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1.1
; 3 ;
(1) , 80% 4C , (Vlasakova e al, 1998)
40°C
(2) ,  80% 20s,4°C 10min,
2—3 , 2ml
(3) , Bieleski’ s ( = 70303, V/V/V,
5—6 ) (Vijaylalitha et al, 1999) ,- 20°C , 3,
,3 20s, 4°C
10min 2—3 , 2ml, - 20C
1.2
1.2.1 1. 5¢, R Iml,
pH 5—7, , 10ml , A, Imol/ L
10ml , B A B , Iml,
, HPLC
1.2.2 Iml, 0. Olmol/L Iml,
( 2.5z, 0.0Imol/L Sml ,
) 20ml , Imol/ L 20ml , 20ml,
, 2ml, (Kamajda, 1998)
1.2.3 pvpp ,
PVPP  DEAE Cis ,
20ml 10mmol/ L (pH= 6. 5) ,
pH 2ml,  60ml 10mmol/L (pH= 6.5)
, 50ml 1mol/L (pH= 2.5) DEAE
, ( ) 9ml 80% (pH= 9.0 —10. 0) Cis
S50H]
1.3
1.3.1 Imol/ L. 2% 2%
- (pH= 3.2} (12: 28: 60) ,
1.3.2 , 1. 5Mg/ml, 200 —300nm
1.3.3 : - (pH=3.2) (L
); = - (12 .28 60); -, = (70 30) .(66:34) (45.55)
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(40 60) ; - (40:60)
1.4
1.4.1 B ,
152. 4o/ ml , - - - (1228
) 15. 24Hg/ ml 1. 524Hg/ ml
1.4.2 HPLC
; 268nm, - (40 0); Iml/min,
30C; 0. MAUFS, Imm/ min ( Laureys et al, 1999)
1.4.3 15. 24/ ml 5 10 15 20M1, 1. 5241o/
ml 2 5 10H], , A
2
2.1
(BAMP) , 1
1
Tabh. 1 The comparison of extraction method
80%
2 80% 3 60s
3 : : 3 s
= 0:30: 3(V/V/V)
) 1 , 31%;
2 , 5%, 3 ,
3 , =70 30:3(V/ V/V)
, BAMP ™~ BAR( ) ,
Bieleski s
2 3 , 80%
Palmer  (1981) , ,
BAMP ™ BAR
2.2
A B , ,
HPLC
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2.3
2.31 Imol/ L 2% 2%
s - (pH= 3.2}
(120 28: 60) s
2.3.2 ( Bartak et al, 1998),
268nm, 275nm 275tnm 268mm
’ ) ’ 2681']111
2.3.3
(1) - (pH= 3.2) (1: 1): ,
(2) - - (1228 60):
(3) - — (70:30) (66 34) (45 55) (40: 60) R
(4 - - (40: 60) , ,
2.4 ( 2 3)
2

Tah. 2 The data of linearity

(Hg/ml) (HI) (He)

1 15.24 20 0. 3048 1040810
1 15.24 20 0. 3048 1016755 1028506
1 15.24 20 0. 3048 1035990
2 15.24 15 0. 28 781773 782424
2 15.24 15 0. 28 783075
3 15.24 10 0. 1524 521199 518838
3 15.24 10 0. 1524 516477
4 15.24 5 0. 07620 251746
4 15.24 5 0. 07620 260594 259143
4 15.24 5 0. 07620 257602
5 1L.54 10 0. 01524 50052 30510
5 1L.54 10 0.01524 50968
6 .54 5 0. 00762 25280 25284
6 .54 5 0. 00762 25288
7 .54 2 0. 003048 3726 4039
7 .54 2 0. 003048 4352

1—6 , 1 6

A= 479. 6; B= 3390463. 0; r= 0. 9999
y= 479. 6+ 3390463. Ox
0. 00762 —0. 3048Hg
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3
Tab.3  Result of the linearity
(Hg/ ml)
15. 24 1.5%
(1) 20 15 10 5 10 5 2
(Ug) 0.3048 0. 2286 0. 1524 0. 0726 0. 01524 0.00762 0. 003048
1028506 782424 518338 259143 50510 25284 4039
3
Bieleski' s (
= 70:3.30, V/V/V) , PVPP
; pvPP DEAE Cs ,
Cis
Bieleski s ( D =70:3:30, V/V/ V)
pPVPP ,
, pPVPP
pH  (pH= 3.0) ;
( ( ) ( )
) ,
Cisg , (pH= 3.0) (pH= 9.0—10.0)
, Cis
DEAE )
, DEAE
Cis DEAE
, DEAE Cis
2 O_ N 2

(TLC)
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METHOD OF EXTRACTION AND PURIFICATION OF CYTOKININS IN
LAMINARIA JAPONICA

HUANG Bing-Xin, FAN Xiao, HAN L+ Jun
(Institute  Ocearolagy, The Chinese Aademy o Sciences, (ngdao, 266071)

Abstract  This report comprehensively reports the methods of extraction and purification of cytokinins in Laminaria
Jaonica. A series of experiments have been camried out on every key step of the procedure for extraction and purification
of cytokinins in Laminaria j gonica. Initial extraction of plant material is followed by the removal of phenolics and other
mpurities using a polyvinylpolypyrwlidone powder ( PVPP) columm. To purify the sample and simukaneously achieve the
separation of the cytokinin nudeotides from the free base, rboside, and glucoside forms, the sample is passed thiough
colunns containing PVPP, DE52, and Cig, which are linked in series. Followng purification, separation of cytokinin
glucosides from the bases and ribsides is achieved by using nomal phase HPLC with an amine colunn. Separation of in-
dividual cytokinins then occurs during reverse phase Cig HPLC.
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