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Immunocytochemistry of Coverslips
Date:______________________




Experiment:____________________________
1.  Fix cells in fresh, room temperature (RT) 4% formaldehyde (= 10% Formalin)  for 10’ @ RT. 
2.  Remove formalin via pipette (Do not vacuum primary neurons - they will begin to left off of coverslips!)
3.  Wash once in 0.1% Triton X-100 in PBS (1:1000 dilution) for 5 min.


4.  Wash at least 3X for 5 min in PBS. Make 1% and 8% BSA solutions.
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5.  Block in 8% BSA for 25 min.
6.  Prepare primary antibody: ________________. Lot #:________________________.
Dilute 1:____ in 1% BSA.
Need _____ ml so use _____  µl anti-____________ in ______ ml 1% BSA.
 Co-stain: prepare primary antibody: ________________. Lot #:________________________.
Dilute 1:____ in 1% BSA.
Need _____ ml so use _____  µl anti-____________ in ______ ml 1% BSA.
7.  Move coverslips, using forceps, to pedestals for 50 µl of primary antibody solution on each. Cover.
8.  Incubate overnight at 4°C.
_______________________________________________________________________________________________
9.  Allow coverslips to reach room temperature for 5 min. Then place them back into wells.
10.  Wash at least 6X for 5 min in PBS.
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11.  Prepare secondary antibody: __________________.  Lot #: ________________. [Cy3: red; Cy2: green]
Dilute 1:500 in 1% BSA.
Need _____ ml so use _____ µl anti-____________ in ______ ml 1% BSA. (250 µl /well)
Co-stain: prepare secondary antibody: __________________.  Lot #: ________________.                                             Dilute 1:500 in 1% BSA.
Need _____ ml so use _____ µl anti-____________ in ______ ml 1% BSA. (250 µl /well)
11. Incubate in secondary for 60 min at RT.
12.  Wash at least 5X for 5 min in PBS.
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13.  Prepare DAPI, diluted 1:1000 in PBS. Use 50 µl /coverslip.
14. Incubate in DAPI for 10 min in the dark.

15.  Wash at least 3X for 5 min in PBS. Place coverslips in the dark between washes.
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16. Mount sections onto microscopes with 1 small drop of n-propyl gallate between the coverslip and the slide.
17. Place coverslips cell-side down onto the slide, using 3 coverslips/slide at most.
18. Allow to dry in the dark and vacuum off excess n-propyl gallate.
19. Seal the edges of each coverslip with finger nail polish.
20. Place the slides in a cardboard box and store at -20°C.
Note: for 24 well plate, ~500 µl /well for washes; for 6 well plate, ~1.5-2ml/well for washes.

