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Isolation identification and quantitative analysis of hypaphorine

in the root of Millettia speciosa Champ.
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Abstract Objective: To firstly report the isolation of hypaphorine from the roots of Millettia speciosa Champ. and
establish an HPLC method for determination of hypaphorine in the root of Milleitia speciosa Champ. Method: A SB
—Ci(5 pm 4.6 mm x 150 mm) column was adopted with a mobile phase of acetonitrile — water ( 1:9) at the flow
rate of 0.8 mL * min "' and the column temperature was set at 30 °C. The detection wavelength was 280 nm. Re-
sults: The linear range of hypaphorine was 0. 0113 —2. 825 mg * mL ™' (7 =0.9996 n =5) and the average recover—
y (n=9) was 99. 6% . Conclusion: The method is accurate simple reproducible and can be used to determine the
content of hypaphorine in Millettia speciosa Champ.
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cation; content; HPLC

Mllle_ o
ttia speciosa Champ. : N N 1
N ( Waters ): 600
N N o PDA ; (
; . . g ) :LC -6AD ;SPD -20A ; :
3 4 . ( ) R
10
56
Millettia speciosa
Champ. o
* ( 2007BAI27B06)
ok Tel: (010) 57833290; E - mail: zmzou@ implad. ac. cn



Chin J Pharm Anal 2011 31( 6)

— 1025 —

2.1 1 kg 95%
2 2 ho 100 ¢
( 25¢) D -101 (10%
\30% <60% \95% )
30%
o - (1:9) Sephadex LH —20
1(9 mg)
2.2 : mp 246 °C

UV( MeOH) A, (log &)
289 281 274 nm; IR( KBr) v, 1640 1360; EI — MS
m/z( %) 187 (M* —=59) 143 (187 —COO~) 130
115( ) 59 N*(CH,), 58(100%);'H
NMR( D,0) § 3.30 9H s N*(CH,), 3.37(1H
dd J=13.2 12.0 Hz H-10a) 3.44(1H br.d J =
12.6 Hz H-10b) 3.95(1H br.d J=11.4 Hz H -
11) 7.25(1H t J=7.2Hz H-7) 7.32(1H t J =
7.2Hz H-6) 7.56(1H d J=7.8 Hz H -8)
7.70(1H d J=7.8 Hz H-5);"”C NMR( D,0) §
22.8(C -10) 52.0 N*(CH;), 78.9(C-11)
107.1(C-3) 112.0(C-8) 118.1(C-5) 119.4
(C-7) 122.0(C-6) 124.7(C -2) 126.4(C -
4) 136.1(C-9) 171.5( -C0O0") .
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HPLC 95%
3

Agilent ( SB — Cjq) (5 wm 4.6 mm x150
mm) ; - (1:9) ; 0.8 mL *
min~"; 280 nm,; 30 C,

1.
4
4.1
( 60 )2.0g  70% 50 mL 2

( 1200 W; 40 kHz) 20 min.
- (1:1) 5 mL

0.45 pm o
4.2
1.0 mg - (1:1) 1 mL o

4.3
2.825 2.26 1.13 0.565 0.0113 mg
mL ™!

Y=1.000 x10"X =5. 110 x 10°  r =0. 9996
0.0113 ~2.825 mg * mL ™'
o 2.26 ng *
mL ™' (S/N=10) .
4.4
5 “4.1”
3”7 0.16% RSD
0.21% o
4.5 5
RSD 0.72%
1.2% .
4.6 1 0 4
8 24 48 h 3”7
48 h
RSD  1.0%
4.7
9 (1.0g) 3 1
120% 100% 80%
( 1.2g1.0g0.8¢)

(0.786 mg * mL™") “4.1”
(n
=9)  99.6% 1o
1 (n=3)
Tab 1 Recovery of Hypaphorine
( sample) ( addition) ( determin  ( recovery) ( average fsb
/mg /mg ation) /mg 1% recovery) /% 1%
0.44 0. 40 0. 825 98.21 99.5 1.7
0.44 0.40 0.832 99. 04
0.44 0.40 0.852 101.4
0.55 0.55 1. 091 99. 18 98.7 1.1
0.55 0.55 1.072 97. 46
0.55 0.55 1.093 99. 36
0. 66 0.63 1. 280 99.23 100. 6 1.2
0. 66 0. 63 1.304 101. 1
0. 66 0.63 1.309 101.5
4.8 10
“©“ 1” w3
2,
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Tab 2 The content of hypaphorine in the root of

Millettia speciosa Champ

( sample ( content)
( habit)
No.) /% (n=3)
1 (' Chengpo ranch Qiongzhong 0. 055
county)
2 ( Yachai ranch Qiongzhong county) 0.041
3 ( Maoyang town Wuzhishan city) 0.159
4 ( Nanfeng region Danzhou city) 0. 027
5 ( Lanyang region Danzhou city) 0. 089
6 ( Lanyang region Danzhou city) 0. 125
7 ( Yala ranch Danzhou city) 0. 062
8 ( Nanfeng region Danzhou city) 0.027
9 ( Lanyang region Danzhou city) 0. 141
10 ( Nanfeng region Danzhou city) 0. 0028
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Fig 1 HPLC chromatograms of hypaphorine reference substance( A) and

the roots of Millettia speciosa( B)
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