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*1,2 1 1
g
T ) 310012) 2( ) 570228)
, w ( PEG1000)
w (K,HPO,) w(KH,PO,) w(H,0) =0 51251 2570, 500 r/min, 1 5mL /min
(700 mg) , Len (95mg) Len (45mg) Sephadex G-100
: Len ; Len 293 kDa;
, , 271,
1
o
(3]
(HSCCC) - )
[4 ’11] ,
, , /
Shinomiya ™' 4 0% (w/w) PEG 8000-5 0% (w /w) Dextran T500 (pH 7. 0)
. Shibusawva ™' 16% (w/w) PEG 1000-12 5% (w /w)
(pH 8 0) 3 ‘Chao ™ 12 5% PEG 1000-8%
(pH 6 8) A chyranthes bidentata ,
2
21
HSCCC-D1000 ( ), M odel
510 ( Waters ) BSZ-100 ( ),
5 (5mm 1 D. 1000 mL) , 0 1000 r/min; Themo IR-380
Theimo 1500 ( Themo ) ;W aters 2695 /2414HA.C ( W aters
); SEDEX75 ( Sedex ) SIGVA 2-15K ( Signa );
( ); GF, (20 amn x20 am, M erk )
( ) ; Sephadex G-100 ( );
D- ( , ); Dextran
2008-0728  ;2008-10-30
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(Mw 270 150 80 50T, , Signa )
22
221 , , ,
(TLC) Ri ( ) :
222 PEG1000 K;HFO, KH,PO, H,O,
4 , : ,
700 mg . 50 mL .
223 HSCCC HSCCC-D 1000 , 500 r/min,
1 5mL /min , ;
100mL, 10mL , 120 T.C
224 Len Len sphadex G-100 (50 an x2 anm)
, ,6mL /h, 6mL, 50 , - el
225 HA.C T
vk ( ) v, ( )
& o VI U Itrahydrogel L inear (300 mm x7. 8 mm,
W aters ), , Q 5mL /min, 30 30
226 10 mgLen 1mL 2 mol/L CF,COOH, 100 10 h,
45 , 2mL H,0O , Q0 45um , HRC-EID
, SEDEX75 , SugarD (250 mm x4 6 mm, W aters ),
V(CH;ON) V(HO ) =85 15, 1 0 mL /min, 80 Q 35MPa
227 Q0 098 mm 105 KB r 300 mg
Len 2mg, , 100 mg , 400 4000 an*
3
31
- T.C ,
) nc ,
11 1(0) (1Lo) 3 : R =
0,R=0.7 R =09 , Ks FO, ,
) ; PEG1000 , 1
, 12345 6 |, , , ,
7 8 ,
, 7 3 , , 65s( 1) ,
7
32
- , , T.C
HSCCC 700 mg, Q 5mL /min,
1 5mL /min, 500 r/min, 6 min/tube (10 mL ), 65% TLC 2
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1 8 ¥ 5
Table 1 Eight ®lvent systans compositions and sgparation time i ' )
PEGI000 KH,FO, K,HRO,  H,0 o
Na (9 (9 (9 (9 Separation time ™ LP TP LP ™ LP ™ LP
1 04 115 115 70 130 | 2 3 4
2 10 12 12 65 65 - - -
3 08 125 125 6 5 100
4 20 06 06 65 100
5 l 2 O. 85 0 85 6 5 110 TP LP P __LP TP LP TP LP
6 10 10 10 65 80 5 6 7 8
7 05 125 125 7.0 65 1 8
8 13 115 1 15 6 5 90
2 , , Fig 1 Thin-layer chramatogran of lentinan(Len) in
, 12 30 eight olvent systans
TP ( has); LP: (Low phase) ;1 8 1
Len , 50 68 Len , o presy: | P
(1- 8 are the same as in Table1) ; (developer) :
20000 4 - (methanolwater) 5 2, V/V; ( oolorizing
, Len 95 mg agent) . 10% (‘sulfuric acid ethyl alcohol
Len 45mg olution)
33
L] DR N N R W R N N N RN
Len Len Sephadex |, T
G-100 ., A =620 m -
3 3a ,Len ,
; 3b
L en 100000 , , Smﬁle 20 30 40 50 60 70
1 20 1
2 HSCCC-D1000
34 Len Fig 2 Thin-layer chromatogran of lentinan fractions
HELC by high peed coanter-current chromatogrgphy (HSC-
| 25 27kD GC) -D1000
Mk a (developer) : - (methanol-water) 5 2,V/V;
(lg‘/lr = -0 4493t +9 0542, r=0Q 9954) (colorizing agent) : 10% (10% sulfuric
Len t IV ;- 293 kDa acid ethyl aloohol slution)
1.4F a
g i g 1of°
£ LOf g
T - S i
3 0.6 5 0.6
. < L
: F B
; 0.2} 2 02
= d 1 1 4 5 'Y §< " § b 4 od
—02 10 20 30 40 50 —0.2 10 20 30 40 50
i % 5 Tube number i 5 Tube number
3 Len (& Len (b)Sephadex G-100
Fig 3 ChmmatogransofLen (a) andLen (b) on Sgphadex G-100
35 Len

Len

,Len
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HAR.C
y =1 5549x +6 724, r =Q 9939,
y =1 5835x +6 6527, r=0 9850 Len
271
36 Len
260
280 M
5 Len
,3426 an”* —OH
;2932 an”* CH
1407 an”*  C—H :
coO ,
B_
4
(1) , w (PEGL000)
w(K,HPO,) w(KH,FO,) w(H,0) =051 25 1 25
70 , 500 r/min
1 5mL /min ,
(700 mg) , Len (95mg) Len
(45 mg) Sephadex G-100
: Len :
Len 293 kD a,
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Separation and Pur ification of L entnan by Preparative
High Speed Counter Current Chramatography

JANG zhi-Guo "?, DU Qi-Zhen', HENGLi-Yi'
! (College of Food Science and B iotechnology Engineering,
Zhejiang Gongshang U niversity, Hangzhou 310012)
% (College of Food Science Hainan U niversity, Haikou 570228)

Abstract High geed counter current chramatogrgphy (HSCCC) had been goplied for the sgparation of lenti-
nan The HSCCC runwas carried out with a wo-phase lvent systan composed of polyethylene glycol 1000
(PEG1000) -dipotassium hydrogen phoghatemonopotassium phogphate-water(0. 5 1 25 1 25 7. 0, m/m)
by eluting the lower agueousphase at 1 5 mL /min at 500 r/min Under the optmized conditions, One-step
HSCCC procedure yielded 95 mgofLen and 45mgofLen . By Sephadex G-100 column chromatogrgphy,
Len was identified © be hanogenous and the molecularweightwas293 kD a according to the method of gel-
filtration The IR spectrum of Len  showed polysaccharide a character

Keywords Lentinan, high geed counter current chramatography, aqueous wwo-phase systan
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