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	Acridine Orange Stain 


	
Purpose
	This procedure provides instruction for performing ACRIDINE ORANGE STAIN.

Acridine orange, a vital stain, is a fluorochromatic dye that binds to nucleic acids of bacteria and other cells. This staining method can be used to confirm the presence of bacteria in blood cultures when Gram stain results are difficult to interpret or when the presence of bacteria is suspected but none are detected by Gram stain. The low pH of the buffer solution results in an orange staining of bacteria and fungi, and green to yellow staining of human epithethial and inflammatory cells and background debris. Under UV light, acridine orange stains RNA and single-stranded DNA orange; double-stranded DNA appears green.  


	Policy Statements
	This procedure applies to Microbiologists/virologists who perform smears requiring acridine orange stain.

	
Test Code

	
AO

	
	Reagents
	Supplies
	Equipment

	Materials
	· Acridine Orange Stain (Remel TI No. 40010)
· Store in original container at 2-8ºC until expiration date
· Protect from light
· Do not use if the color has changed from an orange-yellow, clear liquid
· Absolute methanol
	· Glass slide
	· Fluorescent microscope filtered for FITC 
· Inoculating loop


	
Special Safety Precautions

	
Microbiologists/virologists are subject to occupational risks associated with specimen handling. Refer to the safety policies:
· Biohazard Containment
· Safety in the Microbiology/Virology Laboratory
· Biohazardous Spills

	
Quality Control

	
1. Positive: Prepare smear from a known positive blood culture with staphylococci or streptococci.
2. Negative: Prepare smear from a known negative blood culture.
3. Prepare QC smears by placing a drop of a known positive and negative blood culture on a slide. Heat fix and store at RT.
4. Perform QC with each patient run. Record results on daily QC log.
5. Perform QC with each new lot or shipment before put into service. Record results in QC manual.
6. If there is a QC failure, document observation, notify supervisor and call Remel technical service at 1-800-447-3635.


	Procedure
	1. Prepare slide and air dry.

2. Fix slide with absolute methanol for 2 minutes or heat fix. 

3. Flood slide with Acridine Orange stain. Allow to stain for 2 minutes.

4. Rinse with tap water.

5. Stand slide to air dry.

6. Avoid excessive exposure to light as it may lower the intensity of fluorescence of the organisms.

7. Scan slide under 400X magnification using a fluorescent microscope. Confirm using 1000X under oil immersion.

8. Blot excess oil from slide and store frozen for one week

	

Interpretation/ Results/Critical Values
	
· Bacteria and yeast will fluoresce bright orange against a green-fluorescing or dark background. The nuclei of blood cells may also fluoresce. PMNs will stain pale green. Red cells may not stain or stain pale green.


	
Limitations

	
1. The presence of organisms in smears stained by Acridine Orange must be confirmed by culture.
2. The Acridine Orange stain does not distinguish between gram-positive and gram-negative organisms. The Gram stain can be performed by staining over the Acridine Orange stain after removing the oil with xylene.
3. Certain debris may fluoresce yellow, orange or red. Examination at a higher magnification will differentiate on the basis of morphology.


	
Method Performance Specifications
	
1. The Acridine Orange stain can be used for the detection of cell-wall deficient bacteria such as Mycoplasma that are incapable of staining with the Gram stain.

	
Result Reporting

	
1. Record culture work-ups in Sunquest MRE, Work-ups. code AO

Workups:	Wkup # 1	Workup components
	Med	: BPNK	GMS	: NOS
	Desc	: POS	AO	: POS
	Id	: NOS

2. Review work-up before filing for accuracy.
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Training Plan/ Competency Assessment

	Training Plan
	Initial Competency Assessment

	
	1. Employee must read the procedure
2. Employee will observe trainer performing the procedure.
3. Employee will demonstrate the ability to perform procedure, record results and document corrective action after instruction by the trainer.
	1. Direct observation
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