APPENDIX C5

Pneumocystis Stain

Use Toluidine Blue O solution (1.5% concentration) for smears, touch preparations, and paraffin sections.

Fixation:
Touch preps, and or smears—Air dry, then fix in 10% formalin or methanol, 5 min.  Wash in running tap water 3 to 5 min.  Air dry.

Use Control Slide:

1.
Deparaffinize slides—2 changes of xylene—3 min. each.


2.
Absolute alcohol—2 changes—3 min. each.


3.
Air dry slides.


4.
Place slides in sulfation solution—10 min.  Agitate slides at beginning of 10 min. setting and again after 5 min.


5.
Wash in running water for 5 min.  Rinse in distilled water.


6.
Stain slides in Toluidine Blue O (1.5%) for 3 min.  Do not discard!!  Return to bottles.


7.
Dehydrate in ethyl alcohol 95% 2 changes, then 2 changes of 100% absolute ethanol.


8.
Clear in xylol, 2 changes.


9.
Mount with permount.

Results:
Pneumocystis carinii:  Cysts are a very pale lavender color.  Tissue fragments and debris stain blue.  The organisms are often seen clumped together as dark bodies.  Cryptococci are larger in size.

Sulfation solution:  Place a coplin jar containing 30 cc of glacial acetic acid in a cold water bath (use ice cubes to chill water).  Very slowly, add l0 cc concentrated sulfuric acid and mix well with glass rod or pipette.  To obtain quality staining, proceed as follows:  (A) Do not mix acids until slides are ready for staining.  (B) After mixing of acids in ice bath, remove for sulfation period.  (C) Do not let acid bath temperature drop to 10°C.  Check with thermometer.  (D) If acid bath becomes too cold, there will be no staining.

Toluidine Blue O solution (0.15% concentration):



Toluidine Blue O

0.3 gm



Distilled water


60.0 ml



Hydrochloric acid

2.0 ml



Absolute ethanol

140.0 ml


Dissolve dye in water, add acid, then alcohol.  Solution is stable.

Reference:
Journal of Clinical Pathology (1963), 16, 383.  Modification by Ruby Howard for paraffin sections.

Location of Needed Items:

1.
Control slides are in box on shelf labeled “Pneumo Controls.”


2.
Toluidine Blue O Solution in cabinet over staining set-up.


3.
Sulfuric acid and acetic acid in cabinet under sink.


4.
Methanol—cabinet under sink.


5.
Ice—refrigerator on counter.


6.
10% formalin—Rm. 2A30.
