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Abstract

Andrographolide DMSc reference substance was produced by extraction of leaves of Andrographis paniculata

(Burm.f.) Nees with chloroform. Andrographolide crude extract was purified by recrystallization with ethanol.

Identification of andrographolide raw material was performed by IR spectroscopy, mass spectroscopy, 'H-NMR

spectroscopy and differential scanning calorimetry to ensure the identity and purity of this substance. The assigned

value of andrographolide DMSc reference substance was 98.2% calculated on the as is basis, determined by UPLC

method compared with andrographolide USP reference standard. This developed method of liquid extraction and

purification by recrystallization was a non-complicated method but selective separation of andrographolide from

other diterpene lactones with the yield of 0.18%.
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Column

ACQUITY® UPLC BEH C18 2.1 x 100 mm, 1.7 um

Mobile phase (gradient)

0.050% formic acid in water (A): 0.025% formic acid in ACN (B)

Time (min) A (%) B (%)

0.00 90 10
4.50 55 45
6.25 20 80
7.00 20 80
8.00 90 10
10.00 90 10

Flow rate 0.5 ml/min

Column temperature 40°C

Detection UV 223 nm

Injection volume

2 ul
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Andrographolide - 3.206 - QDa 1: MS Scan

3332
257.1 2971

Apex

0.00

-0.10

Andrographolide - 3.206 - 315.1

M

PDA 223.0 nm (190-350)nm

0.00 1.00 2.00 3.00 4.00 5.00 6.00 7.00

Minutes

8.00 9.00 10.00

ATNAN 4 UPLC chromatogram, UV spectrum LLag mass spectrum 289813 andrographolide lot no. RSC6001213

Andro-sample

Current Data Parameters
NAME

Andro-sample

EXPNO x

PROCNO 1

F2 - Acquisition Parameters

Date_ 20170828
16.03 h

INSTRUM spect

PROBHD  2104275_0367 (

PULPROG zg30

TD 65536

SOLVENT CDC13

NS 64

DS 0

SWH 6009.615 Hz

FIDRES 0.183399 Hz

A0 5.4525952 sec

RG 201.95

W 83.200 usec

DE 6.50 usec

TE 295.9

D1 2.00000000 sec

TDO 1

SFO1 300.1321009 MHz

NUC1 1H

Pl 12.20 usec

PLW1 13.03199959 W

F2 - Processing parameters

ST

SF 300.1300068 MHz

WDW EM

sSB 0

LB 0.30 Hz

GB o

pC 1.00

e

T T
8 7 6 5 4

f

.90

| s

AN 5 "H-NMR spectrum 289813 andrographolide lot no. RSC6001213
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