EM protocol

Take tissue out of the animal and quickly rinse in PBS to get rid off any

blood etc.

Place it in petri dish with some EM fixative. Dice the tissue into 2mm cube.

I only need several pieces. Place the pieces into a 7ml bottle containing EM

fix. Make sure the bottle is almost full (5 - 6ml fix). Label the bottles.

You can then store the samples in the refrigerator (do not freeze).

The fixative I use for EM is called modified KARNOVSKY'S FIXATIVE which is

2.5% gluteraldehyde and 4% paraforamaldehyde in 0.1M cacodylate buffer.

This is how I make it.

STOCK REAGENT           VOLUME          FINAL CONCENTRATION

25% Gluteraldehyde      10ml            2.5%

8% Paraformalehyde      45ml            4%

0.2M Cacodylate Buffer  45ml            0.1M

0.8M Calcium Chloride   1ml             8mM     add this last

        (Cacl2)

Adjust to pH 7.4 with HCL if necessary

I buy my stock sol of 16% paraformaldehyde that comes in a sealed ampules. I

make the fix fresh or make it and freeze it in 7ml bottles  if I have to use

it later.

As far as my charges.

$40/sample for processing

$50/sample for cutting and staining

$60/hr use of our EM scope

$2/Negative

$2/Print

$15/dark room

