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Establishment of HPLC Screening Method of Orange-II
in Safflower ( Carthamus tinctorius L. )
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Abstract: In this study,a HPLC method for contrastively screening of orange-II in safflower samples was established by
comparing concentrations of HSYA and orange II. For hydroxysafflor yellow A (HYSA) chromatographic testing condi-
tion , methanol-acetonitrile-0. 01 mol/L phosphoric Acid (26:2:72) was used as mobile phase. For Orange II chromato-
graphic testing condition , acetonitrile -0. 025 mol/L monopotassium phosphate (40:60) was used as mobile phase. After
testing the concentration of orange-II of all 46 safflower samples,26 were indicated as suspicious positive samples. How-
ever,the number of suspicious positive samples was reduced to 2 using contrast screening method. The screening results
were ensured with LC/MS method. Hence, the results showed that the efficiency of contrast screening method was superi-
or to conventional orange-1I screening method.
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Table 1  Recovery testing results (n=3)
ﬁt%él‘?iﬁﬁ S E(E Rejulies
oA st dues ey RD(%)
amount( mg) amount( mg) rate( % )
1.00 2.87 101.08 1.81
2.00 3.86 98.63 0.94
3.00 4.89 99.07 1.72
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Fig. 1  Concentration curves of HYSA and Orange-Il of the
46 investigated samples
ARBLLTAE T (R ACHSYA) ;B 48 1T (Orange-11)

A:curve of hydroxysafflor yellow A (HSYA); B:curve of Orange-II
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Fig.2  HPLC chromatogram of standards and safflower samples
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A : chromatogram of safflower standard control B:chromatogram of sample 46 ;a:chromatogram of Orange Il standard control b chromatogram of sample

16 with Orange Il
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Fig. 3 Total ion chromatograms of standard,sample 15 and sample 16
1@ HE 5 A0, 0lmol/L G REARIEEIR ; B 116 S LLAERE M C: 15 SLLAERERL
1 :Orange-1I; A ;0. 01mol/L Orange Il standard solution ; B:safflower sample 16 ;C :safflower sample 15

3 i

3.1 HPLC iizhtBRYI%E

FRAE v [ 25 82) 2010 Fi, HPLC A R 3L 2T 48
TR A WF S B - 2 5-0. 7% B R 7 T (1A
TR 26:2:72) , H pH i 2 e, i T REAS i
FILLTAA T A B4 BIRCR, IF HLae i (I pH
EAIOIEAE , RS E 5 0« H -2 1-0. 01%
RV (R EGA 26:2:72) , LABEIRIE pH Hy 3,
3.2 RiERNENERE

T JREAG I 4 18 11 B30 AH 2k 4 oy, 40 0 ke
JT ZU-0. 01 mol/ L BEFREE W (AL 30:70) "
I NE0.05% =5 LIRS W (RFR LG 30:70) )
PIRIR BT , BRI SS R BR S  Ra s
3.3 @EaxttbiFigik

ARG AR T A SCHR R 4 S b i 4 4
|| R (TP S U AN = e s e S AW oy i)
A AR &, X ik BB a8 1 0nT 5
FHMERE S o R HPLC BRI 46 AS21 4B R i v
S8 A9 &, 02k th 223K 26 0] BE PR &, H
R BEPERE S B 2 T R B S AN R .
Rt AR AR N 5 24 & B SO B AR
PR LUAE R T T3 2 AR S 48 e R BHAMERE & (DL
1) o 38 S B - % L 0 8 95 T SR AR Y 26
AN BE FHVEAE AL G B 40 2 2 A, B 15,16 SRES
SRS IE X EU R v 0 AT TP AT AR A 1 38 A R B
FHHE A HL T 8 57 (14 O vk AT AR IE , 55 o S 56
LER TR, AT 46 YL AERES T, RAT 15,16 SFE
T by I = | S
3.4 fREAEERE

B 70 L e SR T SCRR 8 79 HPLC-
DAD OGRS PE IR ) 3617 . 2Bk DT, 16 S kL&

L5 TS i, A A ) £ B ) €55 335 0 ) DI 3% DT
BCREN 0.99 F5 45 ANHE 550 B 9 D't % DL IS B2
BI/INT0.85 45 SCHROGIE VT BT 73 A 15 ) 5 X SEAE i
HORTSINEHE T, A B, S et 1 & AR
AR, AT 04 B DI 114 P A A 1 il A i 3T, 520
5T B BOAR LR DTS . e, SRBIE O f 32 1
TEA G IR 1S SR, RSV FC It b ok
ﬁl Io

4 H4

ETFAREAIA B e T B e gy bl P iy 222
AR AR BAS . ARWFFEHE Tk — S S 0
PO 2B , R H e PG LB 25, Ol i ik ke
UEHIERTE .l AT, dar 1A R
O ETEASCR A E 525 2L AE DL 95 B RS LL i 75
POTEAMUGEH T LR a8 1 AR, d R e 7
H ALY S I 27 BORT e . 20T R B AL
Has I )iz

Bigh: LiaT eSS S EE TR FRE IR
AL IERAT AL

S 3k

1 Ministry of Public Health. Prescription Preparations of Chi-
nese Medicinal of Drug Standards Issued. 1998.

2 Sha M(¥HH) ,Zhang DF(5KZ: /7). DNA Quality evaluation
of Chinese materia medica Sanguisorbae by DNA fingerprint-
ing and HPLC fingerprinting. Chin Pharm J ( " [E 2 2% 2%
i) ,2002,37.815-818.

3 Li SX(ZEE) ,Li RD(Z55¢4) . Content determination of
crocus | and crocus I in Crocus sativus L. from various
places in China by HPLC with gradient elution. Cen South
Pharm( 11§ 2452%) ,2010,8 :886-889.

(TF#% 402 W)



