Freeze Crack

Dissect 20-30 worms in H2O on poly-Lysine coated slide (Teflon ringed).

Aspirate H2O and apply inverted coverslip with 8ul EggSalts on diagonal:



Press slide onto thermal-equilibrated aluminum plate (in dry ice-EtOH bath) until liquid under coverslip freezes. Slides can stay at this temp indefinitely.

MeOH Fixation
To freeze crack embryos remove slide from aluminum and quickly pry off coverslip, then quickly immerse in –20C MeOH for 10 minutes.

Exchange into room temperature 50:50 MeOH:PBS for 10 minutes.

Exchange into room temperature PBS for 10 minutes.

Antibody Staining

Block slide in 200ul drop of PBT (PBS + 0.1% Tween80) plus 5% normal goat serum (NGS, heat inactivated) for 3-4 hours. 

Pipet off NGS block and add 200ul PBT with primary antibody (see ## below). Leave at room temperature for 18 hours.

Wash 3 times in 3 Coplin jars with PBT for 20 minutes each. 

Dry slide, avoid eggs, add 200ul PBT with secondary antibody (see ## below). Leave at room temperature for 3-4 hours.

Wash 3 times in 3 Coplin jars with PBT for 20 minutes each. 

Mount Embryos

Mount directly or stain with DAPI (see below) .

Kimwipe wick away excess liquid

Add coverslip (22x30mm, #1.5), inverted with 15ul FlouromountG 

-[Southern Biotechnology Assoc. 0100-01 (205-945-1774)]

DAPI Staining 

Add DAPI directly into secondary antibody staining solution (0.25ul/ml) 30 minutes before wash.

Note: phalloidin doesn’t work in MeOH fixed cells.

Poly-Lysine coating 

Kimwipe dry Teflon ringed slide, quick flame slide, add 1-2ul poly-Lysine, spread on slide with pipette tip until dry. Or, add 100ul directly, spread, then remove.

Poly-Lysine solution: 
96 mg poly-L-Lysine

330 ul photoflow

175 ml RO water

## Antibodies (Better antibody in Bold)

Primary

1/500  

Rabbit anti-GFP
Molecular Probes A-11122 


1/500 

Chicken anti-GFP
Chemicon AB16901

1/200 

Rat anti-tubulin
Red tape

1/50

p34 (ARP complex) 
Soichiro Ono

Secondary

1/750

Goat anti-Rabbit AlexaFluor 488
Molecular Probes A-11034

1/750

Donkey anti-Chicken Flourescein
Jackson Labs 703-095-155

1/750

Goat anti-Rat AlexaFluor 568

Molecular Probes A-11077
