACACCG CGACGCAGCCGAGG CCTGACCTCTATGC-3" (241l
% 8)

B A ~—T7 11— — 3D FEEL S
5 -GACCAGCAGAGATG GCAGCGACGGCACC CGTCTATGGCGAAC-3’ (A%
% 59)

B A~—T 11— — A FEAC A
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[0123]

[0124]

[0125]

[0126]

5 -CGGTGTGAATGTGC GGTGCCGTCGCTGC GCATAGAGGTCAGG-3" (B4
#510)

AR n—7L T, 2=y AU DNASHMRR LG OF A~ —
2—7 — 1O TERICHE RS NEZ AT O 7 n—7 (WA 511) 2 Hue,

AR a— 7 O RS
5 -CATCTCTGCTGGTC CCTCGGCTGCGTCG GTTCGCCATAGACG ATCTAT
AAGTGACAGCAAGAC-3 (BlSIE=11)

FOSHE (=2~ 71) F 0 5100mM, bV FD.40. 3M, EDTA2Na 2mM, EG
TA 2mM, LDS (FFIIVERERY FD L) 5%, B0, pH5. 011Z, AilGL AEEE
S FA~v—Tu—T —1 T A~v—TFa—7 —2%250pmol,/ mL$ 2% .
BAEL, HLIFA~—7 =T WRE LTz, £z, RIMRIZATRLAERE RSV F A~
—7—7 =3 F A ~—T 1—T —4%250pmol /mLT 2Nz, IBREL., H2
T A~—Ta—T LTz,

fia A7 =7 (RSB 5 11) OIHEIRZ DO D AR B IR 17 A~ —
=T R ER 2 A~ — T =T R EE T OMA T (R ZOROF A<
— 7 =7 — 1~AOPR T4 125pmol /mL, i & H 7 —7 DREEIE6. 25pm
ol,/ mLTH5, )4, 60°CTI0/HIFHE TGS, R~ —Z kS, R ~—
AR AR LU,

AIRCAFONTR) ~—E A% . BOCHE 278 F 7 25100mM, k) Fv
A600mM, EDTA2Na 2mM, EGTA 2mM, LDS (K73 URifE) 7 4) 5%
ASINAL, pHS. O] TA05IZA L | e itz i s L7z,

RYAT Lo R I AR B U 7o W2 200 0 LIRINL 7294, ~bsR—
17— (Bl 56) % 20pmol /mL, #—7 > A= (BlFIEE5-3) 225 1 L (100a
mol,/Tube) BHINL . 55°C T30 Ml E/e 0 b Water Bathth TS SV T2, =
IR L TbAT14%2 Bk LTc~ 7/ X F o /e — %2, 5 LINZ, k1557 H
OGS HT7,

RURF L B E ZWater Bath? LR UBA IZH T, VeidiE [PIPES 20m
M, LiCl 100mM, EDTA2Na 1mM, LDS (RF L ILRERYF72) 0. 05%. p
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[0127]

[0128]

[0129]

[0130]
[0131]

H6. 01202 CHEHROW S| - M A0 T3 a7 R F v /e — X% Wi Lz
o WIAF VU AREBRE O~ 7 2T 70— X OB HEHK [PIPES  20mM, Li
Cl 100mM, EDTA2Na 1mM, LDS(RF VA giEYF 7 25) 0. 05%, pH6. 0
12100 p LMZ =7 X F 78— R RS, Lo~ 7 2 F v /e —X
DREEFLVRIATFL BB I L) 2 L A—F (Berthold Lumat LB950
TIZ YL, Gen Probett B3 NRAFKIE I EAIKITZ 200 p L2 N2 F 5%
W LTz, FERERSITRLT,

(Hige s 3)

ARLARE R SN A~ —T —T — 1 L 2 (Bl S 57 X O'8) 6. 25pmol
/ML ORISR F 7 5100mM, LY F 7 2600mM, EDTA2Na
2mM, EGTA 2mM, LDS (R 7R TV L) 5%, @Al pH5. 0112z
REL. B3 A(~— n—T7 e LT, ITATRCABE RS- A A~ — T n—7
— 3KV (AN FI M M10) Z6. 25pmol,/ mLT DUSHKIZIIZIRA L, #4
B A~—Tu—T IR LT,

