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Figure 1

The basic yeast two-hybrid system. The GAL4 DNA binding domain (GAL4 DBD) and GAL4

activation domain (GAL4 AD) are expressed as two separated fusion proteins within single yeast

host. If the DNA binding domain and activation domain are brought together as a result of

interaction between the two foreign proteins in the bait and prey fusions (OFP and X, respectively),

then transcriptional activation (read-through) results, and the reporter gene (lacZ) is expressed.
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A. Determining the cis-acting element
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Figure 2 Determining the cis-acting element and promoter deletion analysis. To determine the cis-acting

element, the sequence of interested DNA was fused with minimal promoter and reporter gene and

examined the expression of the reporter gene (A). The interested DNA was serially deleted to

identify the motif which necessary for the activation of reporter gene (B).
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A. Yeast reporter gene constructs

UAS

// Reporter gene; 9(
” e.g., lacZ

minimal promoter
lacking UAS e.g., GALI

B. Confirmation of the DNA binding protein with cis-acting element

Fusion Protein
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GALAL, (O (lacZ ON)
C C

DNA
Binding

minimal promoter

Domain 9 Q

mC = mutant UAS

White Colony
= Wild type UAS ac (lacZ OFF)

mC mC  minimal promoter

Figure 3

Yeast reporter gene constructs and confirmation of the DNA binding protein with cis-acting
element. To create the yeast reporter gene construct, a cis-acting DNA element is fused with yeast
minimal promoter that driven the reporter gene (lacZ) (A). To confirm the DNA binding protein
with cis-acting element, DNA binding protein is fused with GAL4 activating domain and
transfered into yeast cell with wild type cis-acting element which will give the blue colony as a
true binding occured. On the other hand, transferring the DNA binding protein fused with GAL4
activating domain into yeast cell with mutant cis-acting element will give rise to white colony as

the specificity of the binding is absent (B).
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