Antibody staining of adult worms (young embryos)

Pipette 100ul of poly-L-lysine on a slide. Let sit for 5 minutes. Wipe off with a Kimwipe and back at 80( C for ~10 minutes.

Pick 20 worms and wash them in PBS

Pipette ~20 worms (~8ul) on a coated slide.

Gently lay a cover slip on top of the worms and squash worms gently with forceps or a needle.

Freeze slides by placing them on aluminum block placed on dry ice and flip off the cover slips after frozen.

Fix slides in Methanol/Acetone

	1.
	-20( C Methanol
	15 minutes

	2.
	-20( C Acetone
	15 minutes


Immunostaining

Immerse slides in blocking
	1.
	1X PBT + 1% BSA
	30 minutes
	Room temp


Incubate slides in primary antibody diluted in 1XPBT + 1%BSA (put in humidity chamber)

· 2 hours at room temp OR

· Overnight at 4( C

Wash slides

	1.
	1X PBT
	10 minutes
	RT

	2.
	1X PBT
	10 minutes
	RT

	3. 
	1X PBT
	10 minutes
	RT


Dilute secondary antibody in PBT.

Add 50-100ul of diluted antibody to slide


Incubate slides in humidity chamber for 30-60 minutes at 4( C

Wash slides

	1.
	1X PBT
	10 minutes
	RT

	2.
	1X PBT
	10 minutes
	RT

	3. 
	1X PBT
	10 minutes
	RT


Add 100ul of diluted DAPI. Incubate at room temp for2 minutes.

Shake off excess DAPI and rinse slides in PBS.

Add a drop of vectashield and place a cover slip. Seal slides with nail polish.

