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MzNER 11.5d BERA ¢DNA 32 EE i f#i% Dishevelled2 HE{EHER

FHE' EAY B R

kEE

TR ¥EAT

I

WAXREHEHTEN, FEKEEYRESHAR FEXEEGHESEFIRM, LT 100084 )
At EWA A A SRR A WEFFIN LR 100875)

# E Dishevelled (V) BB HALFEEETHNES . E W FSEARTEFREENAEM. ATH
9% Dishevelled 4+ 5 Wat {5 558 695 FHLH R F GALA BB RERE T /MR 11.5d A cDNA UE,ZAT
15 AT H /S B, Dv2 DEP 5 #3601 36 10 8 M 5 1 F 10 26 3 . 4 PR 4 S0 P BT0OBE DM O 37 %f 4 55 R 40 BLAST 4H4F,
BRI b4 AR RRE Cli3 B EEN(6-122 aa) B9 cDNA A B, ATTRE R Gli3 B E1 7 B85 Dishevelled —i&

fERXESREEY TR,

X0 Wnt, Dishevelled, Gli3, B A
hHESEE QN TWEFIRE A

Wn EREAKERREFMMRREIETE
EEREEMHER, ERBEAFTLIED, Wu B2
AEZ2E5THRREEMBOER, LS ARG LR
S HBABRESEINRTESAE R, M,
FENBER, FLMWENEES Wn BE R K
A X .. B0, B-catenin F1 APC HES M BB R
B BB T 45 5 B9 JE B, B-catenin () E F 1R
BEANERFEVHL, XEHAERHE Wn 55
BRENEHBRAEANRERNETTIHETERN
EH .

Dishevelled RVVEH S MM P I EHFENEEK
Eo, AU EmERFAER, T
1959 4E th Fahmy et al B X 7E R %8 7] 7715 i) Dishe-
velled( Dsh ) 2 AF S B b FL 28 F'* , Dishevelled HH

W 600~ 700 MEER, H I PBEETHNER

1%, B) | % K %49 DIX (Dishevelled Axin) %5 H 3, F
] i) PDZ (PSD-95 ZO-1 Discs-large) %5 WM MM ER
¥ 89 DEP ( Dishevelled-EGL-10-Pleckstrin ) %5 # 3%,
MEZAYKE, &R, NE, BIMFLsIY/NEM
AEp% BLAETE Dishevelled 3 P, Dishevelled & B 1F
HWnt f5EASERMBAZ - AEHENT Wt
fEodEg MAAI AL EEANERBR Wt &

W A 2004-01-27, £ [E A B :2004-04-09,

* #52 1000-3061 (2004 ) 05-0750-04

Bl B 5 B At {5 5 22 (8] 32 L AE B (crosstalk ) I B 3R,
EWn ESABT - EFELABOANTS. R,
Dishevelled £ Wnt {55 38 #% B &k in T & 1% 1 I 1Y
SAFHLEHAHE. Hi, RATH B NEXX
BM/NE 11.5d BRHG cDNA X EER Mk S /DR
Dvi2 - DEP &M MREmMEERMHER,
PMERBIR W §EMASHIHBHEFHERA
BRo

1 #BAF®E

1.1 ##

1.1.1 Gk @ AR SO BN pCS2 + , S H MR
Dv2 £4& cDNA BB pCS2 + /mDvI2 PSS 5%
MEHIBRE; /MR 11.5d B DNA X, BE8H
# AH109, AH109/pCL1 KB BD Fis# & pGBKT?
¥4 B CLONTECH 2+ &, KB & HB101 & i}
o

1.1.2 B5RAR - FRH 5/ )88 . T4 DNA & HMY
B NEB 2+ 5); BE$GA A E&¥W B QIAGEN 27 ; B
fHI% 3 ¥ B CLONTECH 4 &] ;3AT, PEG4000, Apro-
tinin, PMSF #J H SIGMA 22 & ; X-gal ¥ A Promega 23
A,

E2TH BREAHSEHEESGTFEEES TR ES (No.30228007) 55 863 T H ( No. 2004AA221060) 5 Bl .

