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Dissociation of Electrocytes from Brachyhypopomus pinnicaudatus.

I.  Rapid method (~45-60 min).

Materials:  

- 35 mm culture dishes

- Sterno saline with glucose

-  2 ml of Collagenase solution:   2% w/v Worthington Collagenase Type IV dissolved in Sterno saline with Glucose

-  Pasteur pipettes, tips cut and fire polished to a range of diameters.  Largest diameter should be ~3mm.

- a 10 (l pipettor, and 10(l pipette tips with the end cut off with razor blade then fire polished.   The final tip diameter should be about twice the diameter of a single electrocyte

1.  After dissection of the electric organ (see appropriate protocol), rinse the tissue several times with normal saline.

2.  Place the tissue in the culture dish containing ~2 ml of Collagenase solution

3.  Incubate the electric organ in the collagenase solution for at least 45 min at room temperature, preferably on a shaker table

4.  Dissociate the tissue and electrocytes by triturating the tissue through the Pasteur pipette series, starting with largest diameter and continuing to smaller diameters until most electrocytes are dissociated.   Dissociated electrocytes will be visible to the unaided eye.

5.  Visualize the individual electrocytes through a dissection microscope, then use the 10(l pipettor set to a 5(l volume to aspirate single electrocytes then eject them into a culture dish containing normal saline.  

6.  After recovering all viable electrocytes, rinse them 2-3x in normal saline to remove any residual collagenase.

II.  Overnight / tissue salvage method

This method is less successful but still is useful for using tissue left over from other experiments such as electrophysiology experiments, when you cannot immediately dissociate the electrocytes.

1. Place the intact electric organ in an Eppendorf tube containing 1% w/v collagenase in Sterno saline with glucose.  

2. Store the tissue at –4 °C  for 12-16 hours.   

3. Move the tissue to a culture dish filled with normal saline and dissociate electrocytes with Pasteur pipettes as above.

4.  Transfer electrocytes to clean saline and rinse as above.
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