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SOP: Amphotericin B Stocks and Concentration Determination by Absorbance

It is pretty difficult to weigh material accurately (more than 1 S.F.) in the mg range, especially if moisture content is unknown and the powder is transferred to a different vessel. So I think it might be useful (and easy)  to quantitate Amphotericin (and drug delivery systems) stocks and substocks by absorption when they are made and again  if they are old. Thius is especially important for drug delivery preparations where comparisons are being made.

1) Make stocks by weighing out Amphotericin B, MW= 924.0 (without drug delivery systems),to the best of your ability . Don’t forget to account for extra mass of drug delivery systems (see other SOP).

2) Take out a sufficient amount of stock to make an estimated 0.5- 10 µM (0.5 X 10-6 –  1.0 X 10-5 M) solution in 3.00 mL methanol. This will have an absorbance of ~0.08 – 1.5 at 406 nm since the extinction coefficient is =150,000 L /mol cm at 406 nm. Remember Beer’s law: A=lc where l (pathlength) is almost always 1.00 cm.

For example, 30.0 µL  of  a 1.0 mM AmB stock in 3.00 mL methanol would give a 10µM AmB solution(A406= 1.5). As long as your stock is somewhere between 0.05 mM and 1 mM you can keep things simple; 10 µL stock  for every 1 mL  (actually 0.990 mL) of MeOH.

3) Take the absorbance reading on the any spectrophotometer (MeOH baseline) at 406 nm in a 1 cm cuvette. IF 
[image: image1.wmf]> 1.5 or < 0.05, add more or less stock to 3 mL MeOH with appropriate adjustment of dilution factor.

4) To solve for the original stock concentration (cstock) using Beer’s law you plug  A406 into the following:


[image: image2.wmf]and using the 0.01 dilution factor (30µL/3000uL):

Notes:
Safety Precautions: Wear gloves and goggles; AmB is toxic though not easily absorbed through GI or skin. Ditto for methanol.
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