
 Ferric chloride Hexahydrate solution preparation:

Dissolve 112.5mg of ferric chloride hexahydrate in 75ml of gacial acetic acid.

Cool and slowly add 75ml of sulfuric acid.

Standard Preparation:

Dissolve approximately 25mg of indofine alfa-escin reference standard in a 5oml volumetric with glacial acetic acid with the aid of sonication.

Dilute to volume with glacial acetic acid.

Save standard until color development step.

Sample preparation:

weight accurately approximately 250mg of raw materiall,or the equivalent weight of 250mg of raw material in the finished product.

Quantitatively transfer sample to a 50ml beaker, and dissolve in 20ml of 0.1N HCl.

Transfer to a separatory funnel with the aid of two 5ml portions of 0.1N HCl.

Add 20ml of n-propanol and 50ml of chloroform to the separatory funnel and shake gently with wenting for 30sec or more.

Allow the layers to separate for 30min-1h. The bottom layer may still be a little cloudy but proceed to collect this layer in a 250ml round bottom flask.

Add 20ml of n-propanol, 30ml of 0.1N HCl, and 50ml of chloroform to the separatory funnel. Shake gently with venting for 30 sec.

Allow the phases to separate for at least ten minutes and transfer to the round-bottom flask containing the previous extract.

Repeat the extraction and collect the lower phase in the flask containing the bottom layer from the previous extraction.

Evaporste the total extract with the aid of a water bath (40-50degree) under a stream of nitrogen. Alternatively, use a rotary evaporator with awater bath set at the same temperature.

Add 10ml ether to the round bottom flask and swirl to dislodge the extract.

Filter extract through whatman#2 filter paper into a beaker.

Repeat steps 10 and 11 Rinse the filter with an additional 10ml portion of ether.

discard the ether filtrate and save the filter paper containing the residue.

Pass 10ml glacial acetic acid through the filter, each time collecting filtrate in a 150ml beaker.

Rinse any femaining residue into a beaker with 10ml of glacial acetic acid. Repeat as necessary until the entire residue is dissolved.

Transfer beaker contents to a 100ml volumetric flask. Add 5ml glacial acetic acid to the beaker and swirl to dislodge any sample remaining. Transfer the wash to the 100ml volumetric flask. Repeat as necessary for complete transfer.

dilute the 100ml flask to volume with glacial acetic acid.

Colorimetric Development:

Blank priparation:L

Add 5ml of glacial acetic acid to a 25ml volumetric flask, and dilute to volume with the ferric chloride reagent.

Standard and sample preparation:

Add 5ml of standard and sample respectively to a 25ml volumetric flask, and dilute to volume with the ferric chloride reagent.

Place in a water bath maintained at 60℃±1℃ for 25 minutes.

Cool to ambient under running water and read within 30 minutes on the spectrophotometer at 540nm.

Analysis:

Turn on the spectrophotometer and adjust the wavelength to 540nm.Allow the instrument to warm up for thirty minutes.

Zero the instrument with blank solution.

Read and record the absorbances.

Recheck the zero between every ten samples.

Calculations:

%Escin=(sample abs ×std wt(g)×50ml×100)/(std abs×sample wt(g)×100ml)


