Fixes and Antibody Staining Procedures for Embryos    

(Ahna’s revision of Waddle et al, 1994)

NEEDS:  

Juicy adult hermaphrodites



Razor blade

Scalpel





Fix (in coplin jar)

Subbed Slides




PBST

18mm X 18mm coverslips



PBSBT

Filter Paper for Wicking



1O antibody (diluted 1:400 in PBSBT)

M9 buffer





20 antibody (diluted 1:200 in PBSBT)

Diamond Pencil




~18mm X 18mm Parafilm Squares

Metal Block on Dry Ice



Humid Chamber

Vectashield with Dapi (light sensitive and kept at 4C)

Fix Liquid Form Receipe

PBSBT (0.5% BSA & 0.25% Tween 20)

PBST (0.25% Tween 20)



  








 




75mls MeOH


0.5g BSA




0.25g Tween 20



10mls of 32% Form (EM grade)
0.25g Tween 20



100mls 1xPBS

3mls 10X PBS


100mls 1xPBS



50ul 1M Sodium Azide (FV=1mM)
20ul of 0.5M EDTA


50ul 1M Sodium Azide (FV=1mM)


10mls ddH2O 







100mls

PBS [1X]  (1L)


10X

Slide Subbing Solution:
8.0g 
NaCl


80g NaCl

1.Bring 200 ml of ddH2O to 60 C.

0.2g 
KCl


2g Kcl

2.Add 0.4g gelatin

1.44g 
Na2HPO4

14.4g Na2HPO4
3.Cool to 40 C.

0.24g 
KH2PO4


2.4g KH2PO4
4.Add 0.04g Chrome Alum

0.5ml 
1M Sodium Azide(FV=1mM)


5.Add 1mM azide







6.Add polylysine to 1mg/ml
Dissolve in 800mls of ddH2O



Put the subbing solution in a coplin jar and keep it at 4C for months.

Adjust pH to 7.2




Immerse slides in solution for at least 30s, then place vertically in t he 

Adjust volume to 1L




slide rack to dry. Cover slides with foil (because polylysine is light sensitive) and let dry overnight.  The slides should keep for a month or so in an opaque box.
1.  Pick 20-40 worms to M9 (~30ul) on a subbed slide.

2.  Cut all worms open with a scalpel and Place an 18mm X 18mm coverslip on top.

3. Using filter paper, wick excess M9 solution from under coverslip until some embryos come out of the mothers.  Wicking is the most important step.  Be sure not to crush or under wick...it will make a difference in your staining.  Outline the coverslip with a diamond pencil, being careful not to press to hard or the slide will crack.

4.  Place slide on a metal block (which has been sitting on dry ice for at least15 min)  Let the slide and coverslip sit for at least 30 minutes.

5.  Pop the coverslip off with a razor blade and immerse the slide in Fix for 10 minutes (in coplin jar).  Fix should be made fresh the day of use.

6.  Air dry the slide for approximately 10sec by letting the liquid flow down onto a blotting mat. This helps them stick to the subbed slide.  Do not let it totally dry. 

7.  Wash with PBSBT:  Rest the end of the slide on the blotting paper, and GENTLY wash PBSBT over the slide twice.  The third time, hold the slide horizontally and leave ~500-750ul PBSBT on the slide.  Let sit for 30 min at RT in the humid chamber.


8.  Remove excess PBSBT and add 50ul of the 1O antibody by putting 50ul onto a square of parafilm.  Then place the parafilm on top of the slide so that antibody fills the area of the square. 1O antibody should be diluted 1:400 in PBSBT.

9.  Incubate for minumum of 2-3 hours (or overnite) at 4 degrees in the humid chamber.

10. After 1O antibody has incubated, wash slides with PBST 3 X for 10 min each at RT (just like wash in step 7). 

11.  Dilute 20 antibody  (1:200 20 antibody:PBSBT).

12.  Add 20 antibody (diluted in PBSBT) to the slide (via parafilm method) for 1 hour at RT.

13.  Wash 3 X for 10 min each with PBST at RT.  

14.  After the last wash, add 10 ul of Vectashield w/DAPI (Vector Labs) to a coverslip and mount on slide.  Seal with nail polish and let dry in light-proof container for 1 hour at RT.  Observe on confocal or store slides at –20C.  
