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Overexpression of the era Gene

Chen Sumin
{Department of Biochemistry, The Fourth Military Medical University, Xian)

Donald, L, C,
(Laboratory of Chromosome Biology, NIH/NCI-FCRF-BRI, Frederick, MD, USA)

For overproduction of Era protein, A ea8,5 gene have been chosen
from gene bank hecause of Eag,5 protein has sequence of several amino
acids of its N-terminal identical to thai of Era and it can be highly
expressed in E,coli, 5 end sequences of era gene was substituted by
synthetic oligonucleotide which sequence is identical to that of 5” end
of ea3, 5 gene, so that endowed the transcripts of era gene with strong
translational initiation signal and without changing the amino acid se-
gquence of its translational product, Plasmid pCE31, which harbors the
recombined ere gene under the control of P, promoter could express
very high levels of Era protein and other cellular protein synthesis was
nearly shutoff during the period of induction, resulting Era constituted
over 80% of total ecell protein, Electrophoretic pure Era protein with
specific guanine nucleotide—bindi'ng zctivity was obtained by simple
procedure including lyzing the cells and washing the pellet of the lysa‘ﬁe,
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Chen Sumin et al,: Overexpression of the era gene Plate 1
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Expression of proteins by plasmids in E,coli- TAP106
M AE AR (CIRE 2T HER 2h( 1) E, SWHkfE SDS-PAGE, X356,

Bacterial cells grown at 327C (Cor induced at 427 ([ ) for 2h were subjected to SDS-PAGE
fol[owed by Coomassie blue staining

. Marker of protein molecular weights(Bio- Rad), 2, pJL&(C); 3. pJLs(I), 4. pCE31(Cy;
pCEal(I); 6. pCE22(C); 7, pCE22¢I); 8. pCE12¢C); 9. pCE12()

B. EraZp 4 B8SDS-PAGE 447 .

Amnalysis of the procedure for purifying Era protein by SDS-PAGE

1, Protein molecular weight markers;

2,3, TAPtos(pILé) grown at 327 and induced at 42°C for 2h, vespectively;

4,5, TAP104(pCE31) grown at 327 and induced .at 42°C for zh, respectively;

6,7, The cell lysate supernatant and pellet of TAP106¢(pCEs1) after induction, respectively;

8,9, Purified Fra protein

C, #FRAREHRBEFETAPI06HMEHFE &R

The syathesis of proteins in E.coli TAP106 bearing various plasmids

MEHAN42TER 1I0min)F, HISS-EHBRNEIL08, 4ESDS-PAGERNH BE

Bacterial cells were induced at 427 for 10 min followed pulse labelling with 2*S-methie-
nine for 30sec. and then subjected to SDS-PAGE and autoradiography,

1, plLe; 2, pCEa1; 3. pCE22; 4. pACS30; 5. pIT1s
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