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India Ink Prep. On Spinal Fluids

	SAFETY MESSAGE
	Exercise standard precautions in handling all patient specimens and chemical reagents.


	PURPOSE
	In the India ink method, the capsule displaces the colloidal carbon particles of the ink and appears as a clear halo around the microorganism.  The procedure is especially recommended for demonstrating the capsule of Cryptococcus neoformans.


SPECIMEN


Spinal fluid.

	
	

	REAGENTS 

AND EQUIPMENT
	1
	India ink



	
	2
	Slide



	
	3
	Coverglass




PROCEDURE

            Follow the steps in the table below:
	Step
	Action

	1
	Spin spinal fluid in a centrifuge for 10 minutes. 

	2
	Put a drop of CSF sediment on a slide.

	3
	Add a drop of India ink (one third of the volume) on a slide. Mix well and cover the slide with a thin coverglass.

	4
	Examine under the Hi Dry objective with reduced light. Look for presence or absence of a clear halo around yeast or budding yeast. 

Note: Do not confuse white blood cells with yeast. The presence of encapsulated buds smaller than the mother cell is diagnostic for C. neoformans.

	5
	Enter results into Cerner MRE as:

 “EYP1 and EYP2” for Encapsulated yeast seen suggestive of Cryptococcus Neoformans  or

 “NEYS” for NO Encapsulated Yeast Forms Seen.


	QUALITY CONTROL 

FOR INDIA INK 
	1
	Use fixed cultures of Candida albicans, (Negative Control) and Cryptococcus species, (Positive Control)  supplied by SDL (Scientific Device Laboratory).

	
	2
	Mix the vials prior to opening.

	
	3
	Mix one drop of undiluted India ink with one drop of control vial on microscope slide.

	
	4
	Place a cover slip on mixture and allow suspension to settle on slide. 

	
	5
	Scan slide under low power with reduced light.  Capsules appear as clear halos.  If a halo is seen, switch to high power and a positive capsule is one with a yeast-like body in the center of halo.  If halo is not observed Cryptococcus neoformans is not present on smear.

	
	6
	Each time an India Ink capsule procedure is performed on a patient a control slide should be made. 

	
	7
	Candida albicans (negative control)

	
	8
	Cryptococcus species (positive control)

	
	9
	Record results in quality control book.


	CRITICAL VALUES     

	Positive India Ink from CSF must be called to ordering provider. 


	EXPECTED RESULT
	Normal result is No Encapsulated Yeast Forms Seen. 
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