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Separation and purification of two flavonoids from
Pedicularis longiflora Rudolph. var. tubiformis (Klotz).
Tsoong by high-speed counter-current chromatography
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Abstract : Method for separation and purification of luteolin and tricin from Pedicularis longiflora Rudolph. var. tubiformis
(Klotz). Tsoong by high-speed counter-current chromatography was established, i. e. ;two-phase solvent system of n-hex-
ane-ethyl acetate-methanol-water (10:12:9:12,v/v/v/v) was employed,the upper phase as stationary phase,the lower
phase as mobile phase,at a flow-rate of 2 mL + min™ | the rotary speed and temperature were set at 950 rpm and 25 °C
respectively. These two compounds were separated successfully using this method , which is quick,stable and efficiency,
the separated compounds can be used for activity test in vitro and in vivo.
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Fig.2 The HSCCC chromatogram of BCM-1
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Fig.3 HPLC chromatograms of BCM-1 and the target com-
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IYESAE R WU . 25 R B R R R &R
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FEHEAT HSCCC 43 BB, — M &, A 1 g , 11 58 A
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Table 1  The K values of the target compounds 1 and 2 in differ-

ent solvent systems

IR el (v/v) KA K value
Solvent systems Ratio I I
—
AD5-H K 1
Chloroform-methanol-water 2L 0.68 0.78
L B
A BEK Ll 267 318
chloroform-methanol-water
Jot: 5 7 lig: -8
Ok LMLRETEE K oo 0
n-hexane-ethyl acetate-methanol-water
N YAk
IEC e LR TR P K 1:6:1:6 - »

n-hexane-ethyl acetate-methanol-water
IEC ke LR W K
n-hexane-ethyl acetate-methanol-water

free 7 IH oy
IEC %t OFRCER: HmE: K 10:12:9: 12 0.60 0.95

n-hexane-ethyl acetate-methanol-water

4:4:3:4 0.58 0.84

R2 REMSBERE.EEERERMERULEWHAER
A0
Table 2 Comparison of separation time, stationary phase reten-

tion,and purities of target compounds under different

flow-rates
T 53T I ] RER gl Purity (%)
Flow-rate Separation time Retention rate ———
(mL - min™) ('min) (%) 1 2
1.8 270 69 99.5 99.8
2 240 67 99.5 99.6
2.5 190 64 96.6 97.8

2.2 HSCCC RIEBAHZEHMLETE

EW1 OB AR, H NMR (DMSO-d, ,400
MHz) §=12.99 (1H,s,5-0H),7.41 (1H,d,J =
8.3 Hz,H-6'),7.40 (1H,s,H2'),6.88 (1H,d,J
=8.3 Hz,H-5"),6.68 (1H,s,H-3),6.44 (1H,s, H-
6),6.19 (1H,s, H-8);"” C NMR ( DMSO-d,, 400
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MHz) §=182.3 (C4),165.0 (C-2),164.6 (C-7),
162.1 (C-5),158.0 (C9),150.5 (C4'),146. 4
(C-3"),122.1 (C-1'),118.6 (C-6"),116.7 (C-5"),114.0
(C2"),104.3 (C-10),103.5 (C-3),99.5 (C-6),
94.5 (C-8) . DU -HEmE%dn 52 % ek iR
AR FL R (Luteolin ) A% HEBHE FaA —Z, H LA
FEZAE Y AR E 2 (Luteolin)

wEw2 WakA,'H NMR ( DMSO-d, 600
MHz) & =7.29(s,2H,H-2",H-6"),6.90(s,1H, H-
3),6.47 (s,1H,H-8 ),6.13 (s,1H,H-6),3.86 (s,
6H,3’,5’-OCH3) ;" C NMR ( DMSO-d, ,600 MHz)
(=181.4(C-2),163.4 (C-3),162.0 (C-7),161.3
(C-5),157.4 (C9),148.3 (C3",C5¢),139.0
(C4'),120.2 (C-1"),104.3(C-2",C-6"),99.3(C-
6),94.0(C-8),56.3(-0CH3) . L) ¥t 554
HikU20 P 2 R (Tricin) (9 4% B A0OHE JE A — 20, Lk
%A B W 22 B ( Tricin)

3 Fig

ABFF S T NBE S B E b o R R R R
( Luteolin ) 127 %% il ( Tricin ) i) HSCCC J5 &, RV : %
HIPIAR I 1 R G2 0E C BE- L TR £ BR-HH 7K (10 12
29012, v/v/v/v) , EARPERTE AR, FARVETR S, 7E
WM 2 mL/min, #%38 950 rpm, BE25 CTFEMRT
X EIRPIRME G IR 3B o ZITERGE R IR
15, 2 B AL A YT LA TR AR MG i
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