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AccuDiag™
E. histolytica IgG (Amebiasis)
ELISA Kit

Cat # 8201-35

v C% See external LabeL.c/i/ W 96 Tests

E. histolytica IgG

e (Amebiasis) ELISA
Method Enzyme Linked
Immunosorbent Assay
Principle Sandwich Complex

Qualitative : Positive,

EEIEEAE [ Negative Control

Sample 5 pL serum
Total Time ~ 20 min.
Shelf Life 12 Months f_rom the
manufacturing date
Specificity 100 %
Sensitivity 100%

INTENDED USE

The E. Histolytica (Amebiasis) ELISA Test is an yme linked immunosorbent
assay (ELISA) for the qualitative identification aferum 1gG antibodies to
Entamoeba histolytica.

SUMMARY AND EXPLANATION

Generally, the disease of Amebiasis is found inualmer of tropical regions where
living conditions and poor sanitation cause sigaffit health problems.
Transmission of the disease centers around natipalations and tourists traveling
from these areas. A protozoan parasite callednimeha histolytica is the causing
agent of Amebiasis, and the disease usually shqwsaal intestinal problems.
Symptoms are generally mild, but in some casesotiganism becomes extra-
intestinal and can lead to abscesses, primaribctffg the liver.

Serological tests are recommended for extra-imastiliagnosis, making sure to
isolate the disease from other diseases of the lbreulcerative colitis, for example.
This E. histolytica (Amebiasis) ELISA Test shouldtrbe used for diagnosing
intestinal infections. Intestinal infections a@negentionally established through an
Ova and Parasite (O&P) test, or an E. histolyticafeantigen assay. A positive
result may not automatically be evidence of anvacthfection, and a negative
outcome at least assures exclusion of a suspectadtélytica tissue invasion.

TEST PRINCIPLE

The principle of the E. histolytica (Amebiasis) BA test is a three-incubation
process whereby the first incubation involves tloating of the wells with E.
histolytic antigen. During this step, any antilesithat are reactive with the antigen,
will bind to the wells. Next, the wells must beshad to remove test sample. At
this point Enzyme Conjugate is added. During #f@sond incubation, the Enzyme
Conjugate will bind to any antibodies present. detfthe third incubation step, more
washings are necessary. Then a chromogen (tetrgimenzidine or TMB) is
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added. With the presence of Enzyme Conjugate hadperoxidase causing the
consumption of peroxide, the chromogen changes litue color. The blue color
turns to a bright yellow color after the additiohtlee stop solution, which ends the

reaction. ELISA readers can be used to obtainltsgsor the results can be read
visually.
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SPECIMEN COLLECTION AND PREPARATION

Coagulate blood and remove serum. Freeze sampRO&C or lower if not used
immediately.

Do not heat inactivate serum and avoid repeatedifig and thawing of samples.

Test samples: Make a 1:64 dilution of patientshaesing the dilution buffer (e.g. 5 pl
sera and 315 pl dilution buffer).

MATERIALS AND COMPONENTS

Materials provided with the test kits

1. Plate: Microwells containing E. histolytica strain NIH-2Qintigens - 96 test
wells in a test strip holder.

2. EnzymeConjugate: One (1) bottle containing 11ml of Protein-A coggtied to
peroxidase.

3. Positive Control: One (1) vial containing 1 ml of diluted positixebbit serum.

4. Negative Control: One (1) vial containing 1 ml of diluted human serum

5. TMB substrate Solution: One (1) bottle containing 11 ml of the chromogen
tetramethylbenzidine (TMB).

6. Wash Concentrate 20X One (1) bottle containing 25 ml of concentrated
buffer and surfactant.

7.  Dilution Buffer : One (1) or Two (2) bottles containing 30 ml offered
protein solution.

8.  Stop Solution One (1) bottle containing 11 ml of 0.73 M phospbacid.

Materials required but not provided

Pipettes

Squeeze bottle for washing strips (narrow tip eoremended)

Reagent grade water and graduated cylinder

Tubes for sample dilution

Absorbent paper

ELISA plate reader with a 450 nm and a 620-650 ifter {optional if results
are read visually.
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Preparation

Wash Buffer - Remove cap and add contents of otd&5 ml of reagent grade water.
Place diluted wash buffer into a squeeze bottle aibarrow tip opening.

