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1.0 Purpose —
This SOP describes the curre ce for carrying out Carstairs Staining on
FFPE sections in Laboratoge 24 at\he St Andrews School of Medicine

(SASoM).

2.0 Scope —
This SOP applies SASoM carrying out Carstairs Staining on FFPE

he St Andrews School of Medicine (SASoM).

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

NB. Be extra careful when dealing with picric acid!
ALL USERS MUST SIGN THE RISK ASSESSMENT FOR PICRIC ACID BEFORE
CARRYING OUT THIS PROCEDURE.
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4.0 Procedure —
The Carstairs staining method is used for visualisation of Fibrin & Platelets.
Interpretation is summarised as below:

Fixation Time: 48 Hours or more Less than 48 hours
Fibrin Bright Red Orange to Orange Red
Platelats Gray Blue or Mavy Light Gray

Collagen Bright Blue Bright Blue

Muscle Red Red

Red Blood Cells Clear Yellow Red, Green or Yellow

Solutions and Reagents
Aqueous Picric Acid (1%):
Aqueous Picric Acid is purchased as a ready-t
supplied at 10g/Litre (1% concentration).

" R: #8/897.180)

Make up 5% aqueous ferric alum (Ferric Ammoniu SolUtion as follows:
Iron alum (ammonium ferric sulfate) should caasi
completely in H20 to make a light orange-

may be necessary to leave the mixture o

gnetic stirrer. There are
soluble white or light brown
g after several months, and the
solution should then be discarde

5% Ferric Ammonium Sul 5g in 100mL of DW

TmL
99mL

1mL

99mL

Freshly combine 1 part of 1% acetic ponceau, 1 part of 1% Acetic Acid Fuchsin, and
2 parts of DW.

Make up 1% Acetic Acid Solution as follows:
Glacial Acetic Acid 1mL in 100mL of DW

Make up 1% aqueous Phosphotungstic Acid Solution as follows:
Phosphotungstic Acid (#P4006-100G) 1mL in 100mL of DW
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Make up Aniline Blue Solution as follows:
Aniline Blue / Methyl Blue (#95290-25G) 19
1% Acetic Acid 100mL

Make up Picric Acid - Orange G Solution as follows:
Make up 2% Orange-G (#861286-25G) 2gin 100m| DW
Freshly dilute 1 part of 2% orange-G in 9 parts of 1% Aqueous Picric Acid.

NB. Be extra careful when dealing with picric acig!
ALL USERS MUST SIGN THE RISK ASSESSMENT FOR PICRI
CARRYING OUT THIS PROCEDURE.

ID BEFORE

Mayer's Haematoxylin
This is supplied ready to use

De-wax & Re-hydrate
Always allow any excess fluid to drain from the s ra efofe proceeding to the
next solution.

Dewax-Xylene 1
Dewax-Xylene 2
Dewax-Xylene 3
Rehydration-100% Alco
Rehydration-100% Alcoh
Rehydration-80% Alcohol
Rehydration-50% Al
Wash in running w.

ONOGORAEWN =

Staining

. Stain in Ponceau-Fuchsin solution for 2-4 minutes.
. Differentiate in 1% Phosphotungstic Acid solution until muscle is red and
background is pale pink.
9. Rinse in distilled water.
10. Stain in Aniline Blue solution for 1 hour.
11.Rinse in several changes of distilled water.
12.Dehydrate, clear, coverslip using a synthetic mounting medium.
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5.0 Personal protection —
A Howie coat must be worn at all times. Gloves as specified in the appropriate
COSHH RA.

6.0 Spillages —

Always clean up any spills immediately after use, only you know what you have spilt
and are aware of its hazard. Spillages should be mopped up with paper towel,
8.0 Related documents —

disinfected with 70% ethanol and finally washed with detergent.
¥
8.1 Risk assessments —

RA20232 (Histology — Miller’s, Carstair's and¥icro Sisus Staining)

7.0 Training -
All staff should undergo training in this technique before performing

9.0 Approval and sign off —

N .

Author:

Name: Peter Mullen

Position: Research Fellow
Signature: Date:

Management Approval:

Name: Peter Mullen
Position: SOP Administrator
Signature: Date:

QA release by:

Name: Alex MacLellan
Position: QA Manager
Signature: Date:

Effective from 28/04/2020 Page 4 of 5 SASoM/METHOD/121.v1
Valid to 27/04/2022



SCHOOL OF
St Andrews School of Medicine (SASoM) Systems Pathology Group MEDICINE

Method Procedure

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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