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The Expression, Purification of Chaperonin § Subunit from the Thermoacidophilic Archaeon,
Acidianus tengchongensis and its Activity Analysis®
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Abstract; The fmgment of pGEM-T easyP, containing the gene of chaperonin subunit B of Acidianus tengehongensis strain S5, was insened
into the plasmid pET23b with Ndel and BamHI, designated as pET23bg end wransformed into BL21 (DE3} or Rosetta- gami™ B ( DE3)
pLysS. The expressed protein was soluble. Expression of the subunit § was 16. 2% of wotal cell proteins in Rosetta.gami™ B ( DE3) plysS
and displayed both end olig The
monium sulfete precipitation, chromatography on Bio-Gel A-1. 5m and DEAE-Sepharose CL-6B. The: purified recombinant of subunit B dis-
played oligomer on mative-PAGE and exhibited weak ATPase sctivity.
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bunit B was purified by mesns of senication, beating at 70°C for 10 min, am-
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1.1 . E. coli DH5o FIBI21 (DE3) 3y
TEERH, E coli Rosetta-gami™B ( DE3) pLysS
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M 5% RIEM B SRR SR E, 37CHERE
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1.2.3 B WH7F Rosetta-gami ™ B (DE3) pLysS
Rk RN PR I PEEENT 2ol 2 x YT
BHRE (FATERE HSpy/ml, WEE K/
mL, RIPEE Spy/mL, PHFE 12.5ug/mL),
ITCHFAWEHEE 0L & 4 PpHLEZI 2 x
YT #§F53edE P 37°C {5 %, DREEAZTLER
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Fi& 3d4pg/mL PMSF Robd A (HWH B) T
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¥ro A BIEE 0.13 #10. 16mol/L NaCl B9ZB rhik B
wh, BEASEBILN,
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FikBy B W&, 2 70°C 4hHE 57 5% Native-PAGE
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pET23bg, 4, 11 B4 pET23b8, 5, 12 B 49 pET23b ¥
£, 6, 13 mALLEHERH pET23b @5 LK. 7, 15 KRE
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Pase fEHEMEE AN 6 f7A5, ¥E 100mmol/L MgCl,
Fan, p FEEHMN ATPase HHMBML, 4
100mmol/L K™ 2% NH, " ZfEB}, ATPase (5N B
L3, i 100mmol/T. Na* 4977 7E X RIS S AT .
X 53 U T Methanococcus maripaludis #J chaperonin
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F HEGMIE, Acidianus [@BYE P chaperonins
BHER S T RS ITE R L RE ., A& SO Acidia-
nus tengchongensisp WRMBERF XL EHTT
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