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5 wm), AFAR A FE - 0.05 mol /L B B4 ik (75 :25, V/ V), ik 1. 0 mL/min, % 5% K 4 289 nm, 28 % 30 C,#HAHFZ 4 10 pl,
R REFRELRZRESFNES. 664 ~56.640 ng/mL(r=0.999 9)F= 0. 428 8 ~4.288 0 pg/mL(r=0.999 2) & A A L5 ¥ @ A2
KRR RIF ;AR RELTFHEESF A 96.28% F2 91.55% , RSD 2 # A 1.06% A2 1.43% (n=6) ;45 % B . & LM A8 2 X
gk R0y RSD KT 2.00% 58 Z 7 R RAR , S REH TS, F B0RiR, T4 WA W BT, T A T R ol 2k R af 4
et 209485,

KBRS0 &tk R R IE R B SN

& 525 :R932; R284. 1;R286. 0 XEFRERD A X EHS 1006 - 4931(2021)23 - 0065 — 03
Simultaneous Determination of Indigotin and Indirubin in Houkang Powder by HPLC
Ll Ling, WANG Tingting, CHEN Naijiang
( Lianyungang Institute for Food and Drug Control, Lianyungang, Jiangsu, China  222006)

Abstract : Objective To establish a high — performance liquid chromatography (HPLC) method for the simultaneous determination of
indigotin and indirubin in Houkang Powder. Methods The chromatographic column was Phenomenex Gemini Cis column(250 mm x4. 6 mm,
5 }Lm),the mobile phase was methanol —0. 05 mol/L ammonium acetate solution (75:25, V/V),the flow rate was 1.0 ml/min, the
detection wavelength was 289 nm,the column temperature was 30 °C ,and the injection volume was 10 pL. Results The linear ranges
of indigotin and indirubin were 5.664 —56.640 wg/ml (r=0.999 9) and 0.428 8 -4.288 0 pg/mL(r=0.999 2),respectively. The
average recoveries of indigotin and indirubin were 96.28% and 91.55% with RSDs of 1.06% and 1.43% (n=6),respectively. The
RSDs of precision, repeatability and stability tests were lower than 2.00%. Conclusion The method is simple, accurate, reliable, specific,
reproducible and stable,which can be used for the content determination of indigotin and indirubin in Houkang Powder.

Key words: HPLC; Houkang Powder;indigotin;indirubin;content determination
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1.1 {38

Waters 2695 il = 50 W AH €4 135 4% (38 F 3K Rt
Al ), Bl Waters 2998 JGHL A% 4 K4 %1 (PDA) #6012 ,
Empower 6,33 T.{E 4l ; Sartorius BP211D Fl #7473 #1 K
- (FEE e Z R AF R E R T2 — ) KH -
700DE Y 5das il 75 4 (R Ll AR AR A A A BR A ], 1)
KK 700 WA Fh 40 kHz) .

1.2 &%

e W IR (45 110716 - 201612, 45 & K
98.7% ), it F LA B (A5 R 110717 - 201805, 46 4
K99, 6% ), ¥ A H L A 24 R E BF AT B 5 I B
(B EEMRCE A 250 FRA 7 31543 310 180407,
181217,190112); N, N — — H 3k B i i (DMF) FilH it
Bk taggal, K Btk , A3 b4l
2 HESER
2.1 BiEFHS5RFEAERE

{4,343 . Phenomenex Gemini Cis £1:(250 mm x 4. 6 mm,
5 wm); VRENAH : T — 0. 05 moL./L B FR4R VA (75 : 25,
V/ V)i - 1.0 mL/min; &0 3% K 2 289 nm; 9
30 °C 5 PEAE B 10 Lo HCBH X6 BB & V5 80 %o B 8 T
AL AW AS 10 L, %30T T (3 25 1 E AR I |, 28
VAR E i A e R 200 RIK T 3 000, 4 T
PIARHGE 1.5 B 1T WL, e 5 e 5 20 B A

B Re ot o e, HPEX BT,
2.2 BAikElE

IUHE E 200 R 21, 44 mg, K % FRE L & 100 mL
ZE i, i DMF 35 &, B 7S (B3R 700 W, 5%
40 kHz) (5 FR B B 208 4250 Ve e B0 BT
U BUEE T IR L 28, 32 mg B FRE L B 200 mL &
M, N DMF 35 & 8 U ARG A IGEE R AL
X HE LIV A5 10 mlL, B [F]— 200 mL 255, il DMF
TR B 20 B850 AR IR AR BT U 28 0 b %% &2
R4 R IR L 45 W 5 mL, B 25 mL A EH T, B DMF
T e R Z0 B 057, VS 0 e 5 20 5T vk B2 43 30l
28.32 wg/mL Fl 2. 144 wg/mL B R4 X5 BR 5 V8 0 T
FEABIR 0.5 ¢ W% AR E , B HIEHIE T R % m A
DMF 50 mL, % %€ , FR € B it , 8 7 2 B 30 min, 507, F
PR ST, ] DMF b 230K 0 Bt i, 4850, U8, BREL
T, B X VB VR Fe b 7 T A AN B i B B
i e A ot VA VR 8 1 T s B P o) B T VR o
2.3 HEFEER

