AMAXA PROTOCOL FOR TRANSFECTING PRIMARY NEURONS
For information about the dissection and dissociation of neuronal cultures, please follow our Orientation to Primary Cells protocol.

Transfection of Neurons occurs on the day of the dissection. 

Use Rat Neurons Nucleofector Kit (Lonza, VCA-1003) for the transfection of primary rat neurons.  
BEFORE THE DISSECTION AND TRANSFECTION
· Prepare the required number of 6-well plates containing 5 small cover slips per well (Information about the preparation of cover slips can be found in our Orientation to Primary Cells protocol)

· Add 2ml plating media into each well and place plates into incubator
· NOTE: The plating media will not be removed. Cells will be plated into the plating media following transfection
THE DAY OF THE DISSECTION AND TRANSFECTION

· Following trituration of cortices, carefully wash the pellet in 5ml HBSS

· Allow pellet to settle and remove HBSS and parts of the pellet so that you will have a final volume of about 200μl of the pellet in your 15ml conical tube

· A pellet of 200μl is required for each individual transfection

· Resuspend the pellet in 100μl of the Rat Neurons Nucleofector solution
NUCLEOFECTION:


The next few steps have to take LESS than 15 min, so do them 


separately for each sample.
· IMPORTANT NOTE: When adding regents to the cuvette, make sure NOT to touch the metal parts of the cuvette

· Add 2.5μl (25nM) CHIP (STUB1) siRNA into the cuvette
· Add 4μl (2μg) GFP into the cuvette 
· Add 97.5μl of the cell suspension into the cuvette and close cuvette with blue cap

· Give cuvette a flick of the wrist to mix siRNA, DNA and cells and make sure that sample covers bottom of cuvette

· Make sure that there are NO bubbles in the cuvette

· Select Nucleofactor program O-03 

· Place cuvette in cuvette holder and press the ‘X’ button to start

· Remove cuvette immediately upon completion of program (display shows ‘OK’)

· Transfer cells using plastic pipette in kit into a 15ml conical tube

· This will prevent cell damage

· Add 1ml HBSS into the 15ml conical tube containing transfected cells
· Rinse cuvette with 500µl HBSS and add it to the same 15ml conical tube

· Allow cells to incubate for 10min at RT

· After termination of the 10min incubation time, add 250µl of the cell suspension into each well that contains 2ml of plating media
· Incubate cells in incubator over night

DETERMINING TRANSFECTION EFFICIENCY
· Check for transfection efficiency the next day by using the fluorescent microscope
· Photodocument cells

a. Take Black and White pictures

b. Take pictures in which cells in the background and those that have been transfected are visible
i. Turn down light intensity, yet, do not turn light completely off

c. Take picture that show transfected cells only 

i. Turn off entire background light
INFORMATION ABOUT BEST KNOCK-DOWN EFFICIENCY OF CHIP

· Pilot experiments in our lab have determined that best CHIP knock-down is achieved 72hr following transfection

JNS 11.14.09
