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HPLC detem ination of scutellarin and its rehted
substances in breviscapine in jectim;
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( L Hunan Institute for Drug Contrw] Changsha 410001, Ching 2. Chna PhamaceuticalUn wersity N an jng 210009, Chia )

Abstract Objective To establish an RP— HPLC method for the detem inaton of breviscap ne n gction and its re-
lated substances M ethods In thisHPLC method AgilentTC Cig (5 Pm, 4. 6mm X 250 mm ) column was adopted
hemobile phase consisted of methanol- 0.1 mol* L' anmonium acetate( adjusted to tH 3. 0w ith phosphoric
acid) (32 68) at the flw rateof L. OmL® mn’ "with the detection wavelength 0335 m. Results The pran inent
peak and the ne ghbor subsidiary peak could be canpletely separated by the methed The standard cuwve was linear
n the range of 26. 02— 312.24 Hg* ml’ ] (r=10.9994 n=5), with he detecton lim it of 2 ng The prum nent re
lated substancewas 4 — hydroxybaicalen— 7— O = B= D — pyrangliconatem ethyleste. Conclusiont The m ethod s
proved to be selective, accurate and suitable for he quality control of breviscapine n jection.
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Fig 1 Chmmabgrans of destuctive test
A. ( undestroyed) B. (‘acid destroy) C ( base destroy) D (‘oxidation destoy) E. (heat destroy)
F (ilm nation destroy)
1 ( scutellarim) 2. (4'- hyd roxybaicalein— 7- O = B— D — pyrang licon atem ety kste)
3.1.2 5 ml, 100 mLL 31.6 5 ml, 100 mL
., 0.5mol* L 2ml, , . 4500 k
h  0.5mok L 2 ml, 3d, 20HL , ,
Smg , , 20 BI, 1-F
, s 1- B 31.7 ,
3.1.3 5 mL, 100 m s
., 0.5mol* L 2ml,
0.5h  0.5molk L 2 ml, 32 ;
5myg .. 20HL 0 1Rgeml" 2011,
, , 1-C , , SN=3
3.1.4 Sml, 100 mL 2 ng
, e 2ml, lh 33 “3.1. 17
, R 20 B, s » 02468h 20 UL
, 1-D , 12
3.15 5ml,  100mL h o, .RSD 0.36%
, 130 C 5h , , , 34 3
20 K1, , , AgilentTC Cis (5 Hm, 4 6 mm X 250 mm ) Zorbax
1-E SB Cis (5 Pm, 4 6mm X250 mm) D amonsil Cig
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Tab 1 Reslts of related substances and determ ina tbn of scutellarin
( related substances) ( scutelbrin)
(manufacturer) (LotNa ) (them ehod) ( the origin method) ( hemethod) ( the origin method)
A 08012141 6.20 3.5 81.5 9.7
B 08012301 9.72 4.6 78.9 97.3
C 0801021 2. 19 15.6 75.2 9.8
D 20060401 16. 95 6.9 78.5 100. 9
E 070601 16. 17 8.1 71.9 9%. 7
F 070703 9. 89 6.5 76. 3 9%. 8
G 070801 7.85 5.3 78.0 97.5
H 20080407 7.53 4.5 80. 0 100. 4
1 0804251 19. 90 8.1 75.4 100. 6
J 20081063 3.53 2.8 9.6 9%. 3
3.6 2 ; Agr
2-A) Lerl Es1 lent TC Cis (5 Hm, 4. 6 mm X 250 mm ), 0. Y
LC-MS | : W aters Quattro prem ier XE (A) (B), (0~ 60. 0m in
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Fig 2 Testof related substances forbrev kcapine njection
A. HPLC (HPLC chrmatogran of breviscapine injecton) B, ESI -MS (EST - MS spectnm

and the coresponding structure of4' = hyd roxybaicalein— 7— 0 — B— D — pyrang lucon atem ethy leste )

L.

( scutellarin) 2.

(4’ - hydwxybaicakin- 7— 0 — B= D — pyrangluconatem ethyles e)
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A T% 30%; 60.0~ 60.1 Hg* mlL ' ,
m i A 30% 15%; 60.1~ 4.2 (A, 08012241
65.0min 15% A; 65.0~ 75. Omin A 5mL:20mg)5mL 6 200 mL
15% 5% , 5min), 0.5mL , 70% ., ;
. min_l, 35 C; : 3.0 3 ,
kv, 35V, 110 C, 2 20 U1,
350 C, 500 L* h '] , , 6
[M-H]  m k445 [M 3.30mg* mL , RSD  0.29%%
~H- 176( )1~ m k269, 4.3 “4.27
NMR ( A (3.30mg* mL™ ' )25mL, 6
7-0-B-D - ) 100m L :
LC-MS , 10mg  70% .,
) ; 3 ,
, 2 20 M1,
4 99. 60%, RSD 0. 3%
4.1 4.4 1 , 0%
24 h 0.1041 g 200 mL 0.1mg* mL ' , ,
, , s R ; 24 h
0.5 1.Q 2.0, 4.0 6.0 mL, 10 mL 10mg 100mL R 70
R T0% s R mL , R
20 B, , , (C) 20 BI, , ( 3),
: A) , :
. [1] , L 1 ,
A= 6.444x10°C+ 1.994 %10 r= 0. 9994 (HPLC ) (UV
, 26.02~ 312.24 ),
1 1
)} A
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Fig3 HPLC diranabgrams of delem naton
A. ( reference subsance) R ( sam ple)
1 ( scutellarin )
5.1 (
) ) ,
: 52
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