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Pur if ication of an Extran-thermostable Xylanase B
Fraon Themotoga maritima
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Abstract The xynB geneof ThemotogamaritinaM B 8w as cloned and expressed in E. col-

i, the C-teminal Histag was introduced, and purification methods of the recombinant en-

zymew ere studied The xylanase B was purified to homogeneity by heat treatment, affinity
chromatography and ion exchange chromatography. The purified enzyme show ed as a single

protein band on D S-PA GE w ith amolecularw eight of 42 ku, thisis in good agreementw ith

themolecular mass of enzyme deduced from the DNA sequence, 42333 u
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1.1
FPLC Q ~sepharose Fast Flow 16/10 column M ono Q HR5/5 Amersam
Pham acia B iotech ; Uv A IS (M odelDU 640)
B eckman ; (Branoon Sonifier 250D) PAGEL NPU ~12.5L
ATTO
1.2
RBB ~ (Remazol Brilliant Blue"R ~D ~xylan, SIGM A, ).Ni"NTA agarose,
10 ku protein ladder ; DS"PAGE (DS~ )
1.3
(T hem otoga maritimaM B 8) DNA xynB
,  PET28a(+) , Cc- 6% His :
E coli BL 21
1.4
100mL E coli BL 21, 1 000mL 50
pg*mL ' L uriaBertani broth (LB) , 30 , 150 r'min” *
600 nm : 0.5 0.6 |, 1mL 1molL *
IPTG , 16 h 4 8000 r*min *
10min, 50mL (50mmol*L " *, pH 8. 0) ,
, 4 16 000 r*min * 10min,
1.5
60, 70, 80, 90, 100 10min, , 4

16 000 r*min ' 10min, , ,
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1.6
Ni™NTA , 4 30 60min
, FPLC , :
10mmol-L " * (midazole) , 50mmol*L " *pH8.0 ; 250mmol*L " *
,50mmol*L " *pH8.0 : imL - min
1.7
, 2
1 Q-sepharose Fast Flow 16/10 column,
, : 25mmol*L " ‘"M OPS (pH6.5); 0.5mol*L” *Na-
Cl ( 25mmol*L " ‘M OPS buffer, pH6.5); 2mL - min %
2 M ono Q HR5/5 , : 25
mmoL *L " ‘M OPS (pH6.5); 0.5mol*L” *NaCl ; 0.5mL *min %
v \B , 0 100mmol-L *
(2 ),100 300mmol*L ‘(20 ) 300 500mmoleL" *(2 )
1.8
DS PAGE (DS- )
, 10%, 3% L aamm li
: PA GEL NPU ~12.5L Tris/HCI :
3min R 7250 10 ku protein ladder
DS PAGE Ri
R+ Rs
1.9
, [9]: 1.15% RBB~
,  50mmol*L " 'pH 6.14 MES , 50 20min
(100 L) : 1.15% RBB~ 50 1L, 200mmol*L " *M ES 25 4
25 1 , 100% 200 1L ,
; 15min, 15000 r*min * 5
min, B eckman 595 nm A 505
: 25 1
(unit) : , M ses5= 1 1
2
2.1
1 10min, )

100 ,



(1.5 ) , 70 ,
23% , 91%
1
/ / / / / /
mg U U 'mg Y %
0 255 76.0 0.30 1.00 100
60 223 74.0 0.33 1.10 97
70 195 69. 0 0.35 1.20 91
80 176 66. 0 0.38 1.27 87
90 153 62.0 0.41 1.36 82
100 82 37.0 0.45 1.50 45
10min
2.2
6 His) ,
pET 28a(+ ) 6% His ,
6% His Ni™NTA 6X His
1
) Ni™NTA
) 6%X His
B DS PAGE ko o
1 0 5 10 15 20 25 30
' e E B
90% ( 2
1 NITNTA
10 ku
20 80ku);0 i1
gt 72 ,Q T sepharose
; s A 2 DS PAGE
M 4 3 2 1 0 M
2.3

2, , 1 @ ~spharose) :
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2
Ni~NTA , B, 44. 4,
11%
2 B
/ / / / /
mg U U 'mg Y %
255. 00 76.0 0.30 1.0 100
195. 00 69.0 0.35 1.2 91
Ni"NTA 12.30 31.8 2.59 8.6 42
Q “spharose 2.00 16.5 8.30 27.6 22
M ono~Q 0. 64 8.50 13.3 44. 4 11
2.4
3 DS PAGE
Rt B 0. 47 m
R+ Ign= - 1.001 8R++ 2. 099 8§, B
42 Kku, 42 333 u
201
19 o 10 kubrHERE FE TR 11
1.8 (BRBE AL FE20~80 ku)
17k o RREEEB
% 16F m
® 1S5t 3 B
14 DS~ PAGE
13f
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B, 70 10min
23% , 91% B 6x His )
NIi™NTA 90%
, 2 Q “spharose MonoQ, B
Ni"NTA )
B, 44. 4, 11% DS PAGE , B

42 ku, 42 333 u
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