Embryo Fixation

Synchronize worms by hatching bleached embryos on NGM without bacteria

-overnight at room temperature

Seed appx. 10,000 L1 worms on 150 mm peptone/NA22 plate


-grow 2 days at 23.5 C


-grow 3 days at room temperature

Check plates for gravid adult worms

Add 12 mls M9 salts, swirl, remove 10 mls

Spin (*) 1000g briefly (up to speed) in IEC, aspirate, resuspend in 10 ml M9


-repeat 3 times

Add 5 ml Bleach solution, start timer (5 minutes)


-spin *, aspirate, resuspend in 5ml Bleach, continue time to 5 minutes


-worms should break in half at vulva 



Bleach Solution
1.5 ml NaOCl (4 C, fresh)






300ul 10N KOH






10.2 ml dH2O

Aspirate solution up into syringe through 20 gauge needle


-dispense back out needle and through 75um nytex

Spin * 1000g briefly, aspirate, resuspend in 10 ml Egg Salts


-repeat 3 times


-final resuspension appx. 200ul = Embryos

Fixation/Chitinase Treatment

Chitinase then Fix 

Treat embryos in Chitinase solution immedialtely after Egg Salts

- Add 100ul final Egg Salts resuspension into 500ul Chitinase solution

- Incubate until L1s start hatching

- Chitinase SIGMA C-6137 (1mg/ml in Egg Salts)

- stop reaction by adding 7.4ml Fixative, incubate 20 minutes    

- spin *, wash 4x in PBT (eggs stick to tube in PBS)

Fix then Chitinase

Treat embryos in Fixative solution immediately after Egg Salts

· Add 100ul final Egg Salts resuspension into 8ml Fixative

· Incubate 20 minutes

· spin #, wash 4x in PBT (eggs stick to tube in PBS)

· Final resuspension 100ul

· Add 100ul embryos into 500ul Chitinase solution, 

· Incubate 2 minutes

· spin #, wash 5x in PBT (eggs stick to tube in PBS)

Spin (#) 400g, 30 seconds in Eppendorf, rotate tube 1/3 repeat, rotate tube 1/3 repeat, aspirate, resuspend in 1 ml PBT

Fixative

1.2ml

PIPES (500mM)

60mM   (combined with EGTA)

EGTA (83mM)  

10mM

250ul

HEPES (1M)

25mM

20ul

MgCl2 (1M)


2mM

100ul

Dextrose (1M)

100mM

100ul

Lysolecithin (10mg/ml)
0.1mg/ml

2ml 

Paraformaldehyde



40ul

Glutaraldehyde

1ml 

Acrolein

MilliQ water
3.29ml  

(or 2.69ml for chitinase treatment)

Antibody Staining

Block for 3-4 hours in PBT (PBS + 0.1% Tween) with 5% normal goat serum (heat inactivated) in siliconized tube. Pipet off NGS block and without rinsing add PBT with whatever primary antibody (see ## below) you are using. Leave at room temperature with only occasional agitation for 18 hours (OK to use Rototorque agitation if not subsequently staining cortex for actin).  Rinse once with 1ml PBT, then wash 3-4 times with 1ml PBT for 1 hour each. React with secondaries at 1/750 for 18 hours with same agitation as for primary. Rinse once with 1ml PBT, then wash 3-4 times with 1ml PBT for 1 hour each. Exchange into PBS. Spin and remove PBT, rinse 4x 100 ul PBS, final resuspension in 25ul PBS. Embryos sticky in PBS so try not to invert tube. Embryos will not stick to polyLys coated slide if in PBT. 

Spin (#) 400g, 30 seconds in Eppendorf, rotate tube 1/3 repeat, rotate tube 1/3 repeat, aspirate, resuspend in 1 ml PBT

Mount Embryos

Poly-Lysine coating: 

Kimwipe dry Teflon ringed slide,  quick flame slide, add 1-2ul poly-Lysine, spread on slide with pipette tip until dry

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

330 ul photoflow

175 ml RO water

Deposit 25ul eggs on poly-Lysine coated slide with teflon spacer (appx. 50um). Let eggs settle on slide (~1 minute)

-Kimwipe wick away excess liquid

-Add coverslip (18mm sq), inverted with 10ul PBS to orient eggs

-Float off coverslip with PBS (will not stick in PBT)

-Wick away PBS with Kimwipe

Mount directly or stain with Phalloidin (see below) .

-Add coverslip (22x30mm), inverted with 20ul FlouromountG 

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

Phalloidin Staining 

Phalloidin only: Fix eggs immediately after last Egg Salts wash

-8 ml fixative, 20 minutes

-wash 4x in PBT (eggs stick to tube in PBS)

Phalloidin after antibody: Stain after last secondary PBT wash

-Phalloidin stain in tube or on slide (if on slide need to exchange PBT for PBS, mount eggs, then stain in PBT)

-Dilute BodipyFL Phallacidin stock (1u/ul in DMSO) 1u/200ul PBT

-Add 50ul Phallicidin/PBT 

-Stain in humidity chamber for 30-120 minutes

-Wash 2x PBT, then 2x PBS (dip if on slides)

-Mount on slide

## 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

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
