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	POLICY STATEMENT
	Fungi are significant, sometimes overlooked, human pathogens. Infections range in severity from merely cosmetic to life threatening. Over the past decade, the spectrum of agents responsible for infection has changed with the increase of immunocompromised patients. Recovery of fungal pathogens in culture provides definitive diagnosis of mycotic disease. 

	PURPOSE
	This procedure provides technical instruction for the performance of the Fungus cultures.

	SCOPE
	This procedure applies to testing personnel authorized to perform testing. This group includes, but is not limited to Laboratory Technologists as well as leads and supervisory personnel.

	RESPONSIBILITY
	All the above personnel are responsible for following the Fungus cultures procedure without exception. In addition, testing personnel are also responsible for evaluating the results and taking proper remedial action. 

	RELATED DOCUMENTS
	MICR 6600 R BacTALERT 3D

MICR 6730 R Germ Tube
MICR 6750 R Lactophenol Cotton Blue Stain
MICR 6790 R RapID Yeast Plus System


SPECIMEN HANDLING

Specimens must be submitted in sterile, screw cap containers without preservative or culturettes and transported to the laboratory immediately following collection. Specimens received on swabs are inferior to samples of tissue or fluid.  Specimens should be held at room temperature before processing. For blood specimens use the aerobic (green) BacT/Alert bottles. Fungus cultures of stool specimens have not been shown to be clinically useful and are rejected. 

PROCEDURE

Inoculation

1. All cultures are to be processed in the biological safety cabinet.  

2. All specimens should be planted on:

a. Sabouraud Dextrose Agar

b. Mycosel Agar

3. Incubate tubes in the 30(C non-CO2 incubator
4. Incubate tubes for 4 weeks.

5. For blood specimen load the draw aerobic (green) BacT/ALERT bottle in the BacT/ALERT 3D and change the incubation time to 4 weeks - See MICR 6600 R BacTALERT 3D.
Culture Workup

1. All cultures are observed weekly for 4 weeks for growth of yeast and/or mold.

2. If yeast is observed:

a. Perform a gram stain to rule out the presence of bacteria.

b. Subculture all yeast to chocolate agar and incubate at 35(C for 24 hours.

c. After incubation check the yeast colonies for “feet” (peripheral fringe).  

· If “feet” are seen, report as Candida albicans. These colonies have already produced pseudohyphae and germ tubes.
· If the specimen is a blood or body fluid, perform a Germ tube to confirm.
· If no “feet” are seen, perform a Germ Tube - See MICR 6730 R Germ Tube
· If germ tube positive; report as Candida albicans.
· If germ tube negative; perform yeast identification – See MICR 6790 R RapID Yeast Plus System 
b. Yeast IDs may be referred up to one week.
3. If a germ tube positive yeast is suspected to Candida dubliniensis isolate the yeast and incubate at 42°C. C. albicans grows at 42; C. dubliniensis does not.
4. If bacteria is detected in a BacT/ALERT Blood Culture Bottle in the absence of yeast, enter the following comment: 
· FUNBLD = UNABLE TO HOLD FUNGUS BLOOD CULTURE BOTTLE FOR 4 WEEKS DUE TO OVERGROWTH OF BACTERIA.
5. If mold is observed:

a. All mold specimens should be manipulated in a level II biologic-safety cabinet.
b. If necessary subculture the mold to a Potato Dextrose Agar (PDA) plate by embedding a small piece of the mold in the center of the plate.

c. Plates should be taped closed or sealed with parafilm to prevent accidental opening. 
d. Incubate in the 30(C non-CO2 incubator.  

e. Check for mature growth every few days.  

f. After isolate has matured, attempt to identify by preparing a tape mount or tease mount – See MICR 6750 R Lactophenol Cotton Blue Stain
g. Examine the mount for the presence of hyphae and spores.  Compare these characteristics along with colonial morphology (i.e., pigment of surface growth and reverse side) to descriptions in the various mycology texts and atlases to make identification.

h. Identification of fungus cultures will be carried out to the stage of genus.

i. If a definitive identification is need the mold isolate will be sent to the current reference lab for speciation and an identification upon request.
j. If a dimorphic fungus is suspected, send to the current reference lab for identification.  Do not open the slants. Make sure that all media (tube or plate) is sealed with parafilm for transport.

k. After examination of fungal cultures in the biologic safety cabinet, activate the ultraviolet (UV) germicidal lamp to disinfect hood.

REPORTING

1. A preliminary report of “No Fungus Isolated after X Week” will be entered into by the autodraft system weekly for 4 weeks, when the final report of “No Fungus Isolated after 4 Weeks” will be entered by the system.

2. When a fungus (yeast or mold) is isolated, stop the autodraft and remove the “No Fungus Isolated after X Weeks”. Enter a preliminary report of:

a. YEAST or MOLD

b. Document all work in the workcard

3. Update the workcard as testing is performed.

4. Enter the identification of the fungus (which could take a long time) is completed. 

5. Do not finalize the results until the culture has completed its four-week incubation period.
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