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PRAS40 14-3-3
Study of Interaction Between PRAS40 and 14-3-3 Proteins
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Abstract PRAS40 a proline-rich Akt substrate of 40kD is 14-3-3 binding protein. To study the interaction between PRAS40
and 14-3-3 isoforms We constructed the expression vector pEG-PRAS40  DNA-binding plasmid and pJG-PRAS40

transcriptional activity plasmid in yeast using gateway cloning technology then the plasmid of pEG- PRAS40/pJG-PRAS40 was
co-transformed into yeast EGY48 strain with each pJG-14-3-3 /pEG-14-3-3 isoform plasmid. The co-transformation were tested by
nutrition limitation growth analysis [3-galactosidase color assay was used to study the interaction degree between PRAS40 and 14-
3-3 isoforms. We confirmed successfully the construction of pJG-PRAS40 and pEG-PRASA0 with enzyme digestion. four 14-3-3
isoforms were found interacting with PRAS40 using yeast two-hybrid assay the interaction degree of Epsilon was stronger than
beta and zeta tau was the weakest. Our result will be used to further study the biological function of PRAS40 and 14-3-3 as new

drug target.
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d1-d5 pJG-PRAS40 digested with Puv | 1 pEG-Askl + pJG-zeta 2 pEG-Askl + pJG-zeta-K49E
el-e5 pEG-PRASA0 digested with Sma | . 3 pEG- PRASA0 + pG-4-5 4 pEG-PRAS40 + pJG-beta
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Table 1 The interaction between pEG-PRAS40 and pJG-14-3-3’s isoforms detected by yeast two-hybrid system
Type of . . Clones I Start time of
groups No. PEG plG -Trp-His-Ura X-gal activity blue color/h
Positive 1 pEG-Ask1 plG-zeta 123 + 17.20
Negative 2 pEG-Ask1 pJG-zetaK49E 117 -
Empty 3 PEG-PRAS40 pIG-4-5 74 ;
Experiment 4 pEG-PRAS40 pJG-beta 81 + + 19.25
Experiment 5 pEG-PRAS40 pJG-zeta 75 + + 20.20
Experiment 6 pEG-PRAS40 pJG-gamma 83 -
Experiment 7 pEG-PRAS40 pJG-sigma 95 -
Experiment 8 pEG-PRAS40 pJG-tau 69 + 21.20
Experiment 9 pEG-PRAS40 plG-eta 67 -
Experiment 10 pEG-PRAS40 pJG-epsilon 73 + + + 18.00
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2 pJG-PRAS40  pEG-14-3-3
Table 2 The interaction between pJG-PRAS40 and pEG-14-3-3’s isoforms detected by yeast two-hybrid system

Type of Clones Start time of
gry;:lps No. PEG plC -Trp-His-Ura Freal activity Blue color/h
Positive 1 pEG-Askl pJG-zeta 109 + 16.20
Negative 2 pEG-Ask1 pJG-zeta-K49E 97 -

Empty 3 pJG-PRAS40 pEG202 116 -

Experiment 4 pJG-PRAS40 pEG-beta 107 + + 19.30
Experiment 5 pJG-PRAS40 pEG-zeta 94 + + 18.20
Experiment 6 pJG-PRAS4A0 pEG-gamma 68 -

Experiment 7 pJG-PRAS40 pEG-sigma 84 -

Experiment 8 pJG-PRAS40 pEG-tau 95 + 21.40
Experiment 9 pJG-PRASA0 pEG-eta 78 -

Experiment 10 pJG-PRAS4A0 pEG-epsilon 103 + + + 17.00
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