b

mOIEMR SOP118 02

/3

Wb

Haematoxylin and Eosin Staining of Tissue

Title Sections

SOP Code SOP118_02

Effective Date | 04-Jan-2016

Site Approvals

Name and Title Signature Date
(typed or printed) 9 dd/Mon/yyyy

1.0 PURPOSE

This Standard Operating Procedure (SOP) outlines standardized procedures, and
processes for staining tumour tissue sections using haematoxylin and eosin (H&E). The
SOP does not cover detailed safety procedures for handling Human Biological Materials
(HBMs), or hazardous chemicals.

2.0 SCOPE

The policy applies to all repository personnel responsible for sectioning, and staining
tissue preserved in paraffin or Optimal Cutting Temperature (OCT) blocks.

3.0 RESPONSIBILITIES

Staining is performed by the laboratory or histology technician, or trained personnel
designated by the biorepository.

4.0 DEFINITIONS

See Glossary of Terms.
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5.0 PROCEDURE

Note: Times specified for the steps in the protocol may be modified to suit lab specific
reagents, which may vary slightly in strengths and composition.

5.1  Staining of Formalin Fixed Paraffin Embedded Tissue Sections
5.1.1 Have materials and equipment ready. Have reagents and equipment ready.
5.1.2 Take FFPE sections that have been cut, or use slides from storage.

5.1.3 Dewaxing

REAGENT TIME
Xylene/Toluene 4 minutes with occasional agitation
Xylene/Toluene 4 minutes with occasional agitation

5.1.4 Rehydration

REAGENT TIME

100% Ethanol 10 dips

100% Ethanol 10 dips

85% Ethanol 10 dips

70% Ethanol 10 dips

Water wash 4 minutes
5.1.5 Staining

REAGENT TIME

Harris Haematoxylin 4 minutes

Water wash 5 minutes

Acid- Alcohol (destain) 1-7 dips (as needed to destain to required degree)

Water wash 8 minutes

Ammonia water 2 minutes
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Water Wash 5 minutes
Eosin 2 minutes
Water Wash Quick Rinse

5.1.6 Dehydration

REAGENT

TIME

70% Ethanol

10 dips

85% Ethanol

10 dips

100% Ethanol

10 dips

Clear in Xylene/Toluene

10 dips

Clear in Xylene/Toluene

10 dips

5.1.7 Coverslip the slides using mounting medium.

5.18 Staining Results: Nuclei (deep blue); cytoplasm and connective tissue (shades

of pink).

5.2  Staining of OCT Embedded Tissue Sections

5.2.1 Note: OCT embedded tissue tends to lift off, and slide more easily during
staining. The use of adhesive slides may alleviate this problem. Also, eosin
staining is depressed while staining of nuclei is enhanced.

5.2.2 Staining
REAGENT TIME
10% Formalin 1-2 minutes
Water Wash 10-20 dips
Harris Haematoxylin 1 minutes
Water wash 10-20 dips

Acid- Alcohol (destain)

1 -10 dips (or as needed to destain to required degree)

Ammonia water 10 —20 dips
Water 10 —20 dips
Eosin (1%) 30 seconds
Water Wash Quick Rinse
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5.2.3 Dehydration

REAGENT TIME

70% Ethanol 10 dips
85% Ethanol 10 dips
100% Ethanol 10 dips
Clear in Xylene/Toluene 10 dips
Clear in Xylene/Toluene 10 dips

5.2.4 Coverslip slides using mounting medium, such as Permount.

SOP118 02

5.2.5 Staining Results: Nuclei (deep blue); cytoplasm and connective tissue (shades

of pink).
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7.0 REVISION HISTORY

Effective

SOP Code Date

Summary of Changes

SOP118 01 | 01-Aug-2012 | Original version

SOP118_02 | 04-Jan-2016 1.0 Purpose, 5.1.2,5.1.7,5.1.8,5.2.1,5.2.4,5.2.5:
grammatical corrections for clarification.
Updated references. Removed OTRN logo.
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