Note: Washings consist of filling to the top of lkeagell, shaking out the contents and
refilling.

Avoid generating bubbles in the wells during thehiag steps.

ASSAY PROCEDURE

1. Break off number of wells needed (two for colstidus number of samples)
and place in strip holder.

2. Add 100 pl (or two drops) of the negative cohtoowell #1, 100 pl of the

positive control to well #2 and 100 pl of the d¢i#id (1:64) test samples to the

remaining wells.

Note: Negative and positive controls are supplied puted. Do not dilute

further.

Incubate at room temperature (15 to 25 °C) fominutes.

Shake out contents and wash 3 times with theetilwash buffer.

Add 100 pl of Enzyme Conjugate to each well.

Incubate at room temperature for 5 minutes.

Shake out contents and wash 3 times with waffbrb&lap wells against

paper towels to remove excess moisture.

Add 100 pl of the Chromogen to every well.

Incubate at room temperature for 5 minutes.

0. Add 100 pl of the Stop Solution and mix by fagstrip holder.
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RESULTS

Visually: Look at each well against a white background (paper towel) and
record as clear or +, ++ or +++ reaction.
ELISA Reader: Zero reader on air. Set for bichromatic readingt8/620-650 nm.

Troubleshooting

Negative control has excessive color after devetapm

Reason:inadequate washings

Correction: wash more vigorously. Remove excessive liquid ftbewells by
tapping against an Absorbent towel. Do not allost teells to dry out.

Interpretation of the Results- ELISA Reader

Zero ELISA reader on air. Read all wells at 450/620 nm.
Positive - Absorbance reading greater than 0.4 OD units.
Negative- Absorbance reading less than 0.4 OD units.

A positive OD reading indicates that the patienyda infected bye. histolytica.

A negative OD reading indicates that the patiens @ detectable level of
antibodies. This may be due to lack of infectionpoor immune response by the
patient.

Interpretation of Results -Visual
Compare results to the controls. A sample shoeldnterpreted as positive if the
degree of color is significant and obvious.

QUALITY CONTROL

The use of controls allows validation of kit stélil The kit should not be used if
any of the controls are out of range.
Expected values for the controls are:

Negative- 0.0 to 0.3 OD units

Positive- 0.5 OD units and above

PERFORMANCE CHARACTERISTICS

Reference Method *

+ -
Diagnostic + 14 0
Automation,Inc. - 0 65

Positive Agreement: 100% (14/14)
Negative Agreement: 100% (65/65)

*Reference Method refers to a commercially avaddblLISA.

LIMITATIONS OF PROCEDURE
Serologic results are an aid in diagnosis but cebeaised as the sole method of

diagnosis.

EXPECTED VALUES

The number of individuals showing positive resué vary significantly between
populations and geographic regions. If possiblehdaboratory should establish an
expected range for its patient population.

PRECAUTIONS

1. Do not use solutions if they precipitate or becarfeeidy. Wash concentrate
may show crystallization upon storage at 2-8 °@statlization will disappear
after dilution to working strength.
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2. Do not use serum that may have supported micrghiaith, or is cloudy due to

high lipid content. Samples high in lipids shoutddtarified before use.

Treat all sera as if capable of being infectiousgétive control has been tested
and found negative for Hepatitis B surface antiged for the antibody to HIV
by required test methods.

This product should be used under appropriateysedetditions that would be used for
any potentially infectious agent.
Do not add azides to the samples or any of theergag

STORAGE

1. Reagents, strips and bottled components shoultbbedsat 2-8 °C.
2. Squeeze bottle containing diluted wash buffer may diored at room
temperature).
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