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1.0 PURPOSE
India ink preparation is done at Marina Del Rey Hospital to detect the large polysaccharide capsule of Cryptococcus neoformans.  The capsule displaces the colloidal carbon particles of the ink and appears as a clear ‘halo’ around the microorganisms.
Cryptococcus neoformans because of the large polysaccharide capsule that serves as a virulence mechanism in the pathogenesis of meningitis can often be visualized by the India Ink Stain.

Although the sensitivity of this examine is generally less than 50% it is still useful when the cryptococcal antigen testing is not readily available.

2.0 SPECIMEN
Cerebrospinal Fluid, freshly collected

3.0
Materials and Equipment


3.1      Microscope


3.2      Microscope slides and cover slips


3.3      India Ink reagent (dropper) – store at 15 - 30°C

4.0  PROCEDURE
4.1
Hold the India Ink dropper upright and point the tip away from yourself.

4.2
Grasp the middle with your thumb and forefinger, and gently squeeze to crush the inner ampule.

4.3
Tap on the table top a few times.

4.4
On a clean slide, place a drop of the spinal fluid to be tested.

4.5
Add a drop of India Ink (one drop of spinal fluid mixed with one third volume of India Ink).

4.6
After mixing the CSF and India Ink to make a thin smooth suspension (not too thick), immediately cover with a coverslip, allowing the fluid to spread a thin film beneath the cover glass.

4.7
Examine immediately under the microscope using reduced lighting under high power magnification for characteristic encapsulated yeast cells.  Capsules stand out as clear halos against a dark background.

5.0
Quality Control
5.1
The Quality Control testing is performed (4.1 – 4.7) on each new lot of India Ink reagent droppers and with each patient test.

5.2
Positive Control – Gibson Bioscience India Ink Positive Control; contains suspension of encapsulated Cryptococcus neoformans. Results appear as budding yeast surrounded by a capsule appearing as white or as a clear halo against a dark background. 

5.3
Negative Control – Gibson Bioscience India Ink Negative Control; contains suspension of non-encapsulated yeast.  Results appear as yeast without halo against a dark background


 5.3      Quality control results are record on the appropriate department’s log sheet (GenM001).
6.0      Reporting results

              6.1      Positive for India Ink =    Budding yeast, surrounded by a capsule appearing 

                                                                    as white or as a clear halo against a dark background

   6.2      Negative for India Ink =    No halo against dark background
7.0     Reference Range
                Negative
8.0    Procedure Note(s)

8.1      All Positive for India Ink results must be telephoned to the provider or RN and 

                       notification with read back is documented with result in the laboratory information 

  
            system.
9.0     Reference(s)
9.1
Bailey and Scott's Diagnostic Microbiology, 11th Edition. Betty A. Forbes, Daniel F. Sahm, and Alice S. Weissfeld.  Mosby, 2002.

           9.2        Marina Del Rey Hospital, India Ink Preparation procedure, effective 1/28/2018
           9.3        Henry’s, Clinical Diagnosis and Management by Laboratory Methods, 22nd edition. 

            McPherson,Pincus, Elsevier Saunders, 2011

10.0   Attachment/Form(s)

10.1      Form INDIA INK LOG SHEET/QC – GenM0018.2018
Revised procedure prepared by                                                                        Date________________

Procedure approved by                                                                        Date                          _________ 
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