FIFA~v—T =T IR FAT A~—T 0 — T R E T ORAL. A H
7a—7 (A& 5 11) %0. 156pmol,/ mLOWREIZ2DE0MNA B H R E
AT,

ATRCAS SV SR E T2 DLAME SRR 615 L [RIER D IEIC I 7 — 7 v b A
VA DR EA T/ o7z, MR ERSITRLTL,

(23]
HOETRE (RLU)
(75 7 #IE%)
L 5 116569
Ll 3 7401
FE3NTRLIZINL | el 3 & Le T 513 1 65 R R G aR 2157~

(i 516)
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[0132]

[0133]

[0134]

[0135]

BWINT 25— AV ORAEEZ0, 0. 5, 1, 2, 5, 10 UB0amol tubelZZ
U7 SN SEREBIS L [RIER D ik o — 7 b A VT O & T8 o7, R E X1
BITRUTz, 1BIZRLTZANL, R Z 8D R AT DG O 7,

(FEHaf7)

R~ = HOER OB 0 —7 LT, FA~—7 1 —7 — 1 (SIE 7).
HA~v—7—7 —2(WHNEZ8) . Faciimds| (AsE =5 12) 267 D7 =
—7 (LLFVAME 7 0—7 — 18P 5) | FReHEALS (BdAIE 75 13) 2 1 D14 1%
Tu—7 (LN BE T m—T 2L 0) W, R A~ — T r—T7 — 1 K}
205" Kua T 7)Y =0 Le A5 1 (AE) THEak L7z,

NG 70— — 1 DY LR
5'~GACCAGCAGAGATG CGTCTATGGCGAAC-3’ (id¥&512)

LUNE T m— 7 — 2004 FERL
5 -CGGTGTGAATGTGC GCATAGAGGTCAGG-3’ (fit%3& 5 13)

ARLARAGR SN2 F A~ —7 1—7 — 1 (12%250pmol / mL 2 ik [=
NZEEYF T 5100mM, HfLYF 7 A0, SM, EDTA2Na 2mM, EGTA 2mM,
LDS (RF IR F D 1) 5%, BINALL pH5. OJITMAIRA L SHITATFIALUE
—7 —1 2% 4%250pmol / mLINZ , BOGERELTZ,

TR m—7 (BFIE 5 11) ORI D Uh AN BB LRSS
WEMZT (B, ZOROZ A~—T711—7 — 1 L O20- 134 250pmol /mL
EBE T T — 1 MO0 FE1345250pmol /mL, fiEA A7 n—7 O EIE18
. 75pmol/ mLTH%, ) ., 60°CTIOMEHE TIUGSE R~ —Z kS,
R~ — G U TR L Tz,

ARLAF DR~ — B G Z . OS2 7 )T D 5100mM, HE k)T
A600mM, EDTA2Na 2mM, EGTA 2mM, LDS (K7 S /URREEY T ) 5%
AL, pHS. 01 TA0f5IZAVIRL | Mt VA 2 A L7z,

ARCAF DAV M I T S REBIB L [RIAR D T iEICIN 7 — 7 hA )2 D
Bt ztT70 o7, MR ERAUTRLIZ,

(Feagefril4)
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[0136]

[0137]

[0138]
[0139]

[0140]

[0141]

ARCAERRE R SN A~ —T7 0—7 — 1 L ’2%6. 25pmol,/ mL3 DGk [=
NZEEYF T 5100mM, HfLVF T 5600mM, EDTA2Na 2mM, EGTA 2m
M. LDS (RF G F U 2) 5% ., BANALL pH5. 0ITMAIRA L, SHITHITRD
HUET7 m—7 —1 X U2%46. 25pmol,/mL, #&H 7 m—7 (BlsI#511) 20.
489pmol, /mLINZ , % Z TR 7=,

ATRCASF OV VA E = DAAME, SERE B 7 L [RRR D 7 RIC L0 & — 7 o b
FVA DR EATIR T, R RERUTR LT,

[324]
HOEERE (RLU)
(72 7 #1E%)
L 7 165069
te# sl 4 13674
RATRUTZL, el B4 L be A~ CHEBE B 7131 25 F2 8\ VI8 68 B 24577,
(Fhmf8)