= BifEE.
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¥ it B PR 11.5d BEB cDNA SCEER i % Dishevelled2 #H EHHEH 751

1.2 Bk

121 BEEOBEREABARNMHE BE Gen-
Bank /B Dvi2 FF % B B B %X & pGBKT7 &
BEHE , @i T #F %3/ Bl Dvi2 DEP 45 #3 35 70 36 3 o
MRS Y. ETEHSI®AH5IA EoR 1 Hl Xho
I M6 . E¥N:5 -TATAGAATTCGGTCTCTCT-
GTCCACATGG-3' F #f M : 5'-TATACTCGAGTGGTG-
AGAGTCACAGTGGC-3'. 51¥th LA TAYHER
ARG, LUBRE pCS2 + /mDvI2 MR #1T PCR K2
Ni¥Y 185 GAL4 BD B9 (£ 4E — 3 A9 mDvi2 DEP 4%
WS AMRENA DNA HB., REE&H N - B%
95CAE % Smin; SRS PCR 1&3F 94CEHE 30s,55CiR
X 60s,72°C X {1 60s, FE4T 30 MMEI ; B/ 72°CHEH
10min, PCR =¥l EcoR 1 1 Xho | B 41, i B¥
BFK B pGBKT7 F EcoR 1 1 Sal I WEY), B
NESFIBEW, % T4 DNA $BEMERWRAEE
A ik# & pGBKT7/mDvI2-DEPC ( DEP %% # 18 f1 3%
N, H5¥AKBHTE HBI01, ¥4 5§ BUF 8,
FIA EcoRT M1 Pt I UBGUIAETE ., R EBBIMMHE
REHLBERAGRNEF HELRTELAT4E.
1.2.2 BMESNEXHE:-BEURLHESRS S
MACHMAKER Two-Hybrid System3 User Manual
(CLONTECH ) #1 Yeast Protocals Handbeok ( CLON-
TECH), R0, ¥ #HE O FE A PEG/LC F
BRI A RS EE AHI09 P, B-gal B 6 R KW
BHEORTHABSE WML RERE. HRENT
PHXERNELACSHBEEANSEER
H, % F 50 4~-Lew/-Trp/-His 5 SD Medium +
30mmol/L 3AT ) F4R £ 30CIESE 7~ 10d THH%
Kitio Fl Bgal BOK KM KA EEMNEME,
REES PRS2 XEE EBEEAR
NPT W5 Rl ot E PR K R AT R R A e
b, X EEAEYE B .0 (NCBI) A BLAST( Ba-
sic Local Alignment Search Tool )//E R EBRETH,

2 #R

2.1 FEHEARRMNEE

BB EA MR pGBKT?/ mDvI2-DEPC, D4R
B pCS2 + /mDvI2 g B4R # 47 PCR X Ki 18 3 /) B,
Dvi2 @) DEP B MA G A B . A EcoR 1
M Xho ] BEUIIHAL 1MW IS SERE B A EcoR 1 #00 Sal |
B0 ol i &9 pGBKT7 ik E ., EcoRI H1 Pt 1 £
ERBEHMETERE 1),

2.2 BEFECENGPIHANTFHIAN

B, BRI 515 E A BB pGBKT7/mDvI2-
DEPCHE L EREHEE AHIO b BRI THREEA
EESTH - EABTREEE. SR MK E 2),
B4 mDvI2-DEPC # 5% 5 FH B 49 8 3% 71, o LUE
HEEEOHTEE WA

M 1 2 3 4 5

B 1 pGBKT7/DvI2-DEPC B§ ) % & B
Fig.1 Restriction analysis of pGBKT7/mDvI2-DEPC
M: DNA marker; 1: vector pGBKT7 (disgested with EcoR | and Sal
[ )3 2: PCR fragment of mDvI2-DEPC { disgested with EcoR I and Xho
I);3~5: pGBKT7/mDvI2-DEPC (disgested with EcoR I and Pst I )

.08 4
mDv12-DEPC alone

..:: *
i ’ ' Positive control

B2 mDv2-DEPC % H7E AH109 BB} i) A #¥i% A
Fig.2 Self-activation of mDvI2-DEPC protein in AH109

2.3 BOANATHRERETE

ATHRBATLAF wat HXH DV HEEAHS
EO.RINEET v S ERCEAHAEREE
ERB /MR 11.5d BB cDNA X EBITH %, 233
NEREMBYIEEDTE.E 4110 HEFF
TEEB 15 TR,

S R NCBI it S E R ERE P HH
65 TR GL3 & E U 6-122aa B9 ¢DNA H Bk, N
THiE mDvI2-DEPC Al Gli3(6-122aa) 7 B8 £F 40 ff o
MM EER, RIEHH pGBKTY/mDvI2-DEPC #)
PACT2/Gli3(6-122aa) WL BIRE B M T, 5 F
BN, mDv2-DEPC §5— 1 FF LXEHK AD Fi R
It R 1L E Gli3 (6-122 aa) 5 R &% mDvI2-DEPC
) pGBKT7 JiBi. 3E 7] 4% 1k i) B 5 40 B 7E DY Bk (- Lew/-
Trp/-His/-Ade) ) F#_E#AREA K, T mDvI2-DEPC
5 Gli3 (6-122 aa) L [F ¥ 1k &) B¢ 5 40 8 7€ U Bt
(-Lew/-Trp/-His/-Ade) B 4R LA K B iF, M Bt
(-Leu/-Trp) M9 F- 48 L Bk ¥E 4 K B 57 09 B 7% 8 B-gal
BEEN, 24A mDvi2-DEPC 5 Gli3 (6-122 aa) L[
A OB 40 R 05 €5 (P 3) . 34RR ZE R B A0 B
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752 < L] I

2 £ it 0%

mDvI2 i) DEP &S HIM E 3R 5 GlLi3 & BT
FERELER.

