Protocol for Trimming, Fixation and Submission of Tissues for Routine Histopathology

**Before submitting samples, please make sure you have already contacted Diamond McClendon
(diamondm@vt.edu) and/or Dr. Sheryl C-O (slc2003@vt.edu) to make them aware of the upcoming

submission. Please also make sure you have an appropriate orange card account set up.**

1.
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Acquire tissue samples as soon after animal death as possible. For most studies, euthanasia is
typically scheduled and thus tissues are taken fresh at necropsy. However, instances may arise
when this is not possible (death of research subject over weekend or holiday, etc.). If
circumstances prevent immediate fixation, placement of the carcass or tissue samples into a
refrigerator (NOT a freezer) is recommended. Tissues degrade over time. The greater the length
of time between death and fixation, the greater the risk of decomposition artifacts that may
hinder their ability to be used for data collection.

There is no one sampling formula that works for all research projects. What tissues you sample
is dependent on your research question, your goals, your model, and what other downstream
assays you would like to do. For recommendations on best tissue samples for your specific
needs, please contact Dr. Sheryl C-O or one of our other Vitals pathologists for support.

Once you decide what tissues you would like to sample, tissues need to be placed in 10%
neutral buffered formalin at a 10:1 (formalin:tissue) ratio. Some labs prefer to use
paraformaldehyde and this is fine. Use of non-buffered formalin is not recommended as it can
lead to alterations in the appearance of the tissue that may affect assessment. Primary fixation
in ethanol is also not preferred for similar reasons.

All tissue samples placed in formalin should be 1 cm?® or smaller to allow for appropriate
formalin penetration and fixation. Tissues should be fixed for at least 24 hours prior to trimming
and submission.

Fixed tissues submitted to the Vitals lab need to be trimmed and placed into tissue cassettes
prior to submission. Contact Dr. Shery C-O or your collaborating pathologist for advice on
trimming. Some tissues, such as skin, gastrointestinal tract, bone, and eyes may require
special trimming considerations. It is important to note that tissues should fit adequately into
cassettes to allow for proper processing. Please do not overfill cassettes. Also, if you have a
specific area of the tissue that is of interest, please place that area FACE DOWN in the tissue
cassette. (See images for reference.) Please also note this (or any other specific instructions) on
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the submission form.

Make sure all
tissues fit easily
into the cassette
and are not too
thick. If you have
a particular face
of the tissue that
is of interest,
make sure to
place that FACE
DOWN in the
cassette.

Label the
cassette with
pencil (or
appropriate,
formalin-
resistant pen.
Make sure
labels are
legible.

6. Cassettes should be labeled in PENCIL or with a pen specifically identified to be used in
formalin. Formalin will dissolve ink from most other markers and pens (including Sharpies and
permanent marker).

7. Cassettes can be submitted to the lab in formalin. Alternatively, after tissues have been fixed in
formalin for the appropriate amount of time, cassettes can be submitted in 70% ethanol. If you
are concerned about transporting or shipping a large volume of liquid, after appropriate fixation,
cassettes can be submitted in a container with only a small amount of formalin in the bottom.
As long as transport time is minimal (24 hours or less), the small amount of formalin should
prevent the tissues from drying out. PLEASE NOTE: If you do plan on shipping formalin-fixed

samples, please contact us for recommendations. Formalin and ethanol are considered
hazardous materials and thus require special shipping procedures.
8. Onceyou are ready to submit, please contact Diamond McClendon to schedule a drop off time.
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