B ER R A6 ine27(6)

Acad ] Sec Mil Med Univ + 617 -

% -

SNT1 5 RET Z B EAF ABE B WA X 5K

%{I‘ j],ﬂ,’i %95“] %H,X'Jﬁih,gﬁﬂg\ﬂ:,ifkm,% ’f%/fgl- ﬁk%
G B RS E SR & AR W22 %, B1§ 200433)

(=] 8 49 :#F % sucl-binding neurotrophic target (SNT1) 5 RET 2 B tW M EEH , F R RET R T W E4E &, U %
NARRET THESHINH, & : % RET HAKSE LexA Z B #A1EN DNA £ 4% &, 4 5% SNT1,.SNTIPTB &
SNTIAPTB 5 BA2AD Z A A ENMEHES ARV BEEE . B LA BT HERAN U R A XLBRE KW E K
B el Z Bt EER, %R :SNT1 X SNTIPTB 5§ RET 2 A £ ®## 4 F4E % 4,7 SNTIAPTB £ 5 RET %4 4, %4
#EE RET 5 SNT1 A B HAME A SNTI 8 PTB & MB AN SR E A TR EHFTE,

[X#i#A] RET;SNT1;PTB; B8 W 4 ;% & 48 L AEA
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Study on interaction between sucl-binding neurotrophic target 1 and RET by yeast two-hybrid method

JIAO Li, ZHANG Yong, LIU Xuan, LIU Xiu-jie, ZHANG Zhao-huan, WANG Yong-gang, ZHU Wei, HE Cheng"* (Depart-
ment of Neurobiology, College of Basic Medical Sciences, Second Military Medical University, Shanghai 200433, China)
[ABSTRACT] Objective: To study the interaction between RET (GDNF receptor) with sucl-bingding neurotrophic target
(SNT1) and search for the possible downstream substrates or regulatory proteins of RET, so as to reveal the mechanism of
downstream signal transduction of RET. Methods: The RET" (intracellular domain of RET) was fused to LexA and the product
was used as a DNA-binding domain protein. SNT1, SNTIPTB or SNTIAPTB (SNT1 without PTB) was separately fused to
B42AD and their products were used as an activation domain protein. The cotransformants were tested by f-galactosidase activi-
ty analysis and leucine medium growth analysis was used to study the interaction between SNT1 and RET. Results: Interaction
between RET and SNT1 or SNTIPTB was found in yeast, but that between SNT1IAPTB and RET was not observed. Conclu-
sion: It is confirmed that RET can interact with SNT1 in yeast. and the interaction may be mediated by PTB domain of SNT1.
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SRIMAZ A & B X B85 WA 5 3 a2, i .
V58 A B A 2 3 R A R TR R B P E S TE
A B GDNF 28 A4 K DR 8 7 e 28 40 i 33
4 40 B o AR A T AR —30 s GDNF .NRTN fil AR-
TN ] 5[k [ KB AR pi 24y (9 AR s 35 i 4
JUAN A & AR 28 A2 L T PSPN #1A BB 7= A: 2R 5K
RS, DIEXRT RET Flifs 59 FRIDfEifs £
b F R A2, FERA S RET 5 55 S 0084
T IRV HAE M 2 R G54 K 500 1 B BF 58 et A5
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1.1 ## KIFFE XL1-Blue .DH5a PAK B BE 16
R EGY48 ¥ AR 250 % AR A7 AR . BR A4 A DDl
e B R R B CIP A1 T, DNA % 4 i % 1 A
GibcoBRL /A 7], ExTaq B W H TaKaRa 2\ A,
PfuUltra %) H Merck 24 &), X-gal, IPTG W H
Promega 2 Hl, & H i (tryptone) ., B2 £ $2 B ¥
(yeast extract) \JiE BE A IR (yeast nitrogen base) , I
B R R 1) 2 HE A R (yeast nitrogen base w/o ami-
no acids) ¥ A Difco AR, & FhaFEm 2K
H bR KR A A

