ORGAN FIXATION

Fixation of Tissues for Routine Paraffin Histology

1. Trim tissues to contain needed anatomy and to minimal thickness prior to immersion fixation.
• Trim tissues with a razor blade using a single slicing motion; avoid crushing or sawing motion.
• Trim tissues to make plane of section obvious and well exposed to fixative.
• Trim tissues to not exceed 2.5mm thickness
• Trim tissues to remove any barrier membranes, which might slow fixation (ie. cortex of kidney, skin from muscle, etc.)
• Perforate capsular membranes with a fine injection needle (ie. eye and testis).
2. Place tissues quickly into fixative following trimming. Adjust fixative volume to be at least 20:1 excess of the estimated tissue volume.
3. Fix tissues at room temperature for 2 days with continuous agitation.
4. Transfer tissues to a static buffer or dehydrating solution following fixation, such as PBS or 50% ethanol.
5. Submit samples for paraffin processing without delay.


Fixation of Tissues for Frozen Histology

1. Trim tissues to contain needed anatomy and to minimal thickness prior to immersion fixation.
• Trim tissues with a razor blade using a single slicing motion; avoid crushing or sawing motion.
• Trim tissues to make plane of section obvious and well exposed to fixative.
• Trim tissues to not exceed 2.5mm thickness
• Trim tissues to remove any barrier membranes, which might slow fixation (ie. cortex of kidney, skin from muscle, etc.)
• Perforate capsular membranes with a fine injection needle (ie. eye and testis).
2. Place tissues quickly into fixative following trimming. Adjust fixative volume to be at least 20:1 excess of the estimated tissue volume.
3. Fix tissues at room temperature for 2 days with continuous agitation.
4. Transfer tissues to 10% sucrose/1xPBS and equilibrate for 12 hours at 4°C.
5. Replace 10% sucrose/1xPBS with 18% sucrose/1xPBS and equilibrate for an additional 12 hours at 4°C.
6. BRAIN ONLY; further exchange 18% sucrose/1xPBS with 30% sucrose/1xPBS and equilibrate for additional 24 hours at 4°C.
7. Submit samples for cryoembedding without delay.




Fixation of Tissues for Immunohistochemistry and In-Situ Hybridization

1. Collect tissues with care to avoid RNAse and proteinase contamination FOLLOWING WHOLE ANIMAL TRANSCARDIAL PERFUSION with ice-cold heparinized saline and subsequent fixative of choice (ice-cold 4% paraformaldehyde/ DEPC-PBS, ph7.4 in most cases).
2. Trim tissues to contain needed anatomy and to minimal thickness prior to continued overnight fixation by immersion.
• Trim tissues with a razor blade using a single slicing motion; avoid crushing or sawing motion.
• Trim tissues to make plane of section obvious and well exposed to fixative.
• Trim tissues to not exceed 2.5mm thickness
• Trim tissues to remove any barrier membranes, which might slow fixation (ie. cortex of kidney, skin from muscle, etc.)
• Perforate capsular membranes with a fine injection needle (ie. eye and testis).
3. Place tissues quickly into fixative following trimming. Adjust fixative volume to be at least 20:1 excess of the estimated tissue volume.
4. Fix tissues at 4°C for 2 –16 hours with continuous agitation depending upon size, integrity and lipid content.
5. Transfer tissues to a static buffer or dehydrating solution following fixation, such as DEPC-PBS or 50% ethanol.
6. Submit samples for paraffin processing without delay.


