ISS\  1007-7626 2007 5

N 11-3870/Q Chinese Journdl of Biochemigry and Molecular Biology 23(5) :370 374
(1-7) MAS PSD-95
1) .2 1) 1) 1) 1)
1) 2) * 1) *
( n .2 , 100069)
MAS )
=DYA . ,MAS =DYA . MAS
27 DNA \ pGEX-4T-1 , pGEX-MAS
CT. BL21 , IPTG ,  dutathione Sepharose 4B ,
GST-MASCT. GSTI-MASCT , GST pull down ,
MAS . , MASCT ,
Western -95 (pogtsynaptic dendty protein 95, P9D-95) . PD-95
MAS , MAS P95 MAS
MAS; P95, G ; FDZ
Q51 ;R392

MAS, the Receptor of Angiotensin-(1-7) , Associates with PSD-95
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Absgtract The carboxyl termind amino acid sequences o MAS protein is ET-V-V , which corform to the
oonsensus motif (ES/T-X-1/L/V) for asociation with PDZ proteins. It was gpeculated that MAS may asociate
with ome FDZ proteins via its carboxyl termind to regulate MAS sgnding. In this sudy pGEXMAS CT was
firg condructed by inserting the DNA fragment of MAS encoding the lag 27 amino acids of its carboxyl
termind into the prokaryotic expresson vector pGEX-4T-1. The recombinant congruct pGEX-MAS CT was
successdully cloned and identified by EcoR and Xho digedion, PCR anplification and sequencing.
GST-MAS CT fuson protein was then robugly induced by ITPG and purified with g utathione Sepharose 4B
beads from the lysste of E. cdi BL21, which was trandormed in pGEX-MAS CT. Rabhit brain lysates were
pull-downed with GST-MAS CT fudon protein conjugated with Qutathione Sppharose 4B beads to screen rove
binding proteins of MAS. Many proteins were able to be detected in the GSFMAS CT pull-down conplex but
not in GST pull-down cormplex , with one of the binding proteins been identified as postsyngptic densty protein
95(PE>-95) by Wedern blot. These results provide a strong evidence for further sudying the intro cellular
asociation of the MAS and PSD-95 and d < their potentia phydologica dgnificances.
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Fig.1 The alignment o carboxyl terminal amino acid

sequences d human, mouse, rat and dog MAS

ETVV, which corform to the consensus notif (ESTX-I/L/V) for
asociation with PDZ proteins, is conserved in the different gecies of
MAS
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Fig. 2  Identification o pGEXMASCT condructs by

regriction digegion and PCR amplification

M; : Markerl DL2000 DNA ladder; 1: PCR product of MAS cDNA;
2: PCRproduct of pGEX-MAS CT; 3: PCR product of pGEX-4T-1;
4: pGEX-4T-1 digegedwith EcoR  and Xho ;5. :pGEX-MASCT
digeded with EcoR  and Xho ; 6: pGEX-MASCT plagmd;

Mz ADNA/Hind  ladder
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Fig.3 SDSPAGE analyss o GST and GSFMASCT
fusion protein after purification b
M: Protein merker ; 1: Purified GST protein;
2: Purified GST-MAS CT fuson protein . .

Fig 5 Zqual amount of GST and GST MAS CT loaded in
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Fig.4 MASasxociates with multi proteins

Many proteins can be detected by GSF-MASCT pull down from rabhbit
brain lystes.

M protein merker; 1: GST pull down conplex;

2:GST-MASCT pul down conplex

25 P9 MASCT
GSTFMASCT MAS
27 , Pz
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Po7 PED-95. , Wedgern
GST pull down , FHg.6

GST-MASCT pull down
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GST pull down assay
M: Potein merker ;1: Purified GST protein;
2: Purified GSI-MAS CT fusion protein

I 2 3

97 kD —

Fig.6 P95 specifically binds with carboxyl terminal of
MAS

1:Rabbit brain lyste;

2: Rabhit brain lysste was pulled down with GST;

3: Rabhit brain lyste was puled down with GS-MAS CT
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