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Abstract A lipase from Trichosporon sp. screened by my lab was purified to homogeneity by ammonia sulphate precipitation and a series of
chromatographic steps. The properties of purified Trichosporon sp. Lipase were investigated. Its Molecular weight and isoelectric point were 28kD and
pH 8.7 the optimum temperature and pH were 40°C and pH 8.0. Several chemical modification agents were applied to investigate amino acid
residues in active site of this enzyme and the results demonstrated that histidine serine glutamic acid/asparaginic acid are located in the active site.
The composition of amino acid of the enzyme was also analyzed which indicated that the contents of asparaginic acid serine glutamic acid glycin
alanine are the most lysine histidine also have high contents and there are a few praline tryptophan.
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1
1.1
Hitachi 55P-72 Kelvinator
Pharmacia
Pharmacia FTS
EUPA CERTOMAT
1.2

Biogel P-3  Biogel P-10 DEAE-Sephadex A-50
CM-Sephadex C-50 Saphadex G-25

SDS 14400-94700
pH 3.5-10 Sigma
1.3
Trichosporon
sp. Y-11
1.3.1 g/L. 2.0 5.0

K,HPO, 1.0 MgSO, 7H,0 0.1
0.5 pH 6.0 pH7.5 pH9.5
1.3.2 ¢/ NH, ,80, 1.0
K,HPO, 1.0 KC10.5 MgSO; 7H,00.1 15~ 20
pH9.5 5 80 kPa 30min

NH, ,S0, 1.0 NaCl
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20g/L. 1:3
6min 12ml
100mL
9.6—>8.0 —-
1.3.3 g/L 20 20
10 10 NH, ,50, 1.0 K,HPO, 2.0
MgSO; 7H,0 0.1 pH 6.0 80 kPa 30min
2
2.1
Yamada B
40°C pH 8.0
10min 1pmol
U
2.2
Lowry ' TFolin-
2.3 SDS SDS-PAGE
Weber 7
7.5% 3%
2.4
2.4.1
5000
Sephadex G-25
10000 D
2.4.2 Y-11
10%
5000r/min 20min
45% 8000
r/min 20min
2.4.3 Sephadex G-25
Sephadex G-25 2.6 cm
30 ¢m pH 8.0 0.02 mol/L -
280nm
2.4.4 Bio-gel P-30 G-25
Bio-gel P-30 2.6cm x 100 cm
pH8.0 0.02

2.4.5 DEAE-Sephadex A-50
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Tris-HCI pH DEAE-Sephadex
A-50  26cm x 20 cm pH9.0  0.0lmol/L
Tris-HCI 1
115mL 0.2NaCl
2.4.6 CM-Sephadex C-50
CM Sephadex C-50 2.6em x 20 em
NaCl pH 6.4 0.02
NaCl Omol/L ~ 0.8mol/L
2.4.7 Biogel-gel P-10 Biogel-gel
P-10 1.6cm x 100 em pH 8.5  0.02mol/L
Tris-HCI
SDS
2.5
pH
2.6 pH
40°C 50°C 60°C 70C
pH 4°C
pH pH
3
3.1
3.1.1 28C
48h
3.1.2 28C 7d
20°C 15d
3.1.3
28C 5d
3.1.4
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20pm ~ 70pm x 30pm
1984

Trichosporon
3.2
3.2.1 Sephadex P-30
Sephadex G-25

Biogel P-30
40000D
4.58
3.2.2 DEAE-Sephadex A-50 DEAE-Sephadex
A-50 pH 8.0
pH 9.0
pH8.0 9.0 pH 9.0
0.01mol/L.  Tris-HCI
0.2mol/L. NaCl
190mL ~ 220mlL. 0. Imol/L
3.2.3 CM-Sephadex C-50
190mL
~230mL NaCl
0.5mol/L
3.2.4 Biogel P-10
Y-11
3.2.5 SDSs-
SDS-
PAGE IEF
1
28 kD pl
pH 8.7
3.3
1 NBS PDP NBSF Glyoxal — Y-11
DEPC
PMSF
WRK
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SDS-PAGE

1 Trichosporon sp.Y-11

1 Trichosporon sp. Y-11
mmol/L 50mmol/L min %
KPB pHS.0 10 100
Try NBS 0.01 pH4.0 10 85
His DEPC 10 KPB pH 6.8 ~ 8.0 10 0
Ser PMSF 10 KPB pH7.0 10 0
Lys PDP 10 KPB pH7.0 10 100
Glu/Asp WRK 60 KPB pH6.5 10 2
Tyr NBSF 10 KPB pH8.0 10 98
Arg Glyoxal 20 pH8.5 10 97
3.4 Trichosporon sp. Y-11
Trichosporon sp.Y-11
2
2 Trichosporon sp. Y-11
/mol
ASP 32 12.17
THR 8 3.04
SER 31 11.79
GLU 25 9.51
GLY 20 7.60
ALA 28 10.65
CYS 11 4.18
VAL 32 12.17
ILE 10 3.80
LEU 5 1.90
TRY 4 1.52
TYR 6 2.28
PHE 5 1.90
LYS 15 5.70
HIS 16 6.09
ARG 12 4.56
PRO 3 1.14

13
14
15
16

17
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Biogel P-10
Trichosporon sp.Y-11
Trichosporon sp.Y-11
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