RY~—JE R OB O 7 0 —7 LT, EHafl 1 THOZ ARSI HC
P—1 (B4 5 1) R OHCP —2 (RS 5-2) Z e,

A7 r—7 LT HCP— 1R U IESIZ AL B AT G St
7 m—7 (AN 5 14) = v iz,

i e 7 =7 OIS (5-polyT-X -X -X -37)

5 -Biotin-TTTTTTTTTT GATGTCTCGGGATG GCTTCGGAGTTACG CTGGCG
GTATCAAC-3" (A5 514)

0. bmID R [ ZEE)F 7 A 100mM, H(LVF 7 LA 600mM, EDTA 2
mM, FIIAN, pH 5. OJICANL 7R 7E Y 10pmol / mLERTFLS G 72—
10pmol,/ mL% /M4, S T30 ML RRORISSE | ARV T R E Vw0334
HBLIEMAG NI a—7 %57 a—7 il el LU,

AR L 72 7 0 — 7 BRI, ATRCAEAR % L7ZHCP — 12 HCP—2%250pmol
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[0142]

[0143]

[0144]

[0145]

/mL3DMA, 60°C, 3053 ML | RY~—% BRI T, R ~—5 G IR %
L7z,

ATRLAF DR~ — B WA SOSH (27 E) 7 2 100mM, i k) Fo
2 600mM, EDTA 2mM, #INAL pH7. 01 TLORSIABRL | B A 7
L7z,

ST IALBEBBURKL — 6 A% - (ZOERER (B B, R sk 4 = T AR (2
WA (BR) DB ERPGHE) KL —6) 2 T &0 MM OB FEI BT TR RLIlEZAT
-7z,

KL—6€ /22— VHURS 1 g/ mLE N A 7220mM TrisfEfi#K (pH7. 5) % 1
A7 L—bDOU U100 p LINZ, $iiRE 7L — o i B E b Lz, U
it (20mMTris, 150mMNacCl, 0. 5% Tween20) THEF %, 1%BSAZ & T
risfEME (pH7. 5) %2350 n LIN%., 4°C, 3KFEIFHE L7t . WIEHRAZ T, KL—
6€ /7 m—F VUK 7V — e R T2,

ARC/ERIL 72 KL — 68 /7 —F L HUR AR 7 L — DD = /b 23 MRS O B
WR100 p L& EL A HERTF (0, 1, 2. 5, 5, 10, 20U,/ mL) %20 u LAy L
7% R C2RE R BUG ST,

FOSH | 0 MR OWERIRT TR Y = V2 SR LIt . B4 F HERKL — 641
K1 p g/ mLZETePBST (Sigma P3563, 2%V ik iRf) FEMiRZ 100 u
LAriEL, SR TR OGS E 72,

ATRLES 4 Vel I TR Y /L2 S L7 1% | Al i U7/ H k2 10
Op LopiEL, BT A/27 L — iDL 6305 BUS SE Tz, BOSTH
eI Tris 50mM, NaCl 300mM, Triton X—100 0. 01%. NaN_ 0.
01%.pH 7. 0] THY=/LZ3EEHFLT,

Vivg 4 . GenprobefhDZERAZKIEFEOLFAAKITZ 50 1 L4212, BertholdftL
B—960% W TAEDFR I EZWE LTz, #REK18IT R Uz, K18ITRL7zan<
 ARFERBNC EO B @R L E R E 9 5 e TET,

(TNt 9)
R~ — TRk OB OB 1 —7 L, sl TRV AREE RS- HC
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[0146]

[0147]

[0148]

[0149]

P—1 (B4 5 1) R OHCP —2 (RS 5-2) Z e,

A7 r—7 LT HCP— 1R U IESIZ AL B AT G St
7 m—7 (A% 515) = v iz,

i e 7 =7 DL (5"-polyC-X -X X -3)
5"-Biotin~CCCCCCCCCC GATGTCTCGGGATG GCTTCGGAGTTACG CTGGC
GGTATCAA-3 (B5E515)

