Cryosection Protocol

Fix embryos in 4% PFA overnight in the fridge

>  Wash several times in PBS

> Put embryos into 10% sucrose solution overnight in fridge(sucrose solution is also made with PBS)

> Put embryos into 20% sucrose solution overnight in fridge. now they are ready to mount in OCT for sectioning.

> Have a box of dry ice on the side with a couple of petri dishes on top of ice to receive mounted embryos.

> Pipette about 6 embryos into a petri dish lid then remove as much sucrose solution as you can from around them.

>  Now squeeze some OCT onto them just to cover them.

>  Prepare a plastic cryosection mould under a dissecting microscope fill to the top of the block with OCT.
You need to be careful with the OCT not to get bubbles in it.

> - Now i pick each embryo up by the tail with my forceps and place it into the OCT. Mounting is tricky and needs demonstrating but eventually embryos should be lined up like this
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With their heads touching the bottom of the cryosection mould all aligned. 

> This means that when you section the block you will have 6 heads in each section, so you will have many specimens on the same slide. Take time to ensure the embryos are as carefully aligned as possible. 

Now put the block onto dry ice to freeze the OCT. carry on repeating this untill you have mounted all the embryos you want.
> - When you have finished mounting wrap each block or set of blocks in kitchen
foil and store at -80 freezer until you want to section them. 

> Section them and put the slides in the -80 freezer until you want to stain them.

> For the immuno-staining you need to put the slides into one of the metal slide staining boxes.  There should be a little bit of water in the bottom of the box to prevent the slides drying out overnight. The water should not touch the slides.

> When you take the slides out of the -80 leave them to dry for a couple of hours. Then circle the sections with a PAP pen and leave the PAP pen to dry for a couple of minutes. The PAP pen means that you can pipette liquid onto the slide and it holds a bubble of liquid over the
sections. Now you can start the antibody protocol.

> The antibody protocol is pretty much the same as for wholemount embryos except there is no need to do any PK digest. PBS is used for all washes don't use any triton in the PBS at any point. Use an aspirator to remove the liquid from the slides.

> I use all the antibodies primary and secondary at the same concentration as for wholemounts   in IB. leave the primary and secondary antibodies to incubate overnight with the lid on the box to stop them drying out.
When you have finished the immuno-staining use a razor blade to scrape off the PAP pen from around the sections. Remove as much PBS from the slide as possible and pipette about 200 microlitres of “citifluor”(for fluorescent labellings) or glycerol onto the slide then carefully lower a coverslip on top. I use a needle to gently lower the coverslip so that you can lower very slowly to prevent air bubbles forming.

Paint clear nail varnish round the cover slip to seal the sections. They are now ready to image. Use an oil immersion lens on the confocal.  
