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MATERIALS

MATERIALS

DMSO P212121 Catalog #GB-D-360

Amphotericin B (5mg/ml) Bio Basic Inc. Catalog
#BS721.SIZE.10ml

(1) Amphotericin B: Sigma A4888

(2) K+internal solution (from Bi and Poo J Neurosci 18(24):10464-72, 1998)
136.5 mM potassium gluconate
17.5 mM KCl
9 mM NaCl
1 mM MgCl2
10 mM HEPES
0.2 mM EGTA
pH 7.2

(3) For Cs+ recipes and alternate procedures, see DH O’Connor and SS Wang PNAS 
2005 

1 Preparation

(1) Aliquot amphotericin B into 2-3 mg aliquots; dessicate at 4 degrees.
(2) Dissolve an aliquot of amphotericin to 50 mg/mL in DMSO
(3) Sonicate briefly (~ 1 min)
(4) Dilute dissolved amphotericin 1:100 into internal solution (0.5 mg/mL final)
(5) Vortex until all visible chunks are gone. The solution will be yellow
(6) Sonicate for ~ 15 minutes. The solution will still be yellow with much amphotericin not 
dissolved
(7) Vortex briefly
(8) At this point, you can spin or filter the solution to remove any undissolved amphotericin. But 
good success can be had without it. Occasionally there is a problem with clogging the pipette, 
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but with larger pipettes and bigger front fills the problem is minimal. 
(9) Dissolve fresh powder daily. After resuspending in internal solution, the amphotericin works 
well for up to 4-5 hours and then loses efficacy.

2 Patching

(1) Front-fill a pipette (~ 3-4 MΩ) with amphotericin-free internal solution. 
a. Front-fill to ~ 1 mm, but this amount will depend on how quickly you patch, how much positive 
pressure you apply, etc. 
b. Front-filling can be performed by dipping a pipette into internal solution and then applying 
negative pressure at the back with a syringe. Pipette holders like those that come with 
picosprtizers are good for this purpose.
 i. For example, apply negative pressure with a 3 mL syringe for 10-15 seconds.
c. Usually pipettes with smaller tips can clog easily. Also, bigger tips will give a lower final series 
resistance.
(2) Back-fill the pipette with 2-3 µL of amphotericin-containing internal solution
(3) Apply very little positive pressure until the pipette reaches the slice, thus reducing the chance 
of clogging the pipette. After increasing the amount of positive pressure when the pipette 
reaches the slice, patch quickly.
(4) Following seal formation, perforation will usually begin within 10 minutes.
(5) Carefully monitor the series resistance for any sharp drops (ie drops to Rs ~ 10-30 MΩ) as 

this indicates a rupture of the membrane to whole cell configuration.
(6) A final, stable series resistance is usually reached within 30-45 minutes. The series 
resistance is often stable for greater than an hour. Eventually the series resistance will begin to 
increase.
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