0. bmID R [ ZEE)F 7 A 100mM, H(LVF 7 LA 600mM, EDTA 2
mM, FIIAN, pH 5. OJICANL 7R 7E Y 10pmol / mLERTFLS G 72—
10pmol,/ mL% /M4, S T30 ML RRORISSE | ARV T R E Vw0334
HBLIEMAG NI a—7 %57 a—7 il el LU,

AR L 72 7 0 — 7 BRI, ATRCAEAR % L7ZHCP — 12 HCP —2%250pmol
/mL3DMA, 60°C, 3053 ML | RY~—% BRI T, R ~—5 G IR %
L7z,

ATRLAF DR~ — B WA SOSH (27 E) 7 2 100mM, i k) Fo
2 600mM, EDTA 2mM, #INAL pH7. 01 T20f5IA R | B A 7
L7z,

B EL T, EHap1 TS —5 AT (SR 75-3) 2 AV iz,

R E IR 7 m—7 LT FEREHIS TR~ =T a—7 (BlAIEK 56
)% N,

R E R AR~ — SRR B L G ST L2007 r—T LT —F Yy
FAY 2 LA LRSI A L, B T RS i T — T (BUSIE S 16
CBUR BT AR v — T ERR T ) B 2,

E AT AR e — T DI HAL S
5’ -Bitoin-CCCCCCCC CCATCTATAAGTGACAGCAAG-3’ (Fl%&516)

A2 L — R O = VTR R~ — 7 — T LA 72 B S 5 AT 3 DAL
Ta—7 (@AEE17, LT, F2Xr 7 Ty —7a—T W9 5) 2 EEL, ~A
raL— MU,

22Xy ST — T —T OIS
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[0150]

[0151]

5’—NHZ—TTTTTTTTTTTTTTTTTTTTT—3’ (BSEE517)

A I~ L3 —7 2 —7 5pmol / mLEFRLE A F R, 7 2 —70. 25pmol
/mLEGL RIS aAZEE T 5 100mM, H{LYVF 72 600mM, EDTA
2mM, WAL, pH7. 01%95 p L, Rilfes —>7 v bAV=2%25 n LIZ—7 v b4 )=
JEFE 0, 100, 500amol/well %, 55°C T30 SOt SE 7244, Ailataifl L 7=t
WS 1 LINZ TER T30 SHESH T,

WA E OB BB AL L e~ A 7a L —hOU VT LI Z | =
T304 M, ~A7a 7 L — e DB LR 3D OGS E T2,

Wi T~ A 2707 L —hDU /L2 5 L7212 . Genprobefhd FE il R1E
FEFERIZ 50 1 L9 2%, Berthold#ELB—960% HWCTAED R &% E
Uiz, fERE KT R LT, RITNRUIZANL | JFURZ 82 B2 EARE S5,
AFEINC IO F =7 MA VD2 G E mANCHE T 528 TET,
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it RO H
[1] (A) RV~ —Z BT DEBFRDOMNE 7 1 —7 | e OREROWE I I SR

(A IR — 7y MEBE RITREE IR 7 11— 7 DD 72 &b 1D &l & AT REZR T
LEATORA N m— 7 R CROGSEH Z LIS E B AR~ —
ETER T DI LR
(B) BRI R R B AR ~— R ORI Z S SEO5E TR, KO
(C) BTRCAR RO E 25O LA B M R ~ — 2 3 o TR %5
N
ATRCE R DI 7 1 — 7 1,
BB HIHIZ A Ze  E BARBEIRX | BRIEFHINX | - - BRI FHINX Onfl (n=3)
DEZRETEEE AT OB n—7 &,
57 BB A 7 &b RIERZ R FEINX. M) 22 AR as il X | AiTC R I
WX (A7 B B - ﬁﬁaaﬁﬁ&ﬁﬁﬂzx (AR LR EINX Ol (
n=3) OERFEBE AT O n—7 &,
ST Z LA RIS T DAER - O T Ik,
[2] (A) RV~ =% BT DR ORI 7 m—7 | K OAEROW B EHE ST
(ZREE ATRE R — S MEIRERITROE IR 7 2 — 7 DA 7 & 1D LhE A ATREZR Rk
LEATORA N m— 7 R CROGSEH Z LIS E B AR~ —
IR T D TR
(B) R RCAERE R AR ~ — R ORI B 2R & S5 L KO
(C) BTRCARROME 25O LT AR E B R =~ — 2 375 TRE 5 7
ATRLAE RO 7 v — 71| RO 7 m— 7 & FRE (D) TREND I
AT VEARXS DI SN2 DG BFR O 0 — T bR D Z L R &
DARHE DR 5 i,
(k1]

