Determination of Yohimbine in Yohimbe Bark by HPLC
I. HPLC Conditions:

Column:          Zorbax SB-C18  4.6×150mm 5μm 

Mobile phase:      Methanol: Acetonitrile: water: phosphoric acid (60:1:140: 0.4, V/V) 



Flow rate:         1.0 mL/min

Detection:         226 nm

Sensitivity:         0.01AUFS

Column Temperature: 25 ℃
Injection Volume:    10μl

II. Solution Preparation

1. Standard Preparation:

Accurately weigh approximately 5mg of Yohimbine Chloride Standard into a 50ml volumetric flask. Dissolve and dilute to volume with methanol.

2. Sample Preparation

Accurately weigh approximately 30g of Yohimbe Bark (break up and pass 20 mesh) into a 500ml round-bottomed flask. Extract the Yohimbe Bark powder 3 times with 300ml 90% methanol each time. Heat the flask in a boiling water bath under a reflux condenser for 60min every time. Combine the extract solvent. After cool to room temperature and determine the solvent volume. Pipette 5.0ml of the solution into 25ml volumetric flask, dilute to volume with methanol. Filter through a 0.45μm filter into an HPLC vial or centrifuge to obtain a clear test solution.

III. Calculation
The final results are quantified against external standard.