.

pGBKT7+Gli3(6-122aa)

mbDv 12-DEPC+unrelated

‘ . ‘mDvi2-DEPC+GIi3(6—EZ2u)

3 Bl BERMGER
Fig.3 (-gal filter assay analysis result

3 ik

B Bk Z KPR R, Dishevelled 21 H
ERFAEFZMHIENED . BRTHEI W {55
BRREP T ENEENATAA . FEZEQT
i3 5 Dishevelled M EE AR W Wnt {558 B%
MES REXLEEBNRE Wn 5 ERSHME
SAMEE AR . BRILZ S, Dishevelled
ETET S HEBEEMHES S RES Wn 5%
EREERHXMEY¥INEE. N Dishevelled il i
5 MuSK #1 PAK1 K8 E{F T 17 AchR ZE &L
P $ 3k ( neuromuscular junction, NMI) &b 69 B 4, st i
T AchR MIIEHE. TS Wt (S BEHE XY, %
LB, AL pCBKT?/mDvI2-DEPC K % , IiL
AR DURZ RE ML /NR 11.5d BAG <DNA
B 2IFT 5 Dishevelled MEIERMEE 15 F, I ERE
BPRIFETEMNMHAEER. HP—THETERER
EREBRATIBTARERNEFZS5AT Wnt
FEEBENCI3ER. ClI3 EBERSHIREHNE
3% B F (Zinc finger transcription factor) , & Hedgehog {5

SEMFEENBESH T . EHPIRME RN

C3 EAMNRENAEMRERARNEDE
B, CI3 EAMNEERSAMHNREREENIIRE
EX5 G EAMBESMMAX, MANELAT
Gli3 B & 1 % 1 Hedgehog 15 5 18 BE A |,
MEERBTRE R E TR Hedgehog F S S Wnt
EEERZMEEXRENRZIER Y KhE
FHREXVF G2 EHELTLIHES Wnt-8 7 Wnt-
I HBEUN S G233 BEHNERRPEENLRE.
BOMEEBRMES, wne A E Cli EHRER—1

ERHMHE”, MRNORBRERE R, . ERGP
Dishevelled B B 7] 55 Gli3 F H A9 2 & %% (6-122aa) #
HYEM,BRT Gli3 AR E NS Dishevelled HH
ZEBHEEER, TSR ERITEN—LEY
FUREXME RETESEBRREIERER
SHEBZEAMNATE X, XARIE—-—FHRARIE
%z,

Hif AL HEFRRTAEINEFEL AR
R R o
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Screening of Proteins Interacting with Dishevelled2 in Mouse 11.5dpc Embryo Library

NG Ser-Sue' 2ZHAI Yong-Gong® HAN Liang' 2ZHANG Xin-Jun' WANG Yin-Yin' CHANG Zhi-Jie' "
' ( Tsinghua Institute of Genome Research , Departmens of Biological Sciences and Biotechnology . Institute of Biomedicine ,
Tsinghua Uniersity, Beifing 100084, China }

2{ Biomedical Research Institite , Life Scisrce Collage , Beijing Novmal University, Beifing 100875, China)

Abstract Dishevelled proteins are multifunctional and highly conserved. These proteins are also required for the specification of
cell fate and polarity by secreted Wnt proteins. To investigate the molecular mechanism of Dishevelled in mediating Wnt signal
transduction, a mouse 11.5dpe embryo library was screened by yeast-two-hybrid system to find mouse Dishevelled2 DEP domain
and C-terminal interacting proteins. 15 possitive clones were identified from 4.1 x 10° transformants. The DNA sequences of the
positive AD/library plasmids were determined. The BLAST results revealed that one of the positive clones contained N-terminus
¢DNA fragments ( amino acids 6-122) of Gli3 protein. The interaction between DvI2 and Gli3 detected by yeast two-hybrid system
suggests that Gli3 might play a role in some biological processes with Dishevelled.

Key words Wnt, Dishevelled, Gli3, yeast-two-hybrid
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