=
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..-(I)

(AFLE (DB T, B FIRITR U 2R D AT A NINA TV Z A XL TODHE
iha37)

(A) RV~ =% BT DR ORI 7 m—7 | K OAEROW B EHE ST
(TS B TR e — 7 MEIR ERITROAE IS 7 2 — 7 Db 7 1D L fE A ATREZR e
LEATORA N m— 7 R CROGSEH Z LIS E B AR~ —
ETER T DI LR

(B) BRI R R B AR ~— R ORI Z S SEO5E TR, KO

(C) BTRCAR RO E 25O LA B M R ~ — 2 3 o TR %5
N

ATRLAE BRI Y v — 71| R DR EE Y m— 7 & R RE(D) TRENDEDIT
AT VEARXS DI SN2 DG BFR O 0 — T bR D Z L R &
DARHE DR 5 i,

[fk2]
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(AR UDIZBNT, B HIRIORUTZ2ARD ERRIL HENTIAATVE A XL COHEE

Wz 39)
[4] RIRLIE R AR, ARLEERE DI T 0 — T 2 ATV EAXSE | B —OR) <

—ZTOHRIDNAT VI ARXTFE, KT
LB —OR v =LA G T r =T 2 ATV AXESE | AilRCARRI A E

MRV —=Z BT DHR2DONAT VI AXTRE, 25 e Z 2R3 D RIE 1~
SOWF N TGO E ORIk,

[5] ATRLIZ AR LAREDS ATRCAEEBRE O 7 m—7 L OiRLR & 7 m— 7 &[RRI
IATVIAXSED TRZ G0 I 2R &3 DRI~ 3DV 300 T HRLH D
R E DR T T,

[6] AIRCIZ R LR, RO E B A ~ — 23 i Ao L, B
Wi 2 T2 B L e R ST DRI L~ 5DV 0 LEGEE R OEE )

B or 5k,
[7] RIECEBFE O RE 7 0 — 7 DO EH TR OERE 7 0 — 7 )3 FEGR Y E CREGRE

NTRAZ LR LT A5 RE T ~6DW T N 1 HE L ORE R E o H T 1,
[8] AistfE A Y a—7 0x —7 o MEDS, BisciE Y E L5 ARG T REZ
SEAAT AR R T AR RIEL ~7O W s 1 HE S O E O 5
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[12]

[13]

[14]

%,

ATRCAR R E MR T | RRURS G 7 m—7 0 F —5 MERD AT LR A
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R~ —Z R OB OEIE Y v — 7 | M ORER Y BRSO LRI I
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BTG M T a—7 2 AT VX ARXSELZ LR E R ARY ~—%
TR DR TR G ORI B M 7R~ — DIE R T T

AL O 7 o — 7 IR E LA L TRL T,

AfRL AR OIS 7 v — 714,

5 Bl HNEIZ A e EH IR B X
DEZRETEEE AT OB n—7 &,

57 B UDNONAICA 72 < L b RTRE B IRIEIX (AR X BEINX * | ATRDEZ R A
X (AR B2 BRI "« - ATRCEZ R BEINEX ICARAIAY72 BRI AEIEX ” O (
n=3) OERFEBE AT O n—7 &,

BT ZEE KU E T DR E R R~ —DIE R T i,

R~ —Z R OB OEIE Y v — 7 | M ORER Y BRSO LRI I
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AT VEAR DI A DGR OKENE 7 00— 7 b7 D 2 & R e
HEEVE R R ~— DR T i,
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BTG M T a—7 2 AT VX ARXSELZ LR E R ARY ~—%
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