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PREFACE

This book has been prepared according to the step-by-step plan that has
proved most useful to pathologists and techrnologists, However, it differs
from other laboratory manuals in three important ways.

(1) Stress is placed on use of the microscope to check results at diiferent
points of the staining procedures, This, rather than exact timing, is often

the key to proper preparation of stainms,

(2) The color plates show various stages of the staining processes, By
comparing slides during preparation with the illustrations, users of the
book should in many instances be able to correct errors before they are
irremediable and achieve final results equal to those here identified as

excellent,

(3) Special instructions of several types are included—warnings as to
toxic reagents which must be handled with caution; estimates of duratica
of usefulness for various preparations; suggestions as to how to prolong the
effectiveness of different stains; etc, Many of these suggestions will
already be known to the experienced technologist; however, those who
have not recently worked in this field and those who are entering it for
the first time may find this feature of the book particularly helpful,

Where possible,credit has been given tooriginators of modifications, These
acknowledgments appear in the References section.In many cases, however,
modifications are developed in one [aboratory.passed on to another with-
out formal recognition of the originator,and subsequently widely employed
when found to produce better results, A debt of gratitude is acknowled-
ged to all those who could not be identified but whose changes have

improved the procedures described,

ERWIN HAAS
Thousand Oaks, CA
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Acridine Orange
Fluorescent Stain

PURPOSE
To demonstrate fungi that are difficult to distinguish with the customary
H&E stain—e.g., the causative agents of coccidioidomycosis and cry-

ptococcosis

FIXATIVE

10%buffered formalin, pHT

REAGENTS

1. 1% ALCOHOLIC WEIGERT IRON HEMATOXYLIN

e

Hematoxylin
359 Ethyl alcchol

. 29 FERRIC CHLORIDE

Ferric chloride
Distilled water
1t may take as long as an hour to dissolve the
ferric chloride, Use of a magnetic stirrer is
suggested,
WEIGERT WORKING HEMATOXYLIN SOLUTION
2925 Ferric chloride
Distilled water 3
Concentrated hydrochloric acid
1% Alcoholic weigert hematoxylin
This solution should be made up just before use,
1% ACRIDINE ORANGE STOCK SOLUTION
Acridine orange
Distilled water .
ACRIDINE ORANGE WORKING SOLUTION
Acridine orange stock solution
Distilled water
Prepare this solution fresh each time,

100ml

29z

100ml

2

o oy [
foe | - {#13 —
g B

ig
100ml

iml
100ml



PROCEDURE

1. Bing section to water

2. Rinse in tap water Sminutes

3, Stain in hematoxylin working solution 2minutes
(or, if slides are from the hematopcietic system,

e.g., spleen or lymph node, | minute)

4. Wash in tap water 15minutes
1f the slide is overstained,the hematoxylin will mask the
fungi, Therefore, check to see that the nuclei are blue and
the background is colorless, If the slide is overstained,
decclorize and restain for 71/ iainuies ozly,

§. Stain in acridine orange working solution 7—10minutes
If the fungus rizes do not contaia sufficient mucopolysaccharides, a
longer staining time is necessary.

6. Rinse quickly in distilled water 10dips

7. Lehydrate

8, Clear

9.

Mount with noalluor¢scent mounting mediam{such as glycerol)

RESULTS

Fung s rings—bright orange

(Fig. 1-1)Cryptococcus brain section(Acridine orange; X40).

(Fig. 1-2)Pancreas RNA and DNA(Acridine orange; X40),

(Fig. 1-3)Mast cells in intestinal biopsy specimen(Acridine orange; X40).
(Fig. 1-t)Mast cells ia muscle biopsy specimen(Acridize orange; X40).

REMARKS

For i.is method, a fluorescent microscope must be used; and it is
important to use this valuable instrument properly.(Follow carefully
the directions given in the manufacturer’s instruction manual).
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