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Preparation and application of affinity chrom atography medim with G insen-

oside Rgl as a ligand
LIU Qian KOU Jun-p ng HUANG Y a-ln YUE X in-yj YU Bo-yang*
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Abstract G insenoside Rgl (Rgl) is one major active canponent of the traditional Chnese herh G nseng. It
show ed ramaikable neuroprotective effects in vitro and in viwo. In order to provile new technological support for
he dentificaton of the target of Rgl and firther explanation of its actwities the affnity med im R gl-epoxy-actr
vated sephalroseTM 6B (FAS6B ) was prepared by coupling Rgl to EAS6B.The copulation was optin ized by a
Lo (34) orthogonal design experment and verified by IR. The optm al coup ling m ethod w as detem ned as 40 C,
H 13 n(Rgl): V(EAS6B) = 100 PmoL: 1 mL according to the orthogonal analysis and practical application. The
coupling rate and yeH were 31. 4% and 31. 56 Hmol/mL in anplified preparation. Furthemore a specific
protein band was found fran PC12 Wsate using Rgl-FAS6B m ediun by serial affnity chwm atography fm PC12
cell lysate. The study may provile som e references for furher dentifying the taiget ofRgl and preparng affinity
chram atography resn of other natural canpounds w ith sm ilar actve group.
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Figure 2 IR analysis of the coupled Rgl-EASOB resin
PC12 (
) 2.2 Rgl FAMR 9% & T LA AL
1.2 AL 28 2.2.1 HAIEE FfKF
[13]
( M ettlerT oledo ); HP- ’ 3
01 ( ); LC-10A ; (C) (pH)
( ); W aters Symm trey Cis [n(Rgl):V( ), Hmol mL], 3 )
(3.9 mm x 150 mm, 5 Hm); Z-323K : L(3)"
( ) : !
o) Table 1 Factors and levek of the couples reaction
Level e H n(Rgl): V(EAS6B) /(Hmol mL)
2.1 Rgl Ao AR 44 & 5 A% IR B30 iE ! . ; o
FASGB 0.02 g 3 40 13 200: 1
30 min 30 mm ( :1¢g
EAS6B 3mL) 2.2.2 HPLC&M 2 Rgl F A=A 6918 8% 5 5 1%
Rgl 0.5mL i LS [ 14-15] )
N «OH , Rgl : - (23077);
EAS6B , 20 h : 203 nnx : 1.O0mL /m i : ;
110 r/m in Regl : 20 BRI, Rel ,
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Figure 3 HPLC Chmmabgrans of Rgl
A: Blank B: Reference Rgl C: Uncoupled Rgl

Rgl  EAS6B ,

V(EAS6B) = 100 Hmol: 1 mL , Rgl . 40 °C, {H 13 n(Rgl): V(EAS6B) =
EAS6B 100 Fmol 1 mL
2 9 2
> H> , 25 )
, 40 C, H 13 »n ( Rgl) 31. 4% , 31. 56 Pmol/ml,
V(EAS6B) = 200 HPmol: 1 mL , Rgl
Table2 Coupling rates and yiels(R/Y ) of each group
Group Level of T Level of pH Level ofn(Rgl): V(EAS6B) Coupling rateo Y ield/(Hmol/mL)

1 1 1 1 6. 97 3.37

2 1 2 2 18. 00 17.21

3 1 3 3 23. 02 45.28

4 2 1 2 21. 14 20. 68

5 2 2 3 12. 50 24.29

6 2 3 1 11. 81 5. 845

7 3 1 3 22. 31 44.28

8 3 2 1 36. 98 17.32

9 3 3 2 27. 61 27.65

K1(R/Y) 16.00 /21. 95 16. 81/22.78 18.59 /8. 85

K2(R 1Y) 15.15 /16. 94 22.49/19.61 22.25/21. 85

K3(R /1Y) 28.97 126. 75 20. 81/26.26 19. 28 /37. 95

R(R/Y) 13.82/12. 81 5. 687/6. 652 3.663/29. 11
2.3 Rgl-EAS6B ¥ feA i 64 A0 K ) , PBS ,
2.3.1 PCRR@mfad&adyI PC12 , 12000 r/min Smin 4 C ,

DM EM , 37 C 5% CO,

PC12
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2.3.2 R IRA B H : 0. Imol/L
TrisHCF0.5 mol/L NaCl ( (H 7.4) 20 mlL
0.05mol/L EDTA 4mlL, 0. 1 mol/L NaF 2ml, NP-40
0.04mL, 10 Hg/mL 0.05mlL, 10 Hg/mL
0. 05mL, 10 Pg/mL 0. 05 ml,
40 mL.
: Imol/LTrisHCI (pH 6.8)

60 M1, 300 UL, 10% 100 1, 10% SDS
200 M1, B- 80 M1, 1 mL
2.3.3 7 7| % A0l ik ik Rel 408G
[16] 0.5~ 1 mL

( 3~ 5mg),
1 ml, Rgl-EAS6B 60 KL, 4 C 4 h
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Figure4 Identification specificbinding proteinswithRgl-EAS6B res
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n by serial affinity chram atography in PC12 lysate

M:marker A, B sanplksbeared onRgl-EAS6B fran PC12 lysale a b
sanpls eluted fram Rgl-68 PC12 PCI2 lysate AO, BQ sanples
beared on EAS6B fran PC12 lysate
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