82§ Chinese Traditional and Herbal Drugs 55 35 355 10 3§ 2004 4£ 10

- WASEHE -
B-HHfFRAEEHS BALBREH RN MNRE RN

+ 1105 -

BOALF R, EXMAE,E  F*!,Janson Jan Christer?

(. ERAIR%FEGHZSEREER LRTAYNISBRERELRE, LK
2. Surface Biotechnology Centre, Uppslal University, Sweden)

100029;

 E.Hi EZFELUFIHBGECDOAIBRSEHEMANGKEIEAMETHEBRYARTRENEHWER.
# LGEESeEn MM ERYIEENER, RARERAGEERMSETHRBY ST ERITH
Bk, Fet R EEH H M. E o oH H R BEN AR ESRENER. ER ERXEWEREHA
B B-CD-Superose 12 pg 85 #H BB 48 817 #b 4 B SR 25 FH SR U AR 25 35 , A T % M ¥ B Sephardex LH-20. 4
i FANNECEEHERTEAMEBRYIRERFAIE S,

KRR PFABBRAESHBEHRERYBEER; 2Bk

5% S . R286. 02 Xk FRiIN A B MRS 0253 -2670(2004)10 - 1105 - 05

Purification of Ginkgo biloba leaf extract and flavone on B-cyclodextrin-Superose 12 pg
DENG Li', SUN Meng', TAN Tian-wei', WANG Fang', JANSON Jan Christer?
(1. Beijing Bioprocess Key Laboratory, College of Life Science and Technology, Beijing University of Chemical
Technology, Beijing, 100029, China; 2. Surface Biotechnology Centre, Uppslal University, Sweden)

Abstract: Object
CD)-Superose 12 pg for separation and purification of Ginkgo biloba leaf extract (GBLE) and Ginkgo biloba
flavone (GBF). Methods
low pressure column chromatography was carried out to separate and purify GBLE and GBF. The

Study on the effect factors of chromatographic column bonded by B-cyclodextrin (8-
Nomuber of chromatographic peaks and resolution of desired peak as indexes,

separation conditions including stationary phase, mobile phase, buffer, pH value, eluotropic rate, and
loading capacity were analyzed. Results Column bonded by B-CD-Superose 12 pg has better efficiency
than Sephadex LH-20 to separate and purify GBLE and GBF. Conclusion
stationary phase is suitable to isolation and purification of GBLE and GBF.

Key words: B-cyclodextrin (B-CD)-Superose 12 pg; Ginkgo biloba leaf extract (GBLE); Ginkgo biloba

The new chromatographic

flavone (GBF)

WENRERA NS HAEY 82 o 5 s
RESZRATRTOHLERR. BRiA VAR
EEBA Y EMBASYIANERLSY. HABRE
& VAR GE i 53 B SR AL 7 35 R 15 & T O B 5 8 B
FiC €2, 3% | 780 20 M o BB 2 T O L BB R pHL AR, (HX 48
FESEIBER HRELFEGECDRAER
BRAFEH L TE M ERRE T, B SMUEE R K
BREMEFKE, AMZ BT CH, 27 K5k
THWEHAKEN., YEESTFHABCD HEGH
ERAERBRMEANEEEY. B-CD KRR
BA&EEHE LN AT HPLC 44+, I RS 5E
B S HETESY ., FRFERRE AL . BE

1 7§ H #l . 2004-01-29

£ RIS R Rt > e AR B H R AT
LERATERMEIEN TR, FLERAZKE
Fe kBB N 21k ,B-CD NBECHE, & R M B- AW
BAMCRAMERMEGEERAR, LR RN
X, B AR A R A R T, M R
T BAED B RMHITTHE.
1 UBE5HE

LP—20ClEHE UL D EH ) ),8823A %
A K6 W 88 (b 0% B AR B A BE R BT 5 3057 8 #AX
UV E - PR et Brid 2 1€ F: 87317 RS D
B shiE A 8 (LKB), 338 T/EW (B 4), B
10AvD & BAH 35X ..

