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M. DNA Marker DL10 000; 1. mrell PCR J*#) PCR product
of mrell; 2. % Nde | il Sal | FUE I HY % ik BAK pZC2-mrell
pZC2-mrell digested with Nde I and Sal 1 .

B2 mrell EEEER pZC2-mrell BEHIIIE
Fig.2 The clone of mrell and restriction
analysis of pZC2-mrel1
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1. Mrell; M. % 1 i Hi 4 Marker fermentas SM0671 PageRu-
ler™ prestained protein ladder.
B 3 %EA Mrell B Western El il
Fig.3 The Western blot figure of protein Mrell
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KESS A A s Mrell 5 Rad50 2 (8] R 75 &= £ v
JE TR SR AR 58 1 AH B RO AE 396 1 2 T
AEA PR +F DNA WisE & 2 D) fie s I T i DNA K
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A:M. Fermentas SM0671; a. FA ¥4 % I8 E233S Negative refer-
ence E233S; b. 2 DNA B Mrell 4ifk 44 Mrell purification
with 0. 1% PEI; 1; ti55« and Bs 2: t55a and Bs 3: tf55a and s
4:t558Ca); 5: A A MR A & # M Glutamate ammonia ligase;
6:Mrell; 7. F:HE-1, 6-— # B2 i Fructose-1, 6-bisphosphatase;
8:RadA; 9: R BH-1, 6-— #§ 2 fif Fructose-1. 6-bisphosphatase;
10:PAC2 Proteasome assembly chaperone 2; 11: Sso1812 SirA _
YedF_YeeD superfamily; B: M. Fermentas SM0671; 1. A#10. 1%
PEI [ 2= 3% X 41 DNA 19 Mrell 44k %5 Mrell purification
without 0. 1% PEL

B 4 Mrell EH 4 # SDS-PAGE & #ff
Fig.4 SDS-PAGE figure of Mrell purification
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Construction of Sul folobus over-expression
vector and expression of Mrel 1

ZHANG Wen-mao PENG Nan SHE Qun-xin GE Xiang-yang

State Key Laboratory of Agricultural Microbiology sCollege of Life Science & Technology
Huazhong Agricultural University sWuhan 430070 ,China

Abstract It is important in expressing,purifying and analyzing crucial protein in vivo of solfataricus
for the study of important life activities of extremely thermophilic archaea. The over-expression vector is
constructed on the basis of pZC1 and pEXA vector inserted by araS promoter. Mrell with 6 X His-tag in
C-terminal are expressed successfully using it. Rad50 which interplays with Mrell is detected by co-puri-
fication. And it is ensured that the frame of the complex is still unchanged in high concentration of salt
(500 mmol/L NaCD). It indicates that the complex still keeps the function of DNA repair in adverse situ-
ation. Further analysis of co-purification makes it clear that genome DNA fragments are the essential
condition of foming the MR complex. In the absence of genome DNA fragments,the molecular chaperone
of archaea may bind and protect Mrell. So this expression system possesses important sense in identif-
ying the interact network of protein in vivo.

Key words archaea; Sulfolobus; over-expression vector; Mrell; co-purification

(THESH.HLS)