LANERRFEE o HINEB WR 2. 2 WU IR A % BR L
4w 1,2,4,5,6,8,10 mL, 43 91 '& 25 mL 25 &,
T DMF # B 205, 750, RIAS 225018 A %) I8 5L T o
BB RV 43 A RE I 5, DA RV (X, pg/mL) A
B AR AR TR CY) S A AR E AT SR 10, A5 [l 05
LY 5=5.7856%x10'X 5 —5.048 8 x 10*, r=0.999 9
(n=7); Yu=6.3657x10'X 5 —6.391 x 10°, r =0. 999 2
(n=7). 45 R F W, € 1 5 5 F 400 &k B 45 il 78
5. 664 ~56. 640 wg/mL 1 0. 428 8 ~4.288 0 pg/mL il
Bl PN 5 g T AR R M 06 2R L

2 B < R S U 2. 2 T YR Ak R A O
L 201 TR % S R S RE 6 YR o 4 R e R
T LT W TR FR A RSD 43 9 R 0.35% F1 0. 68% (n=6),
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Fig.1 HPLC chromatograms
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F1 MEEBRESER (n=6)
Tab.1 Results of the recovery test(n =6)
#t%/?-\%(mg) i’ﬂ)\%(mg) 5ﬂ‘lﬁ‘§‘(mg) ek & (%) X(%) RSD(% )
gi?l‘???(g)

A B A B A B A B A B A B
0.2523 0.7014 0.05475 0.6988 0.05339 1.3653 0.1034 95.01 91.12
0.2508 0.6972 0.05442 0.6988 0.05339 1.3768 0.1045 97.25 93. 80
0.2511  0.6981 0.05449 0.6988 0.05339 1.3641 0.103 6 95.31 91.98

96. 28 91.55 1.06 1.43

0.2532  0.7039 0.05494 0.6988 0.05339 1.3842 0.1033 97.35 90. 58
0.2526 0.7022 0.05481 0.6988 0.05339 1.3722 0.1029 95. 88 90. 07
0.2498 0.6944 0.05421 0.6988 0.05339 1.3716 0.1032 96.91 91.76

EAHRE,BAREBL,

Note: A is indigotin,and B is indirubin.

AR A VR TR B i A R e I N R 4Ly
WK RSD 43 R 0.78% F1 1.14% (n=6), £ J7 ik
TEEMERIT

FeE MR« BUR] —HE (HE5 0 18121 7) B i, MK
il £ Ak A R, o FE R R E 0,2,4,8,12,18,
24 h B HEREDN A , 0 SR (8 1 IR o 445 M e W RTE B 210 AT
T RSD 43 50 1.12% F1 1. 86% (n=7) , 3% B fitis
PRV TRAE 24 h WA ENE R 4o

TR R e B e R A — i (S
ISI217) A 0.25 g WG W PR , 2L 6y, 430l B HLIE 4
TEIH SR 2.2 TR IR A X R4 5 mL, 4K
P A UL SR A% 2. 1 TR i AR AR e R I S
BE W RNEE BLLRY & aE, THREINRE R Fe A5 R IR 1,
2.4 HEREENE

B3 4 (3520 1k 180407, 181217, 190112) #
i, M T A R SR VAR, 75 2. 1 T A% A R e A
T, FFHAMR LT SRR SR A B 1 i A 3 A
il PR B S R 2. 81,2.78,2. 89 mg/ g, BE F 4T
I 43908 0. 225,0.217,0. 232 mg/ g
3 iFig
3.1 REEIERE

SR FH R A55CUB R €0 5 72 0 R R 210 i, DA
o 000 € i e P W T2 -5 EL Al €00 335 068 1) 4 135 B A Ol 5 5%
fehr, G B LA E A AH (- K S - K H B -
FEIREIARR | LM - BETRELIR R\ F RS — W IR R 2% Mk
NG - BEFRER R i) , R BLLAH EE — 0. 05 mol/L i
PR 0 15 VR T S R BT, T E S e R ALY A3 e
K, HIER I R0 o
3.2 tEmBETIEEIRRE

HE RN e £ 2L h BRI PR LA, 4300 Ee 8 T W BEE
LT =AW BE DMF K LR T8 R RE b 1 3 BURCR o
25 F I DMF 32 BOSCR e df , e 240 7 LL DMF E -
PR 05 2 2P WO v, Ho e T 75 $ 0 A el 3t
PREIE: K AR AN [R5 s R] Fsf A5 i P R BRORER | & B

FEREU Ty THRAE , T PR, $E CHOR AT U 2
DL A R H 30 min fE MBS
3.3 RMGRAIERE

It PDA T KOG, A55¢ 85 T 285 nm
WK ALA e KW, BE E40F 289 nm K A fie K
o, PR R R S RS B AR B KA
WA T LTS /N T i T P 0 v R o B e 5 4 1) e KRR
W 289 nm VEA 2 Foft il 21 i [l A6 0 9 4
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2015 4E R e [ 2 i (—356) )b o e 5 B 204 P
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