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Instructional Booklet Read Completely Before Use.
The kit is used for research only.

1.
General Description
The Ciguatoxin ELISA Test Kit is an immunoassay for the detection of the ciguatoxin. This test is suitable for the quantitative and/or qualitative detection of ciguatoxin in contaminated samples. Samples requiring regulatory action should be confirmed by HPLC, GC/MS, or other conventional methods.

2.
Safety Instructions
The standard solutions in this test kit contain small amounts of ciguatoxin. In addition, the stop solution contains diluted sulfuric acid. Avoid contact of stopping solution with skin and mucous membranes. If these reagents come in contact with the skin, wash with water.

3.
Storage and Stability
The Ciguatoxin ELISA Test Kit should to be stored in the refrigerator (4–8°C). The solutions must be allowed to reach room temperature (20-25°C) before use. Reagents may be used until the expiration date on the box.

4.
Assay Principles
The method is based on a competitive colorimetric ELISA assay. The CTX antibody has been coated in the plate wells. During the analysis, sample is added along with the cigutoxin antibody -HRP specific for the target drug. If the target is present in the sample, it will become antibody-antigen-enzyme-antibody complex. The resulting color intensity, after addition of substrate, has an relationship with the target concentration in the sample.

5.
Performance Data
Assay range  0.8-70ng/L
Store :2-8℃

Validity :12 months

A.
Reagents And Materials Poviede.
The kit in its original packaging can be used until the end of the month indicated on the box label when stored at 2-8℃.
1.
Microtiter plate coated with ciguatoxin (12 X 8 strips)
2.    Microplate Sealers （2×96）
2.
Ciguatoxin Standard, 72ng/L, 0.5 mL . .

3.
Ciguatoxin Antibody-HRP Conjugate Solution, 6 mL.

4.
Sample Diluent , 6mL. Use to dilute samples.

5.
Wash Solution(20X) Concentrate, 20 mL.

6.
Color Solution B,
6 mL.

7.
Color Solution A,
6mL.

8.
Stop Solution,
6 mL.

9.
Standard diluent ,1.5ml

10.
Closure plate membrane  2

11.
Sealed bags 1

B. Test Preparation
Micro-pipetting equipment and pipette tips for pipetting the standards and the samples are necessary. We recommend using a multi-channel pipette or a stepping pipette for adding the conjugate, antibody, substrate and stop solutions in order to equalize the incubation periods of the solutions on the entire microtiter plate. Please use only the reagents and standard from one package lot in one test, as they have been adjusted in combination.

1.
Adjust the microtiter plate and the reagents to room temperature before use.

2.
Remove the number of microtiter plate strips required from the foil bag. The remaining strips are stored in the foil bag and zip-locked closed. Store the remaining kit in the refrigerator (4-8°C).

3.
The conjugate, substrate and stop solutions are ready to use and do not require any further dilutions.

4.
Dilute the Wash Buffer concentrate at a ratio of 1:30. If using the entire bottle (20 mL), add to 380 mL

of deionized or distilled water.

5.
The stop solution should be handled with care as it contains diluted H2SO4.

C. Additional Materials (not included with the test kit)
1.
Microtiter plate reader (wave length 450 nm)

2.
Mixer

3.
Graduate

4.
Funnel

5.
Whatman No 1 filter

6.
Micro-pipettes with disposable plastic tips (10-200 and 200-1000 µL)

7.
Distilled or Deionized water.

8.
Methanol

D.
Preparation of Samples
1.
Weigh 10 g of homogenized fish or de-shelled shrimp (should have a paste-like consistency) or sample into a 50 mL centrifuge tube.

2.
Add 20 mL of 70% methanol. Vortex thoroughly for 3minute.

3.
Filter a minimum of 5 mL of the extract through Whatman No 1 filters and collect the extract into a clean container.

4.
Take 20ul of supernatant,add sample diluent 80ul
5.
Use 50 ul per well for the assay.

  Dilution  factor :  10
E.
Assay Procedure

Standard Dilution

	Standards
	Source
	Volume of Solution to add from Source Tube
	Volume of Diluent

	48 ng/L
	72ng/L
	100µL
	50µL

	32 ng/L
	48ng/L
	70µL
	35µL

	16 ng/L
	32ng/L
	50µL
	50µL

	8 ng/L
	16ng/L
	50µL
	50µL

	4 ng/L
	8ng/L
	50µL
	50µL


1. Add 50 µL standard or sample to the individual well.set blank well separately(blank well don’t add sample and HRP ,other steps  are same )
2. Incubate  for 30 minutes at 37 0C

3. After incubation, remove the covering and vigorously shake the contents of these wells into a sink.Wash the strips five times using the 1X washing buffer solution. Use at least a volume of 250 µL of washing buffer for each well and each washing step. Remaining buffer in the wells should be removed by patting the plate dry on a stack of paper towels.

4. Add 50 µL of ciguatoxin atibody-HRP to the individual wells successively using a multi-channel pipette or a stepping pipette. Cover the wells with parafilm or tape and mix the contents by moving the strip holder in a circular motion on the benchtop for about 30 seconds. Be careful not to spill contents.

5. Incubate for 30 minutes at 37 0C.

6. After incubation, remove the covering and vigorously shake the contents of these wells into a sink.Wash the strips five times using the 1X washing buffer solution. Use at least a volume of 250 µL of washing buffer for each well and each washing step. Remaining buffer in the wells should be removed by patting the plate dry on a stack of paper towels.

7. Add 50 µL of color solution A to the wells. Then add 50 µL of color solution B to the wells.Cover the wells with parafilm or tape and mix the contents by moving the strip holder in a circular motion on the benchtop for about 30 seconds. Incubate the strips for 15 minutes at 37 0C. Protect the wells from direct sunlight.

8. Add 50 µL of stop solution to the wells in the same sequence as for the substrate solution.

9. Read the absorbance at 450 nm using a microplate ELISA photometer within 5 minutes after the addition of the stopping solution.Take blank well as zero.
F.
Interpretation of Result
1.
Quantitative interpretation
A standard curve can be constructed by plotting the  absorbance obtained from each reference standard against its concentration in ng/mL on a logarithmic curve

Use the absorbance values for each sample to determine the corresponding concentration of the tested drug in ng/mL from the standard curve.
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