Slide Fixation 

All at room temperature (unless noted otherwise).

1st prepare the following:


Fresh poly-Lys coated slides


Fresh Fixative


Fresh Phalloidin/DAPI


3 PBS washes in coplin jars

Fresh poly-Lys coated slides

Add 100ul Poly-Lysine to wells of 50um Thick Teflon Slide, spread with tip

Remove liquid and air dry

Remove 20-40 worms from overnight RNAi feeding to H2O, wash, pipette to poly-Lys slide, and remove most H2O.

Cut open worms on poly-Lys slide in H2O and squeeze out embryos (settled embryos stick to polylysine).

Blow embryos down on slide with mouth-pipettor and remove remaining H20 (don’t let dry completely)

Quickly add 500ul fresh Fixative per well. Fix for 15 minutes and then remove Fixative (don’t let dry completely).

Immerse in PBS (Coplin Jar). Wash successively in PBS/Coplin Jar 3 times, 2 minutes each. Remove PBS (don’t let dry completely).

Add 500ul fresh Phalloidin/DAPI Solution per well. Stain 60 minutes in dark then remove stain (don’t let dry completely).

Wash 3x PBS, 2 minutes each, drain, wick dry.

Add 15ul FluoromountG (Southern Biotech Cat# 0100-01 Phone 205-945-1774) to coverslip, invert and apply to drained slide.

View slide after 2 hours to overnight. Seal with nail polish when dry (appx. 24 hours) if slide to be viewed at later date.

50um Thick Teflon Slide:


Cel-Line Slide (Erie Scientific)


3SQ. 14x14mm Autoclavable Brown Slide

Cat# 10-2066 

1-800-258-0834

PolyLysine:

100mg poly-L-lysine hydrobromide Sigma P-1524 100mg

Kodak PhotoFlo 330ul

165 ml RO H2O

add azide if desired to 0.01%, store at 4C

Fix Solution:


120ul  PIPES/EGTA 0.5M/0.083M


(Cf 60 mM PIPES; 10 mM EGTA)

* Dissolve PIPES in 5N NaOH, add EGTA, top with NaOH


  25ul  HEPES 1M




(Cf 25 mM)


    1ul  MgCl2 1M




(Cf 1 mM)


150ul  Paraformaldehyde 20%


(Cf 3%)


    4ul  Glutaraldehyde 50%



(Cf 0.2%)


  10ul  Lysolecithin 10mg/ml in H2O, fresh

(Cf 0.1 mg/ml)


100ul  Dextrose 1M




(Cf 100 mM)


590ul H2O

Phalloidin/DAPI Solution:

10ul Phalloidin Alexa488 (1U/ul in DMSO – thawed) 

10ul DAPI (100ug/ml in H2O)


980ul PBS

