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Abstract: The calyx of Hibiscus sabdariffa was extracted with 40% ethanol a room temperature, and poured through D101 resin. A
solvent system of water-n-butanol-methy| tert- acetonitrile-trifluoroacetic acid (6:3:1:1:0.001, V/V) was used for isolation and purification by
high speed counter-current chromatography (HSCCC) using upper phase as stationary phase and lower phase as mobile phase ,with the flow rate
of 2 mL/min and injection volume of 120 mg. 21.8 mg anthocyanin 1 power was obtained with the purity and the recovery rate being of 97.8%
and 95.3%, respedtively. Anthocyanin 2 was isolated twice withpurity of 96.2% (5.3 mg) and recovery rate of 92.3%. The chemical structures of
the two anthocyanins were identified as delphindin-3-O-sambubioside for anthocyanin 1 and cyanidin-3-O-sambubioside for anthocyanin 2 by
ESI-M S and NMR. The method.is‘simple, reproducible, which is suitable for preparation of anthocyanins from Hibiscus sabdariffa, and also
provides basis for further pharmacological studies and quality control of anthocyanins
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Fig.1 HPLC chromatogram of the extract of Hibiscus sabdariffa
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Table 1 The K-values and resolutions of the:.compounds in

different two-phase solvent systems

o RUETELF AT AR K14 2 HE
L ZACTBHRVN) REF LHETF 2 (KofKy)
1 6:3:2:1:0.001 0.35 0.88 2.54
2 6:3:1:1:0.001 0.77 1.22 1.58
3 6:3:2:2:0.001 0.46 0.72 1.55
4 5:4:1:1:0.001 0.35 0.94 2.65
5 4:4:1:1:0.001 0.91 1.70 1.86
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% ;xﬂ i Carbon Anthocyanin 1 Anthocyanin 2
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2 1s000] 9 155506 158.032
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5[[!1]':] II! ;1 f:ul'l! Il[ll ]-2 1-4 I-I.‘- lIH,:‘IIJEIE £42;3£H 1Ll"'.2 _“;43IL‘-?I\"! 3 146.771 146.890
4/ i 4 .144.101 158.413
3 SELHSTHI HPLC 5 7 146771 117.234  6.99(d,J=1.3)
Fig.3 HPLC chromatogram of anthocyanin 1 and anthocyanin 2 6' 111.204 7.69(s) 126.254 8.29(dd,J=2.1,9.1)
26 éé{ %@gﬁi 3-O-13D-glucoside
1" 100.739  5.63(d,J=8.4) 100968  5.60(d,J=5.4)
2" 82521 4.47(dd,J=2.9,2.6) 82.056 4.01(dd,J=8.1,9.1)
AN 3" 76617  3.85(tJ=9.0)  77.082  3.80(t,J=9.0)
4" 69537  356(tJ=9.0)  69.568 3.55(dd,J=7.8,10.2)
ﬁ_'t‘_ OH 5" 74755 3.65(m) 74.885 3.61(m)
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B 4 HEinie B EHENEHR 3" 77.898  3.31(tJ=9.0)  77.891 3.40(m)
Fig.4 The chemical structures of dephindin-3-O-sambubioside(1) 4" 69.537 3.45(m) 69.536 3.48(m)

and cyaniding-3-O-sambubioside(2) 5"
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65.845 3.65(dd,J=6.3,10.5) 65.550 3.72(dd,J=4.8,3.9)
3.04(dd,J=10.3,11.5) 3.16(dd,J=10.5,11.5)
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