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Ta undimstand thi function of a particular protein, it is ofen useul to idertity othie proteins with which it associes. Th
done by & selection or screen in which novel proteins that interact specifically with a target protein of interest are isolate
Ilhrary Ome paiculaely wseful approach 1o detecting novel interacting proteing, the mhyhrld system of interaction trap, uses
a "tesl bube” and franserptional actwation of a separtie systien Lo dentify salnyg proteins, This approach can alsa
hn usad to tast complax farmation bétwaan two specific proteing for which thers is 3 prior reasan to sxpact an intaraction

In the bagie verson of this method (see Fige, 20,11 and 20,1.2). the plasmid pEG2I2 or @ relsted vector is used Lo express the
peohi or "Bad® pratein as a fusion to the hoterclogous DMA-binding protein LexA, Many protoing, including transcription factors,
kinases, and phosphatases, have been successfully used as bait proteins. The major requiremnenis for the bait protein are that it
should not be actively excluded kom the yeast nucleus and that @ should not possess the intiinsic ability 10 strangly activate
transeription. This plasmid expessang the LecAhised bail protein (pEa) s used o ransform yrast possessing o dual reporter
system respontive to transcriptional activation through the LexA operators. In the EGY 40 yeast sirain used here, the upstream
activating sequences of the chromosamal LEU? gene (required in the biosynthetic pathway for leucing) sre replaced with Lewd
operators, In sdddicn, EGYLE is Lransformed wih the pSHIE-24 plasmmed, wheeh has Lewd operatoes upstream of the 2
reponter gone. Flasic Pratocol 1 descrbes the transformation of EGYAR with pSHIA-34 and pBlait and charatterzation of the
resulting bait strain. In the absence of a transcriptional activator (Fig. 20,1 1A&), the strain should be able to express the bait
peotein, but should net produce wable colonies on medium that Iscks leucing, and i should produce only white colonies on
mirdism cortainng Xgal A rumbie of allermatee yeas 5, plismids ratiegues ane presentivd that can bie emplayed if 2
bait proves to have an bly high level of | activatson. An additional test of the bait strain, the
repression aseay, is described in Aemate Profocol 1
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G i on meckum cortaning Xgel)
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