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1.0 Purpose — :

This SOP describes the curr ce for carrying out Martius Scarlet Blue
staining on FFPE sections Ja. | abSgatory /249 at the St Andrews School of
Medicine (SASoM).

2.0 Scope —
This SOP applies

) all sta SASoM carrying out Martius Scarlet Blue staining

All staff must have read and signed the relevant risk assessment documents before
performing this procedure.
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4.0 Procedure —

The Martius Scarlet Blue method is a trichrome stain (three dyes are employed) for
the selective demonstration of elastica, connective tissue in general, or fibrin. Fibrin
(muscle fibre) is stained red using crystal scarlet solution while methyl blue is used to
stain the collagen / fibrin and red blood cells (erythrocytes) are stained yellow using
Martius Yellow.

Control Tissue: Placenta FIBRIN, Kidney tissue

Solutions and Reagents

Make up Martius Yellow solution as follows:
Martius yellow / acid yellow 24 (#377767-25G)
Tungstophosphoric acid (P4006-100G)
95% alcohol

Make up Brilliant Crystal Scarlet solution as follgws:
Crystal Ponceau 6R (P2395-25G)
Glacial acetic acid
Distilled Water

Make up Soluble Blue solution as follows:

Soluble Blue solution / Methy! BI@&*( 9329 1.25¢g
Glacial acetic acid 2.5L
Distilled Water 246.25mL
Make up 1% Tungstophosp i i s follows:
Tungstophosphori i ) 1g in 100ml of DW

Make up 1% Acetic
Acetic Acid

1mL in 99ml in DW

ess fluid to drain from the slide rack before proceeding to the

5 minutes
2. Dewax-Xylene 2 5 minutes
3. Dewax-Xylene 3 5 minutes
4. Rehydration-100% Alcohol 2 minutes
5. Rehydration-100% Alcohol 2 minutes
6. Rehydration-80% Alcohol 2 minutes
7. Rehydration-50% Alcohol 2 minutes
8. Wash in running water 2 minutes
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Staining
After hydration in water, place the slides in Celestine blue solution for 5min.
Wash in tap water.

Place the slides in filtered haematoxylin for 2min.
Wash in tap water.

Blueing in Scott's tap water for 1min.

Wash in tap water.

RINSE in 100% alcohol.

Place the slides in Martius yellow solution for 2min.
Wash in tap water.

10 Place the slides in Brilliant crystal scarlet for 10min.
11.Wash in tap water.

12.Wash with 1% Tungstophosphoric acid solution briefly.
13.Wash in tap water.

14.Place the slides in Soluble blue for 2min.
15.Wash in tap water.

16.Dehydrate in 100% EtOH.

17.Clear in Xylene and mount.

OCONoOORWN =

5.0 Personal protection —

A Howie coat must be worn at all ti . @lo 38 specified in the appropriate
COSHH RA.

6.0 Spillages —

Always clean up any spll
and are aware of | - Spillages should be mopped up with paper towel,
disinfected with 708® inally washed with detergent.

70T
All sta

ing —
Idu

go training in this technique before performing the procedure.
8.0 Related documents —

8.1 Risk assessments —
RA20229 (Histology - Martius, Masson's and Periodic acid-Schiff Staining)
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9.0 Approval and sign off —
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STANDARD OPERATING PROCEDURE

Please sign below to indicate you have read this S.O.P and
understand the procedures involved.

NAME POSITION HELD | SIGNATURE DATE
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