	[image: image1.emf]
	TITLE: 
Fecal Lactoferrin ( marker for

fecal leukocytes) LEUKO EZ VUE METHOD
	DEPT OF LAB MEDICINE

CLINICAL HEMATOLOGY
Policy and Procedure  Manual

	
	
	DOCUMENT #

H-04-010

	
	
	Page 1 of 4
- 1 -

	WRITTEN BY:

Susan Richardson MT (ASCP)
	EFFECTIVE DATE:

02-2009
	REVISION:

H-3 
	SUPERCEDES:

H-2     



I.
PRINCIPLE:
Diarrheal diseases can be classified as either inflammatory or non-inflammatory.  The presence of fecal leukocytes assists the clinician in the differential diagnosis and subsequent treatment.   The determination of fecal leukocytes by microscopy has been the preferred method used in clinical laboratories for many years. However, microscopy is not standardized and its efficacy is limited. Many   external factors such as specimen collection, time lapse between collection and examination and lower sensitivity due to cell lysis can affect this method. As a result of these factors, intact recognizable fecal leukocytes may not be detectable by microscopy.   During an intestinal inflammatory response fecal leukocytes release lactoferrin. Lactoferrin can be detected even if the leukocytes present in the specimen have been degraded by either time or toxins. LEUKO EZ VUE utilizes an immunochromatographic methodology for the qualitative detection of elevated levels of fecal lactoferrin, a marker for fecal leukocytes and an indicator of intestinal inflammation. This method utilizes rabbit-anti-lactoferrin antibodies conjugated with gold particles. The membrane cassette (sample application) contains 2 stripes of antibodies; one contains anti -lactoferrin antibodies and the other an internal control containing anti- IgG antibodies. Upon sample application, the diluted stool sample and gold conjugate migrate by capillary action. If elevated lactoferrin is present, gold conjugate- lactoferrin complexes form and is immobilized by anti-lactoferrin antibodies. This complex appears as a single vertical red line in the test portion of the result window indicating a positive result.
II.    
MATERIALS:
        
A.
Included in LEUKO EZ VUE kit:  Reagents can be stored at room temperature, 


do not freeze.    
       

1.
Diluent, 65 mL (ready-to-use), contains phosphate-buffered saline, 




detergent and  
0.1% sodium azide)   

         

2.
Membrane Cassettes, 25 (1 membrane cassette per pouch; each 




membrane is coated with anti-lactoferrin antibodies and contains 




antibodies conjugated to colloidal gold) 

         

3.
Positive Control, 1.0 mL (phosphate-buffered saline containing purified 



human 
lactoferrin and 0.1% sodium azide)
         

4.
Disposable plastic pipettes, 25 (flared section = 50 uL)

         

5.
Disposable sample preparation devices, 25 (25 tubes, 25 filter tips)

         

6.
Stock Transfer Pipettes

III.
COLLECTION AND HANDLING OF FECAL SPECIMENS:

A.
Fecal specimen should be collected into a clean, airtight container with no



preservatives. Specimens should be stored between 2-8 degrees C or at room 

                        temperature for up to 2 weeks from time of collection then stored frozen at -20

                        degrees.  Allowing sample processing to be done in batches.



Diluted specimens should be stored between 2-8 degrees c or at room temperature



for up to 48 hours then discarded.

          

Note: This test will be done daily on day shift only, on liquid, semi-solid and 



solid stools.  
  IV.    
PROCEDURE:
A.
Reagents from the kit should be at room temperature before use. 


1.
Set up plastic sample tube for each stool specimen to be tested.


2.
Dispense into each tube 2.5 ml diluent using stock transfer pipette.


3.
Vortex stool sample.


4.
Use small plastic pipette provided in kit to transfer 50uL(flared end) stool 


into diluent (resulting dilution, 1:50).


5.
Rinse pipette in diluent, let sit a few seconds if necessary to dispense stool 

from pipette.


6.
Top tube with filter tip, vortex tube for 10 seconds.


7.
Open membrane cassette pouch right before testing, label with specimen 


number, holding tube vertically dispense 5 drops into sample well.


8.
Incubate sample at room temperature for ten minutes.


9.
Read results promptly at ten minutes.

Note: If testing a previously diluted and stored specimen, vortex thoroughly and allow coming to room temperature before testing.     
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V.
QUALITY CONTROL:

A.
Internal:  A red control line must be visible on the “C” side of the Results  

    

Window on every Membrane Cassette that is tested.  The appearance of the red 



control line confirms that the sample and reagents were added correctly, that



the reagents were active at the time of performing the assay, and that the sample



migrated properly through the Membrane Cassette.  A clear background in the 



result area is considered an internal negative control.  If the test had been 



performed correctly and reagents are working properly, the background will be 



clear to give a discernable result.

B.
External:   The reactivity of LEUKO EZ VUE test should be verified on receipt

           

for each new lot # kit opened.



Using the Positive Control (provided) and the Diluent (provided) as the negative



control.  The Positive Control confirms the reactivity of the other reagents. If 

           

running External QC, each control requires only 3 drops into sample well. 
VI.  
INTERPRETATION OF RESULTS:

A.
Positive Result:  Two red lines are visible, a single red line at the “T” test portion



of the Results Window and a single red line at the “C” control portion of the 




Results Window, indicating the presence of elevated fecal lactoferrin and a



properly reactive control. Note: a faint red line is considered a positive result.

B.
Negative Result:   A single red line is visible in only the “C” control portion of 



the Results Window, indicating the absence of elevated fecal lactoferrin and a



properly reactive control.

C.
Invalid Result:   All completed reactions should have a visible red line at the “C”



control portion of the Results Window.  The test is invalid if a control line is not 



present or if no lines appear on completed Membrane Cassette. Need to repeat.
           D.
Reporting Results:  Results are reported as either “negative” or “positive.”
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VII.  
LIMITATIONS OF PROCEDURE:

A.
The LEUKO EZ VUE test detects elevated levels of lactoferrin released from



fecal leukocytes as a marker of intestinal inflammation.  The test may not be



appropriate in immunocompromised persons.  The 1:50 dilution utilized in this 



test has been found to be optimal.  Lower dilutions may result in false positives



due to the presence of normal lactoferrin levels.  At this time this test is only 



valid for detecting leukocytes in stool specimens.  This test is qualitative only, 



the intensity of the reaction does not indicate the amount of lactoferrin present



or the severity of disease.  Fecal specimens from breast fed infants should not be



used with this assay.
VIII.
REFERENCES:
1.
LEUKO EZ VUE manual, developed and manufactured by TECHLAB, 
Blacksburg VA, distributed by Inverness Medical, Princeton, NJ

 IX.
HISTORY:  
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