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Xar E . coli JM109 >
DE3 / pAlter-Ex1-xar a- /
LB 0.01 pg pAl- pH pH
ter-Ex1-xar 50 L JM109 pH4.5~8.0 100 mmol/L
DE3 500, SOC - pH 8.5 9.0 100 mmol/L
1h® 100 pL Tris HCI pH 5.7
Tet 10pg/mL LB 100 mmol/L -
37°C Smin
LB 55 65 75 85
1% 0.5% 1% 95C 1h pHS5.7 100mmol/L
NaCl 0.001% Tet 37°C -
200 r/min 1.4
1% 25 L
1% 0.5% 0.2g/L
1% NaCl pH 7.0 Bio-Rad Biologic LP
30°C 0.001% Tet
pH 7.0 pH 7.9 1:1 1.4.1
30°C 250 r/min oD 0.6~ 150 mL
0.8 5 mmol/L French Pressure Thermo
0~12h 1h 9600 x g 20 min 70°C
ODgy 20 min 9600 x g 30 min
1.2
Bradford 1.4.2 DEAE-Sephacel
Sigma Inc. 7 DEAE-Sephacel Sigma Inc.
1.3 2.5cm x 20 cm
B- 50 mmol/L pH 6.8
-a- L- p- 0 ~ 1 mol/LL NaCl
nitrophenyl a- L-arabinofuranoside p NPAF 2
Sigma -3-D- p-i- mL/min
trophenyl (3-D-xylopyranoside pNPX Sig- 1.4.3 N+
ma pNP Ni-NTA
4 800 pLL Novagen 1.6 cm x 6
200 L 10 L 20 mmol/L cm 5Smmol/L
p NPX pNPX 180 L 50 mmol/L pH 20mol/L Tris-HC1 pH 7.9
5.8 10 L 80°C 60 mmol/L 20 mol/L
20 min 600 pL. 1 mol/L TrisHCI pH 7.9
Na, CO4 405 nm 1 mol/L 20 mol/L Tris-HCI pH 7.9
0.2 mL/min 2mL
1 min 1 pmol

3 SDS-PAGE
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70°C 20 min 15 pL. SDS-PAGE
1 3
/C /m /U /Umg! /%
£ : 1 49.3 20.4%
0 178 182 1.034 1 100
50 171.1  180.9 1.058 1.02 99 2.4
60 113.8 146.5 1.288 1.25 80.9 /B_
70 76.3 124.2 1.65 1.59 68.8
80 46.5 116.5 2.51 2.43 65.4 4
90 46.1 115.5 2.51 2.43 64.3 pH 6.2
95 40.5 113.5 2.80 2.70 63.1
80°C 1h 75°C B-
2.3 85%C 1h
2.3.1 DEAE-Sephacel 84°C p- 85C
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Purification of Recombinant Thermostable
Arabinofuranosidase-xylosidase

Xue Yemin  Mao Zhonggui  Shao Weilan

The Key Laboratory of Industrial Biotechnology ~Ministry of Education
Southern Yangtze Univercity Wuxi 214036

ABSTRACT The recombinant thermostable arabinofuranosidase-xylosidase from T . ethanolicus
was purified from culture broth of gene engneering strain E. coli JM109 DE3 /palter-Ex1-xar
through following steps a heat precipetation b ion exchange chromatography on DEAE —
sephacel and ¢ immobilized metal affinity chromatography. The purified enzyme showed a sin-
gle band on SDS polyacrylamide gel electrophoresis with a purification of 49.3 fold and a yield of
20.4% . The optimum activity of arabinofuranosidase was found at pH 6.0 and 80°C  the enzyme
had 1 h half-life at 75°C  The optimum activity of xylosidase was found at pH 5.7 and 85°C the
enzyme had 1 h half-life at 84°C. SDS-PAGE analysis showed that the molecular weight of ex-
pressed recombinant products was 85.90. It was in good agreement with the molecular mass of
enzyme of deduced from the DNA sequence 85ku.
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