
Cat. No.:DEIA1059
Pkg.Size:96T

Intended use

This kit use PTS solid phase antigen to detect specific IgG antibody against PTS antigen, have high sensitivity, specificity,
reproducibility, and is easy to operate quickly and can be used in multiple times.

General Description

Trichinosis (also called trichinellosis) is caused by nematodes (roundworms) of the genus Trichinella. In addition to the classical
agent Trichinella spiralis, which is found worldwide in many carnivorous and omnivorous animals, four other species (T.
pseudospiralis, T. nativa, T. nelsoni, and T. britovi) are recognized. Trichinosis is acquired by ingesting meat containing cysts of
Trichinella. After exposure to gastric acid and pepsin, the larvae are released from the cysts and invade the small bowel mucosa
where they develop into adult worms (female 2.2 mm in length, males 1.2 mm). After 1 week, the females release larvae that
migrate to the striated muscles where they encyst. Encystment is completed in 4 to 5 weeks and the encysted larvae may
remain viable for several years. Ingestion of the encysted larvae perpetuates the cycle. Trichinosis infection occurs worldwide,
but is most common in parts of Europe and the United States. Light infections may be asymptomatic. For mild to moderate
infections, most symptoms subside within a few months whereas fatigue, weakness, and diarrhoea may last for months. In
severe cases, death can occur.

Principle Of The Test

The immunoenzymatic determination of antibodies against Trichinella spiralis is based on the ELISA (Enzyme-linked
Immunosorbent Assay) technique. Microtiter strip wells are precoated with Trichinella spiralis antigens to bind corresponding
antibodies of the specimen. After washing the wells to remove all unbound sample material, horseradish peroxidase (HRP)
conjugate is added. This conjugate binds to antigen-antibody complexes. The immune complex formed by the bound conjugate
is visualized by adding Tetramethylbenzidine (TMB) substrate which gives a blue reaction product. The intensity of this product
is proportional to the amount of Trichinella spiralis-specific antibodies in the specimen. Sulphuric acid is added to stop the
reaction. This produces a yellow endpoint colour. Absorbance at 450 nm is read using an ELISA microwell plate reader.

Reagents And Materials Provided

1. 8× Coated microtiter strips: ready to use
2. 1× Conjugate solution: ready to use
3. 1× concentratedWashing solution: ready to use
4. 1× Substrate A solution: ready to use
5. 1× Substrate B solution: ready to use
6. 1× Sample dilution: ready to use
7. 1× Stopping solution: ready to use
Warning: Stopping solution irritates eyes and skin. Keep out of the reach of children. Upon contact with the eyes, rinse
thoroughly with water and consult a doctor.
8. 1× Positive control: ready to use
9. 1× Negative control: ready to use
10. 1× Instruction sheet
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Materials Required But Not Supplied

1. Validated microplate reader.
2. Deionized or distilled water.
3. Validated adjustable micropipettes, single and multi-channel.
4. Automatic microtiter plate washer or manual vacuum aspiration equipment.
5. 37 °C incubator.

Storage

Store at 4°C for frequent use, at -20°C for infrequent use. Avoid multiple freeze-thaw cycles.

Assay Steps

Bring all reagents to room temperature (18 - 25°C) before use.
1. Diluting concentrated washing solution
Dilute the concentrated washing solution with distilled water or deionized water at 1:10, e.g. add 270 ml distilled water in 30 ml
concentrated washing solution, and mix thoroughly.
2. Sample preparation:
Dilute the serum sample with sample dilution at 1:100, e.g. 5 μl serum + 495 μl sample dilution, mix thoroughly.
3. Adding samples and controls
Leave well A1 as reagent blank. Pipette controls and samples as follows:
100 μl of negative control and positive control respectively, and 100 μl diluted samples each into remaining wells.
Incubation at 37 ℃ for 30 minutes. Discard liquid of the wells and fill all wells with diluted washing solution, incubate for 1 minute
and discard. Repeat washing procedure two more times as above. At the end of the washing step, carefully remove remaining
fluid by tapping the strips on the tissue paper prior to the next step.
4. Adding conjugate solution
Add 1 drop conjugate solution into all wells and incubate at 37 ℃ for 30 minutes. Discard liquid of the wells and wash 3 times as
described in step 3.
5. Adding substrates
Add one drop of substrate A solution and B solution respectively, incubate at 37 ℃ for 10 minutes.
Add one drop of stopping solution into all wells. Before reading results with ELISA microtiter plate reader, set the reagent blank
well A1 to zero. Measure the absorbance of all wells at 450 nm (reference wavelength: 630 nm).

Quality Control

Judgment by microtiter plate reader
Cut-off value = 2.1×A- (absorbance of negative control)

Reproducibility

Intra-Assay: CV<10%
Inter-Assay: CV<10%

Precautions

1. Do not exchange reagents from different lots, or use reagents from other commercially available kits. The components of the
kit are precisely matched as to achieve optimal performance during testing.
2. Make sure that all reagents are within the validity indicated on the kit box and are of the same lot. Never use reagents beyond
the expiry date stated on reagents labels or on the kit box.
3. CAUTION - CRITICAL STEP: Allow the reagents and samples to stabilize at room temperature(18-30℃) before use. Shake
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reagent gently before, and return to 2-8℃ immediately after use.
4. Use only sufficient volume of sample as indicated in the procedure steps. Failure to do so, may cause in low sensitivity of the
assay.
5. Do not touch the bottom exterior of the wells; fingerprints or scratches may interfere with microwell reading.
6. When reading the results, ensure that the plate bottom is dry and there are no air-bubbles inside the wells.
7. Never allow the microplate wells to dry after the washing step. Immediately proceed to the next step. Avoid the formation of air
bubbles when adding the reagents.
8. Avoid assay steps long time interruptions. Assure same working conditions for all wells.
9. Calibrate the pipette frequently to assure the accuracy of samples/reagents dispensing. Always use different disposal pipette
tips for each specimen and reagents as to avoid cross-contaminations. Never pipette solutions by mouth.
10. The use of automatic pipettes is recommended.
11. Assure that the incubation temperature is 37℃ inside the incubator.
12. When adding samples, avoid touching the well’s bottom with the pipette tip.
13. When reading the results with a plate reader, it is recommended to determine the absorbance at 450nm or at 450nm with
reference at 630nm.
14. If using fully automated microplate processing system, during incubation, do not cover the plates with the plate cover. The
tapping out of the remainders inside the plate after washing, can also be omitted.
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