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	INTENDED USE

ImmunoCard STAT/EHEC is an immunochromatographic rapid test for the qualitative detection of Shigatoxin 1 and 2 (also called Verotoxins) produced by E.Coli in cultures derived from clinical stool specimens.  ImmunoCard STAT/EHEC is used in conjunction with the patient’s clinical symptoms to aid in the diagnosis of diseases caused by enterohemorrhagic E.Coli (EHEC) infections.

Among the E.Coli human pathogens, Shigatoxin-producing strains of E.Coli have gained importance in recent years.  The group of EHEC with their highly pathogenic serovars 0157:H7, 026, 0103, 0111, 0145 and other strains are of particular concern.  EHEC are capable of initiating life threatening illnesses, particularly in young children, the elderly and patients with immuno deficiency.

PRINCIPLE

ImmunoCard STAT/EHEC is an immunochromatographic rapid test utilizing monoclonal antibodies labeled with red-colored gold particles.  The test device has a circular sample port and an oval-shaped test (Toxin 1, Toxin 2) and control (Control) window.

MATERIALS NEEDED 

1. Incubators, 35-39 C

2. Vortex

3. Interval Timer

4. Biohazardous Discard

5. Disposable Gloves

6. MacConkey broth

PRECAUTIONS

1. For in vitro diagnostic use.

2. The Positive Control reagent contains formalin-treated (inactivated) shiga toxins

ST1 and ST2.  It should be handled, however, as a potentially hazardous material.

3. Some reagents contain the preservative sodium azide which is a skin irritant.

4. Do not use kit or components beyond their assigned expiration dates.
5. Test devices are packaged in foil pouches that exclude moisture during storage.  Inspect each foil pouch before opening.  Do not use devices from pouches that have holes in the foil or where the pouch has not been completely sealed.  

6. Do not use the Sample Diluent or Positive Control if it is discolored or turbid.  Discoloration or turbidity may be a sign of microbial contamination.

7. Directions should be read and followed carefully.

8. This is not a direct stool test.  Stool specimens must be cultured on SMAC agar plates or MacConkey broth before testing.  Failure to enrich samples before testing will cause erroneous results.

9. Best results will be obtained if broth samples are tested fresh.  Multiple freeze thaw cycles should be avoided.

10. Dispose of stool specimens as potentially biohazardous materials.

SPECIMEN PREPARATION/ENRICHMENT – BROTH METHOD

1. Use an applicator stick to mix stool thoroughly regardless of consistency.

2. Using a pipette or transfer pipette 

a. Unpreserved specimen: Add 50 ul of unpreserved specimen to a culture tube of 5ml of MacConkey broth.

b. Modified Cary Blair Medium:  Add 150ul of the preserved specimen to a culture tube containing 5ml MacConkey broth.

c. Non pipetable stool: Use a wooden applicator stick to transfer 3-4mm round pellet of stool into 5ml MacConkey broth.

3.  Incubate inoculated broth with caps loose at 35-39 degrees C for 16-24 hours.  (Visually observe the broth tubes for growth).

DO NOT PROCEED WITH TESTING if the broth tube does not show growth after incubation as false negative results may occur.   Repeat the broth enrichment using the same stool sample.  Report as  “Unable to perform Shiga toxin test due to lack of gram negative growth “ (MNOSHIGA)
BROTH METHOD – TEST PROCEDURE

1. Bring all Test Devices, reagents and samples to room temperature (20-25 degrees C) before testing.

2. Use one ImmunoCard STAT/EHEC Test Device for each patient sample.

3. Remove the Test Device from the foil pouch.  Label the device with the patient’s identification.

4. Using the transfer pipette provided in the kit, add 150 ul of stool broth (second mark from the tip of the pipette) to the sample port of the device.

5. Incubate the test at 20-25 degree C for 20 minutes.

6. Read the results within ONE MINUTE after the end of incubation.

READING RESULTS

Negative Test:  A PINK-RED band at the Control Line position.  No other bands present.

Positive test for Shiga toxin 1: PINK-RED bands at the Control and Toxin 1 line positions.  No bands at the Toxin 2 test line.  The appearance of a Toxin 1 test line, even if very weak, indicates the presence of Shiga Toxin 1.  The intensity of the test line can be less than that of the Control line.

Positive test for Shiga toxin 2: PINK-RED bands at the Control and Toxin 2 line positions.  No bands at the Toxin 1 test line.  The appearance of a Toxin 2 test line, even if very weak, indicates the presence of Shiga Toxin 2.  The intensity of the test line can 

be less than that of the Control line.

Positive test for Shiga toxin 1 and 2: PINK-RED bands at the Control, Toxin 2 and Toxin 1 line positions.  The appearance of Toxin 2 and Toxin 1 test lines, even if very weak, indicates the presence of Shiga Toxin 1 and 2.  The intensity of the test line can be less than that of the Control line.

*A positive test for Shiga toxin 1 or or 2 must be referred to Ventura County Public Health for confirmation.

Invalid Test Results:
1. No band at the designated position for the Control line.  The test is invalid since the absence of a control band indicates the test procedure was performed improperly or that deterioration of reagents has occurred.

2. A PINK-RED band appearing at either Toxin 1 or Toxin 2 Test line position of the device after the defined incubation limit or a band of any color other than PINK-RED .  Falsely positive results may occur if tests are incubated too long.  Bands with colors other than PINK-RED may indicate reagent deterioration.

Obtain a new sample and retest when the original sample repeatedly produces unreadable results. 
REPORTING:
Negative for Shiga 1 and Shiga 2: No shiga toxin 1 or 2 detected  (MNHEC)
Positive for Shiga 1: Shigatoxin 1 detected.  Shigatoxin 2 not detected (Shiga1)

Positive for Shiga 2: Shigatoxin 2 detected.  Shigatoxin 1 not detected (Shiga2)

EXTERNAL CONTROLS

External Positive and Negative Controls should be run with each new lot/shipment.

EXPECTED VALUES

The positive rate for each laboratory will be dependent on several factors including the method of specimen collection, the handling and transportation of the specimen, the time of year or the presence of EHEC infection at the time of testing.  A negative test should be expected in the absence of EHEC infection.

LIMITATIONS

1. The test is qualitative and no quantitative interpretation should be made with respect to the intensity of the positive line when reporting the result.

2. Test results are to be used in conjunction with information available from the patient’s clinical evaluation and other diagnostic procedures.
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