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Protocol status: Working
We use this protocol and it's working

Created: October 03, 2023
Last Modified: October 04, 2023
Protocol Integer ID: 88707

Keywords: FFPE, upitt tristate sennet tmc ffpe specimen section, research histology pitt biospecimen core, eosin stain,
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Disclaimer
DISCLAIMER - FOR INFORMATIONAL PURPOSES ONLY; USE AT YOUR OWN RISK

The protocol content here is for informational purposes only and does not constitute legal, medical, clinical,
or safety advice, or otherwise; content added to protocols.io is not peer reviewed and may not have
undergone a formal approval of any kind. Information presented in this protocol should not substitute for
independent professional judgment, advice, diagnosis, or treatment. Any action you take or refrain from
taking using or relying upon the information presented here is strictly at your own risk. You agree that
neither the Company nor any of the authors, contributors, administrators, or anyone else associated with
protocols.io, can be held responsible for your use of the information contained in or linked to this protocol
or any of our Sites/Apps and Services.

Abstract

To perform imaging analysis of the FFPE blocks were submitted to hematoxylin and eosin stain. Initially FFPE
blocks were prepare by the Research Histology Pitt Biospecimen Core and kept at room temperature (preserved
from light) until sectioning.

Guidelines

= Sectioning is generally improved when the specimen and the wax are well matched in hardness. It is for this
reason that most paraffin blocks must be cold

when sections are cut.

= The choice of slide and adhesive will be influenced by the staining methods to be subsequently applied.

= |tis important to remove accumulated tissue debris and wax after use. Regular preventative maintenance is
important

Troubleshooting
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Safety warnings

©® = Use universal safety precautions when handling human samples and personal protective equipment
(e.g., face mask with shield, gloves, lab coat or apron).

= You must be familiar with the safety features of the microtome you are using and observe some basic
safety rules when cutting sections.

Before start

= Monitor the water bath temperature carefully. The temperature will need to be 5 - 9 °C below the melting point

of the wax. Make sure the water is clean and free of bubbles and section waste (to avoid cross-contamination).
= Make sure the appropriate slides are ready.
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Section Collection

41

4.2

4.3

5.1

Using a Histo-Quill Pen, hand label all slides with project number and block ID (add type
of stain if needed) .

Ensure paraffin block is at room temperature.

Place block into holder of microtome.

Use clean, sharp microtome knife or disposable blade.

Use forceps or brush instead of your fingers to pick up sections or wax fragments from
blade or block face.

The knife or blade should be removed from the microtome when the instrument is left
unattended or when cleaning the instrument. It can then be grasped with forceps (not
fingers) or picked up with the magnet at the end of a brush and safely removed. Used
blades should be disposed of appropriately in a “"sharps” container.

Set blade clearance to the optimal clearance angle & orient the specimen in the
appropriate position.

Cut section to a 5 pm thickness. -}« 5 um sections

Note: Dip block face into molten paraffin to seal the tissue and allow to cool before
storage.

Float paraffin ribbons on deionized H,O (or RNase-free H,0), heated to just below the

melting point of the paraffin being used (usually § 42 °C ).

Mount sections on slide by slowly bringing the flat side of slide up from underneath the
floating tissue section, so that the tissue section is centered in the membrane window.

Place slide at an angle to allow water to drain and incubate sample at room temperature 1h 30m
for @) 01:30:00 .
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9 Slides can now be stored at room temperature for future use.

10  Proceed with staining protocol (if needed).
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