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‘”Q I Pretreatment procedure
25 ‘ a.  Collect Herbal medicine and grind to a fine powder.
o [ b.  Weigh 2 g of sample and transfer into a stoppered
It ‘ conical flask.
i { c.  Add 50 mL of 50% Methanol/Water into flask.
= d.  Close the stopper and reweigh.
¢ T T e. Ultrasonically treat it (power 250 W, frequency 40
25;'0 2‘5 ' 50 75 .|d D‘ o 125 150 .1?I5 200 2s 250 27‘5 300 min kHZ) for 30 mIHUteS
Chromatogram of Herbal medicine f. After cooling, weigh the conical flask.
v g.  Add 50 % Methanol to bring the final weight to the
a8 ‘ pre-reflux weight (Step d).
04 H h.  Shake well and filter it.
254 i. Measure 10 mL of the filtrate.
204 )y j. Evaporate to dryness.
5 ,‘ k. Add 50% Methanol to the residue about 5 mL,
150 ‘ divided into parts.
1259 [ Add on a neutral alumina column (100-200 mesh, 4
wﬂ-f: | ‘ ’| || : |‘ g, inner diameter 1cm)
75| ‘ l\, ‘ [ m.  Eluted with 90mL of 50% Methanol.
sef | - I n.  Collect the effluent and eluate evaporate to dryness
28] f : R 0.  Transfer the residue to a 2 mL volumetric flask with
aot— T 50% Methanol.
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g.  Shake well and filter into a sample vial.
Column * Shim-pack VP-ODS (250 mm x 4.6 mm I.D., 5 ym), P/N : 228-34937-92
Mobile phase :A) Water
B) Methanol A:B=82:18
Flow rate 1.0 mL/min
Column temp. 1 30°C
Injection vol. 10 pL
Vial LabTotal™ Vial for LC/LCMS, P/N : 227-34001-01
Detection UV at 265 nm
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