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Isolation Purification and Identification of Xylanase from
Aspergillus niger SM24/a
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2. Guangzhou Inst. of Energy Conversi  Chinese Acad of Sci. Guangzhou 510640)

Abstract Separation and purification of xylanase are the base of carrying out its enzymological study and molecular
improvement. Xylanase fermentation was carried out using Aspergillus niger SM24/a bred in the lab. The crude en—
zyme solution was fractionally precipitated with ( NH,) ,S0, desalinated by Bio-Gel P6 separated and purified with
UNO sphere Q anion exchange and Enrich SEC70 gel chromatography these four steps and successfully obtained
three kinds of xylanase and named as X4 X-I and XHII. As the increment of purification steps the specific activ—
ity of each component was significantly improved their numerical value respectively were 37.41 U/mg 34.56 U/mg
and 53.96 U/mg and the purification folds were 3.96 3.66 and 5.72 respectively. Through mass spectrometry and
amino acid sequence comparison it was initially confirmed that X belonged to endof8-1 4-—=xylanase of glycosyl
hydrolase family 10 and both XHI and XdI belonged to xylanase of glycosyl hydrolase family 11.
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Aspergillus niger SM24 /a

( NH,) ,S0, « Bio-Gel P6 . UNO
sphere Q Enrich SEC70
3
NCBI o
1
1.1
1. 1.1 Aspergillus niger SM24 /

9100 Ulg

1.1.2 BCA
1.2
1.2.1 0.5
mL 1% 1 mL
50 C 30 min 3 5- ( DNS)
( ) 1 min 1
pmol 1 0
1.2.2 (NH,) ,S0, 100 mL
( NH,) ,S0, 12 000 r/min 15
min 0.2 mol/L.pH 5.0 -
o 4 C o
1.2.3 Bio-Gel P6
1 mL Bio-Gel P6
pH 5.0 -
2 mL/min

1.2.4 UNO sphere Q
1 mL -
(pH 5.0) UNO sphere Q
A - (pH 5.0)

B 1 mol/L NaCl -
(pH 5.0) 0~1
mol /L. NaCl 2
mL/min
1.2.5 Enrich SEC70
0.25 mL
- (pH 5.0)
Enrich SEC70 1.5 mL/min
1.2.6 SDS-PAGE SDS-PAGE
Tris—
pH 8.8 10%
pH 6.8 5% 70 V 2.5
h 11
1.2.7 :
20 mg +400 mg 20 mL
60 C
N < buffer SDS
o 1.2.6
50 C
1 he N
0.1% 0.5h 1 mol/L NaCl
12
1.2.8 ( Bruker
Dalton) Autoflex speed™ MALDI-TOF-TOF
. UV 355 nm
200 HZ 20 000 V
1 500 Das 700 ~3 200 Da
flexAnalysis( Bruker Dalton) .
o BioTools( Bruker Dalton) NCBI
2
2.1 PAGE
SM24 /a 1
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ger Enrich SEC70
11 o o
2.7
o 100 mL o
DNS 3
N 37.41.34.56  53.96 U/mg
1. ( NH,) ,S0, 3.96.3.66  5.72.
13
14
1.8 Bio-Gel P6 e,
1 Aspergillus niger SM24/a
Table 1~ Purification of xylanase of Aspergillus niger SM24 /a
/mg /(U *mg™") 1%
28 924.18 3 066.24 9.43 1.00 100. 00
( NH,) ,S0,4 10 562.77 621.63 16.99 1.80 36.52
Bio-Gel P6 8 096. 85 402.70 20.11 2.13 27.99
Q1 515.64 20.41 25.27 2.68 1.78
Q9 437.54 17.56 24.91 2.64 1.51
Q14 1 .096.93 35.18 31.18 3.31 3.79
Q1-812 382.74 10.23 37.41 3.96 1.32
Q9-38 187.07 5.41 34.56 3.66 0.65
Q14-813 498.48 9.24 53.96 5.72 1.72
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