ELWMA: liﬁfxﬂ%&%ﬁﬁﬁma(zsmooo SEEAARBEES - SESFITE (2032013); HHFHRAEHFEHFR B LMD

By BREARKR

&R B
EEEN. 113 ?'J(1971 ) H s ?ﬂiihﬁﬁ)\ 4, B #08,2002 4F 10 H —2003 4F 6 AEAFHERKEMENEEE, TENTLEYLE
£ H R EEAME LAY E R GE 205 ,SCIMET KRR 6 5.
F mail ; deng]l@mall buct.edu.cn Tel: (010) 64433396 Fax: (010) 64451572



*+ 1106 tpE 25 Chinese Traditional and Herbal Drugs %5 35 %% 10 #4 2004 4£ 10 B

B-CD 8t & [ 5 A i %4 & Uppslal K% Janson
HBEERBEYE. ARFBWMT B HERKE
AL, 55 FH 7 18 7K B % Superose 12 pg, #A f5 # & ¥
7K .Superose 12 pg 1 50% NaOH ¥ n A K B #E
o, B IR B B R N, ARG T SN P R 48 R 2R L
Pk, F i ABERAY pH, B /5 AR KB REEE,
B B R E AT IE AL Superrose 12 pg. 4R
BBk B-CD, H 2 1B K . 16 AL I BERZ #1509 NaOH,
NaBH, il A B R P S #H, R H#THREKR
R, FABEREY pH. RN RE , 0 B EEKE%
BB RN .

EBEEAERE.O5HE(10ecmX 1.6 cm, A&
7, HERF AR A B-CD K Superose 12 pg
(16 mg/mL); @S 4 (10 cm X 1.6 cm, B DT,
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Fig. 1 HPLC chromatograms of GBLE (A) and GBF (B)
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Fig. 2 Separation of GBF on various columns
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Fig. 3 Effect of mobile phase on separation of GBF
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Fig. 4 Effect of various stationary phases

on separation of GBF
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Fig. 5 Effect of various mobile phases on separation of GBF
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Table 1 Effect of pH value on resolution of GBF

pH oy R; az Rz

4 1. 641 1.573 1. 227 1.0

5 1. 655 1.557 1. 217 0.98
5.5 1.721 1. 445 1.213 0. 885
6 1.939 1.7 1.210 0. 848
7 1. 895 1. 68 1. 215 0. 859

o R AHFERMERSLEBNERIEFRIBE, .. R, 4
HNEAMERERBERNREAFHOBE. 2R

a; and R; are retention factor and resolution between gquercetin
and kaempferol, and «;, R; are those between quercetin and

isorhamnetin respectively. Table 2 is in same
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Table 2 Effect of elution rate on resolution

PEIE BB/ (mL » min~1) a ap
0.5 1. 820 1. 62
0.8 1. 905 1. 71
1.0 1.939 1.70
1.2 1. 921 1.58
1.5 1. 850 1. 50
T AR U D B B
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Fig. 7 Effect of loading capacity on separation
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FRETHFHITHE 10 cm BEEREIFHEBS EHERF-ENHAES.
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W E:-HN HEHEEASKEMEMR.FBURE BANGKMEMK ELISA RRMERES. Ak X
AMTFREEGRREZBEEMR FUKANTERA CHASRM . HEFFERRTEREEANRER
MR, UEYRBCAKARERE SRR ALY BIn R MRBIL ELISA RBAZ AT HESHMNE
HEPRATHERESMMN. &R MAAZTEMNHEGHAFRATHEZEAAFQN, RMR HEXD 10
ng/mL. &t REMHEMIEK ELISA RRERGE RE ER VELGWLHEER PRGN ERLHBH—F
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Immunomagnetic separation ELISA for identification of protein in Radix Glycyrrhizae
CAO Yu, CAO Xue-lin, TIAN Wang, YANG Wen-Bo, BAI Gang*
(College of Life Science, Nankai University, Tianjin, 300071, China)

Abstract; Object "To provide a quick and precise immunomagnetic separation enzyme-linked
immuosorbent assay (IMS-ELISA) for protein detecting of Radix Glycyrrhizae by immunomagnetic
microspheres (IMMS). Methods Using dispersion polymerization, polystyrene magnetic microspheres as
carriers were prepared. IMMS coating with rabbit anti-Radix Glycyrrhizae protein (RGP) IgG can
specifically capture RGP. Taking biotinylated anti-RGP rabbit IgG as a tracer antibody, together with
horseradish peroxidase (HRP) labeled avidin, an ELISA on IMMS was developed. Results The method
was specific to RGP antigen and could identify 10 ng/mL RGP antigen. Conclusion IMS-ELISA shows a
new practicality of the unequivocal identification of effective constituent for its speedness, convenience,
and accuracy.

Key words: Radix Glycyrrhizae; Radix Glycyrrhizae protein (RGP); immunomagnetic microspheres;
immunomagnetic seperation enzyme linked immunosorbent assay (IMS-ELISA)
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