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Abstract Optimum technique of isolation and purification of Coprinus comatus polysaccharides was investigated by orthogonal tests. DEAE-Sepharose
F. F. and gel-filtration chromatography were used to separate and purify the Coprinus comatus polysaccharides and get the homogeneous
polysaccharide CC30w-1.The structure of CC30w-1 was studied with chemical and spectral methods. The results showed that the optimum conditions
for the isolation was as follows times of extraction 3 time 1.5h temperature 95°C  material to water ratio 1:12.The optimum deproteinization
condition is that crude polysaccharide solute in the mixed solvent of chloroform and n-butanol 3:1 whose volume 3 times that of the former the
reaction time and times of purification were 20 minutes and 7 times respectively. CC30w-1 molecular weight was estimated to be 1.94 x 10° by
HPLC. HPAEC showed CC30w-1 was composed of fucose and galactose in molar ratios of 1:4.02. Methylation analysis and NMR data showed that
it possess a pentasaccharide repeating unit have a backbone of 1—>6 -linked galactose residues and is substituted at 2-position by fucose residue.

Key words Coprinus comatus  Orthogonal tests Isolation and purification  Structural analysis

Coprinus comatus Mueller. ex Fr. S.F. ¢
Gray Eumycota
Basidiomycetes Agaricales 3
Coprinaceae Copruinus ' *
6
’ 7-10
) No. 2003-3-3

Tel 021-62208660-3211 E-mail syjal6 @saas. sh. cn
2006-12-20 2007-06-11



1072 -

1
1.1
1.2
Sigma
CF;COOH TFA NaBH, Merck
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1 3:1 5:1 10 3

2 4:1 3:1 20 5

3 5:1 2:1 30 7
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BCA Merck

1.4.4 23 mg CC30w-1
1.4 mL 10 pI. TSK PWXL
4000-3000
0.5 mL/min Waters2414
Dextran T
1.4.5 2mg CC30w-1 3mL

200nm ~ 400nm
1.4.6 1213 2 mg CC30w-1

2 mol/L TFA 4 mL
110C 2h 100mL 100
Dionex

CarboPac™ PA20

CarboPac™ PA20

El 100 mV 400 ms E2
— 2000mV 20 ms E3 600 mV 10 ms FE4
- 100 mV 70 ms 2.5
mmol/l.  NaOH
0.45 ml/min 25 pl. 30C
1.4.7 ? 1 mg~2 mg
IR
1 mg
IR
1.4.8 s 2mg POy
Kalyan ~ Paul 6
IR
GC-MS GC-MS
80°C I mn 5C/min  200C
2°C/min  215°C 20°C/min  270°C
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A B C D % %
1 1 1 1 1 33.69 10.17
2 1 2 2 2 36.9 11.9
3 1 3 3 3 39.64 13.51
4 2 1 2 3 39.36 13.42
5 2 2 3 1 39.76 15.26
6 2 3 1 2 42.57 12.91
7 3 1 3 2 45.14 16.25
8 3 2 1 3 44.98 14.42
9 3 3 2 1 43.09 13.18
K1 35.58 39.84 37.5 38.61
K2 41.59 41.58 38.5 41.06
K3 43.85 39.6 45.02  41.35
k1 11.86 13.28 12.5 12.87
k2 13.86 13.86 12.83 13.69
k3 14.62 13.2 15.01 13.78
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A > C > D
> B 2
A;B, G, Dy, 3 1.5h
95°C 12
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> = >
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A B C D %
1 1 1 1 1 0.44
2 1 2 2 2 0.25
3 1 3 3 3 0.27
4 2 1 2 3 0.32
5 2 2 3 1 0.33
6 2 3 1 2 0.39
7 3 1 3 2 0.39
8 3 2 1 3 0.29
9 3 3 2 1 0.32
KI 09 1.15 1.12 1.09
K2 1.04 087 0.8 1.03
K3 1.00 0.98 0.99 0.88
kI 032 038 037 0.36
kK2 0.35 0.29 0.30 0.3
k3 0.33 0.33 0.33 0.29
R 0.03 0.09 0.07 0.07
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Fuc:Gal = 1:4.02 26.07nC 5
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- ]
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A " 8.0_ T T T T T T T T T 1
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1. 2
00
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40.09pC
1 : CC30w-1 a- a-
1 5 C—H 844 + 8 cm™! 1
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’ 5
5 CC30w-1
2 3 4-Mes-Fuc 1-linked Fucp 1 43 72 89 101 115 117 131 161 175
2 3 4- Me;-Gal 1 6- linked Galp 2.94 43 71 87 101 117 129 161 173 189 233
3 4-Me,-Gal 1 2 6-linked Galp 1.2 43 71 87 99 129 159 173 189 233
5 Gla 16126 5 0 18.33 CH, C Fuc
1 6-linked Galp C-6 '"HNMR  §1.28 6-
CC30w-1 3 CH, Fuc H-6 057.7~64.7
1:2.94:1.2 6 1 “C NMR )
CC30w-1 5 82 ~ 88
» IR 3 170 ~
2.4.4 "H NMR 5 176
CC30w-1 5 IR CC30w-1
05.12 65.08 65.023 H
3
], , <3Hz a- 8
BC NMR 6 0 100.7 ~ 104.07 3 1.5h 95°C
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1 . 1984 pp.272 ~
280.
2 . . 1987 pp. 660
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3 2004 6 4.

4 2006 11 155.

5 2000 5 31.

6 2003 10 2 60.

7 2000 24 4 44 ~45.

8 2001 20 4 36~ 38.
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