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(=] & 4.5 % downstream of kinasesl(dokl) 5 TrkA = BE th A8 B 1E A, F 3 TrkA o 7 f¢ KW & &, LLIE AR
TrkA T E B &% 24, F k.4 TrkA B N H 5 LexA E U@ 41 7 DNA £ & E &, % 3 ¥ dokl. doklPTB &
doklAPTB § BI2AD BB @ & A ERE A AR ABEHE AL 3 AR B EERNURAEAR T R BAK SR
A ENZ B IR, % K :dokl & dokIPTB 5§ TrkA = [l £ B & b # £ % &, doklAPTB T 5§ TrkA % &, %
IS TrkA 5 dokl 2 1| A A EAEF ,dokl 4 PTB &M B AN S EER NIRRT EHETE
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Interaction between downstream of kinases 1 and TrkA:a yeast two-hybrid approach

LIU Xuan,ZHANG Yong, JIAO Li, LIU Xiu-jie,ZHANG Zhao-huan, WANG Yong-gang,ZHU Wei, HE Cheng" (Department
of Neurobiology,College of Basic Medical Sciences,Second Military Medical University,Shanghai 200433 ,China)
[ABSTRACT] Objective: To study the interaction between TrkA and downstream of kinases 1(dok 1) and search for the possi-
ble intracellular substrates or regulatory proteins of TrkA, so as to better understand the mechanism of downstream signal
transduction of TrkA. Methods: The TrkA™ (intracellular domain of TrkA) was fused with LexA and the product was used as
a DNA-binding domain protein; dokl, doklPTB and dokl APTB(dokl without PTB) were separately fused with B42AD and
their products were used as activation domain protein. Cotransformants were subjected to -galactosidase activity analysis and
leucine medium growth analysis for understanding of their interaction. Results; Dokl and doklPTB interacted with TrkA in
yeast, while dokl APTB did not. Conclusion: It is confirmed that TrkA can interact with dokl in yeast, and the interaction may
be mediated by PTB domain of dokl.
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1.1 #4 KIBHFFE XL1-Blue . DH5a LA K i B 1
PR EGY48 2 AR 250 38 PR AT R Ak, B PN DDl
Bl Ve B R A CIP M1 T, DNA #8555 A Gibeo
BRL A dl, ExTaq B [ TaKaRa A A, Pfu-
Turbo B§EWA A Merck 2~ F, X-gal \IPTG W4 H Pro-
mega /Aﬁjo Tryptone,yeast extract,yeast nitrogen
base.yeast nitrogen base w/o0 amino acids 530k H
Difco A7, M REFERR MW A L 2R KA 2
G

L2 oFammABARE  DNA KRG TN
fifp R TR 2 A 28 P L R D A T 5 T B T Y B 5
B A VA B JBORL A i | IR AZ 2 I R 1 o b R A SR S
I8 SC @k M Clontech LexA Two-hybrid 3 & F
WY, L 100 ng Bk DNA MM, 7E p fuUltra B
7 T #E 47 PCR ROBE (A5 1524 95°C 0.5 min,
55°C 1 min,68°C 16 min, 3t 18 MEH) ff PCR
Yk T Dpn 1 B§Y) 1 h, B 10 pl WY1 7™ W) 3547 5%
A, PR b Ok 6 BT AR AR WA W
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CRI IR A~ FLHE D, T KT 2F 26 D\ o8 45 1 B 3% B - Al
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), 29 0.5 min J5HCH, B %R LS B R 08 4K
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Fig 1 p-galactosidase activity analysis(A) and

Leu™ medium growth analysis(B)
a: pGilda-Pos + pB42AD; b: pGilda-TrkA“ + pB42AD-dokl PTB;
¢: pGilda-TrkA'C+ pB12AD-dokl1APTB; d: pGilda + pBi2AD; e
pGilda-TrkAC+ pB42AD-dokl; I pGilda-TrkAC+ pB42AD
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