L2 T akmAARRE  DNA KRG N6
il KM AT B A A5 L R AT T 5 T B TR Y 35 TR
AR LA R ORL A B | RS2 A5 T B 1 ] S M AR S
08 SC#REC ™ M Clontech LexA Two-hybrid 3 & F
WM. LA 100 ng Bk DNA KHAR , 75 pfuUltra fiff 7Y
EH T 2E47 PCR R (5K 95°C 0.5 min,55°C 1
min,68°C 16 min, 3t 18 MEH) K PCR ™Y itk
Dpn T BYI 1 h, 10 ] BlEDD ™ W) 2647 56 A, Pk T 4l
% A r Sl (5317 F NG 7/ /N DS

1.3 BEHAT pFilnFmE o o—
7K Whatman 3848, 2 55 T A0 N 09 26 £ Pk K5 95 5 ¢
CBRUR A 2 FLBE ) o T TR 2 2 DA 6 496 M 5% 37 3 - Al
PRER R AL T R VR (E AR 1~ 2 mm) &F] B4R
FL30°CHEFR 2 ds SR B /N0 iR AR T (R T
Wl 1), 25 0.5 min J5 B, % LA Bl R 8 AR
(Y& HE FO AT Z buffer/X-gal ¥ (100 ml Z
buffer F 1A 1. 67 ml 20 g/L ) X-gal. 0. 27 ml g-
i 4 W Z bulfer & 60 mmol/L Na;HPO, ., 40
mmol/L NaH, PO,. 10 mmol/L KCl.,1 mmol/L
MgSO) TR A UELL [, 30°CH;F% 0. 5~8 h, Mg
R WA, 8 ho PN R A R VR L gl L
Pl 355 14 SRy B A S 6 1 SR BB
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2.1 MEZAEeMmE EH LexA Two-hybrid
RS BESE SNT1 55 RET Mg N 58 22 18] B9 A6 B 4%
F. pGilda BUBL & A LexA i DNA 25 4 25 1 18
(928 B2 ITRE L K RET B M P 460 256 181 40 1 [X o [ 39
pGilda 2 FLREAL ST, # H# K pGilda-RET Rl & 25
P B BB 26 3K R ; pB42AD B2 & A BA2 By
T 45 K B Y 28 B2 i Rz, fF AH N SNT1, SNT1PTB
(SNT1 19 PTB 45930 & SNTIAPTB(SNT]1 ik
9 PTB 45 #4380 i 56 R 2 % X 52 B 3] pB42AD £ 5%
W 5, K il pB42AD-SNT1, SNTIPTB &
SNTI1APTB il & 8 11 0 Bk 3% 35 R, 28 B 11 S
FFIRHE .,

2.2 RET 5 SNT1 £®FFesmztEm I
pGilda-RET™JFiki 5 pB42AD 8 pB42AD-SNT1 J&i
Lo L5 AL EGY 48 15 E 1A 0 e b T F 17 g2
FUBEEE BTG ARG, 25 L R W] RET A P 4k 2 11 [X 46
FBCA B EOE VR T R LA R XU 28 B 1y 08 75 48 5 T
HAE®EREH SNT1 BB 5 RETV45 4

2.3 RET 5 SNTIPTB % #) 3 {2 B¢ 4 ¥ #9 48 Z 4
A ¥ pGilda-RETJii ki 5 pB42AD-SNT1PTB &%
pB42 AD-SNT1APTB i ki 43 5l 35546 EGY48 i &
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RSO SRA AL - iR AT B2 FLOWE T B TS 0 R, DL &
SD Gal Ura His Trp Leu FHuZ FREMR Bl FE A <
S, g5 R R SNTI vl @ i PTB 45 M 1Rk 5
RET %% ;3 SNTL ik PTB 454 U5 W A fg 5
RET' & 4= AHBAE T i — 25 DS TTHIE 55 SNT1
A% PTB 4535 RET 454 (K 1),

B 1 p-FIMEEIESM(A)M
Leu” £ K LI 454 (B)
Fig 1 The p-galactosidase activity analysis(A) and

Leu™ medium growth analysis(B)
a: pGilda-Pos + pB42AD; b: pGilda-RET'“+ pB42AD-SNT1PTB;
c: pGilda-RET® + pB42AD-SNTI1APTB; d: pGilda + pB42AD;
e: pGilda-RET+ pB42AD-SNT1; f: pGilda-RETC + pB42AD
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