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	POLICY STATEMENT
	The microscopic staining technique is one of the earliest methods devised for detecting the tubercle bacillus and it remains a standard procedure.  The unique acid-fast characteristic of Mycobacteria make the staining technique valuable in early presumptive diagnosis as well as in providing information about the number of acid-fast bacilli present. Once these Mycobacteria are stained with the aniline dye, basic fuchsin, they are difficult to decolorize, and retain the red color even when treated with a mixture of acid and alcohol. Other bacteria lacking the wax content of the tubercle bacillus cell wall fail to retain the basic dye.

	PURPOSE
	This procedure provides technical instruction for the performance of the Kinyoun AFB Stain.

	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 Kinyoun AFB Stain procedure without exception. In addition, testing personnel are also responsible for evaluating the results and taking proper remedial action. 

	RELATED DOCUMENTS
	MICR 6740 F Kinyoun (AFB) Stain QC Chart
MICR 6700 R AFB Cultures 
MICR 6705 R Auramine-Rhodamine (AFB) Fluorescent Stain
MICR 6011 R Critical Care Indicators
MICR 6050 R Health Dept Notification

MICR 6050 Fb BDC-29-A AFB


SPECIMEN HANDLING

Heat fixed slide of concentrated or direct specimen – see MICR 6700 R AFB Cultures 
REAGENTS 

· TB Kinyoun Carbolfuchsin 

· TB Decolorizer 3% Acid Alcohol,

· TB Methylene Blue
Store all stains at 15( to 30(C.  Do not use stains beyond the expiration date.

QUALITY CONTROL

A commercially prepared AFB QC slide should be included with each run of stains.  This will verify the correct performance of the procedure as well as the staining intensity of the acid-fast organisms. Store slides below 30°C. Does not use beyond the expiration date.
· Positive (circle) control = Mycobacterium tuberculosis H37ra, S. aureus ATCC 25923 and K. pneumoniae ATCC 13833. Stain = acid-fast rods mixed with non-acid-fast cells and debris.

· Negative (circle) control = S. aureus ATCC 25923 and K. pneumoniae ATCC 13833. Stain = non-acid-fast cells and debris with not more than an occasional acid-fast rod.

PROCEDURE

1. Heat fix the control slides by placing the slide on an electric slide warmer
2. Place slides heat fixed slides on the staining rack 
3. Keep slides well separated during the staining process to avoid cross contaminating carry-over
4. Flood with TB Kinyoun Carbolfuchsin for 5 minutes 
5. Rinse slide gently with water
6. Flood slide with TB Decolorizer for 3 minutes
7. Rinse slide gently with water
8. Repeat decolorization for 1 to 2 minutes or until no red stain appears

9. Rinse slide gently with water
10. Flood slide with counterstain TB Methylene Blue for 3 to 4 minutes.

11. Rinse slide gently with water
12. Allow slide to air dry
13. Examine slide with a 100X oil immersion objective. Thoroughly examine the smear for the presence of acid-fast bacilli. It is recommended that a minimum of 100 fields be examined.

REPORTING
· A positive smear should stain dark red to pink rods against a blue background. Results are entered in Meditech using result entry as "acid fast bacilli seen" 
· A negative smear will stain blue rods against a blue background. Results are entered in Meditech using result entry as "no acid fast bacilli seen".
Notification of positive AFB smear

1. Enter the result in the Critical Care Indicators (CCI) – see MICR 6011 R Critical Care Indicators
2. Call the physician if the patient is discharged. 
3. Call Infection Prevention and Control 
4. FAX report is to the Baltimore City Health Department using form MICR 6050 Fb BDC-29-A AFB – See MICR 6050 R Health Dept Notification
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