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PRINCIPLE

1. Capsular material is exhibited by the appearance of a clear, well demarcated halo around a yeast cell. When seen in CSF, it is suggestive of cryptococcal cells; but identification must be confirmed by culture and biochemical testing of the isolate.

2. Other species and other genera also produce capsules.

3. The capsules of Cryptococci vary from 2-10 mcm or more in width; they tend to be small in specimens from immune-deficient patients.

4. Leukocytes may also appear haloed, but the halo has a fuzzy, irregular appearance at the periphery, and the cell within the halo has a much paler cell wall than does Cryptococcus neoformans.

5. Cryptococci often lose their ability to produce capsules when grown on artificial media.

6. The stain is suitable to use on specimens of body fluids, CSF, and urine.

MATERIALS REQUIRED

1. Glass microscope slide

2. 22 x 22 mm glass coverslip

3. Sterile transfer pipette

4. India Ink droppers (BD)

QUALITY CONTROL

1. Commercial QC (one positive and one negative control)

2. May use assayed known samples from Cap Surveys.

3. Frequency: With each use

4. Test as per patient samples

PROCEDURE

1. Slide Preparation

A. Place a small drop of India ink on a glass slide.

B. Mix with an equal amount of centrifuged (2,000 x g for 10 min) spinal fluid sediment or a suspension of isolated yeast. Sputum or pus can be cleared with KOH and heat and then mixed with India ink.

C. Coverslip, and examine the slide for yeast cells with capsules. If the preparation is too dark, add a drop of sterile water on one side of the coverslip and draw across by applying blotting paper to the other side of the coverslip, forming an ink gradient.

NOTE: Cryptococcal cells can be differentiated from white blood cells present in CSF by the presence of a halo and by budding in some of the yeast cells. Care must be exercised, as some strains of cryptococci can be non-encapsulated; therefore, it is important to ensure that the yeast cell is in focus when interpreting the presence or absence of a capsule.

RESULTS

1. Reporting

A. If no yeast with capsules are seen, report: “No encapsulated cryptococcal-like yeast cells seen. NOTE: India ink method is less sensitive than antigen testing for the diagnosis of cryptococcal meningitis.”

B. If yeast with capsules are seen, report: “Encapsulated cryptococcal-like yeast cells seen.”
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