REAGEN™
Tetrodotoxin (TTX) ELISA Test Kit 
RNA97011
GENERAL DESCRIPTION

Tetrodotoxin (TTX) is a powerful neurotoxin, which is tolerance to heat, salt and cooking .Minimum lethal dose for human is about 0.5mg/60 kg of body weight, The toxicity is 1000 times great than the sodium cyanide. Every year many people are ill due to improper eating or eating puffer fish. Therefore, it is significance to accurate detection of tetrodotoxin in puffer fish in order to prevention and control of tetrodotoxin poisoning . The detection method is sensitive, fast, simple and specific, only need a small amount of fish sampling.

ASSAY PRINCIPLES

The REAGEN™ Tetrodotoxin indirect competitive ELISA is an immunoassay for the quantitative and sensitive detection of Tetrodotoxin in water samples and puffer fish samples . Antigen is coated in test wells ,The sample extract and calibrators are pipetted into the test wells followed by TTX monoclone antibody into the test wells to initiate the reaction. After this 90 minutes incubation the wells are washed with wash solution. Then add enzymes labeled anti-mouse IgG antibody, incubation, then adding the color solution, terminate the reaction by the stop solutions, measured the amount of color in each well with a microplate reader at OD 450nm The color of the unknown samples is compared to the color of the calibrators and the TTX concentration of the samples is derived.
REAGENTS AND MATERIALS PROVIDED

The REAGEN™ Tetrodotoxin ELISA kit in its original packaging can be used until the end of the month indicated on the box label when stored at 2- 8ºC.

1. Plate containing 12 test strips of 8 wells each vacuum-packed in aluminized pouch with indicating dessicant.

2. 5 vials each containing 0.6 mL of TTX calibrators corresponding to 0, 10, 30, 90 and 270 ppb.

3. 1 vial containing 6 mL of TTX antibody Solution. 

4. 1 vial containing 11 mL of enzyme conjugate Solution,

5. 1 vial containing 11 mL of colour solution.

6. 1 vial containing 6 mL of Stop Solution. (Caution! 1N H2SO4. Handle with care.)
7. 1 vial containing 30 mL of Wash Solution concentrate 10X (PBST). Needs to be diluted prior to use. 

8. Instructions
MATERIALS REQUIRED BUT NOT PROVIDED

1. Microplate Reader (including 450nm),

2. centrifuge

3. electric stove

4. micro pipette

5. magnetic stirrer
6. Graduated cylinder

7. Funnel

8. flask

9. rapid qualitative filter paper

10.separating funnel
11. Acetic acid

12. sodium hydroxide

13. deionized water or distilled water

PRECAUTIONS
1. The standard solutions of the test kit contain small amounts of TTX, Handle with care.

2. The Stop Solution is 0.5M sulphuric acid. Avoid contact with skin and mucous membranes.

3. Please put all the reagents back into the 2 ~ 8 ℃ after every Reagent addition steps.

4. Every reagent addition steps should be complete in 5 minutes.

5. Protect the strips from direct sunlight during Incubation.
6. Do not use reagents after expiration date. When OD450 of the standard 1 less than 0.5 , the reagent may be degenerate.

7. Do not combine reagents from other different Lot numbers.
STORAGE AND STABILITY
The TTX ELISA Kit should to be stored in the refrigerator (2–8°C). Do not freeze. Substrate is sensitive to light，Protect the Substrate from direct sunlight. Remove the number of microtiter plate strips required from the aluminum pouch. The remaining strips are stored in the aluminum pouch and zip-locked closed. Store the remaining kit in the refrigerator (2-8°C).
PREPARATION OF SAMPLES、

Fresh Fish

1、Weigh 5 g of homogenized globefish(muscle/skin/viscera ) sample with a beaker, add 25 mL of 0.1% acetic acid, heat to boil by electric furnace ,stir 10min. 
2、Cooling to room temperature, Supernatant was filtered in to a 50 mL centrifuge tube.

3、Adding 20mL0.1% acetic acid into precipitation, and then boil 3min.
4、Cooling to room temperature，put all the boiled samples and Supernatant in centrifuge tube. 10 minutes at 3000 rpm.
5、Measure volume of supernatant ,then put the supernatant in a separating funnel.

6、Adding equal volume of ether defatted, shock 1min, standing layer, release the water level, Measure volume of the water level then put in to another separatory funnel, then add an equal volume of ether, shock 1min, standing hierarchical sulphuric acid
7、Made water layer inpouring in a 50mL graduated cylinder. Use 1mol / L sodium hydroxide（NaOH） to adjust pH to 6.8 -7.4, Metered volume to 50mL with 1xPBST, 
8、Use 50μL the sample per well for the assay and 4°C save backup.

Dried Fish/Powder sample

Weigh 5 g of homogenized globefish(muscle/skin/viscera ) sample with a beaker, add 45mL of 0.1% ethanoic acid, heat to 80°C，extracted by sonic for 20min.

Cooling to room temperature，put all the sample suspension in centrifuge tube. 10 minutes at 3000 rpm.

Measure 0.9ml supernatant to a new tape，adjust pH to 6.8-7.4 by add 1mol/L NaOH(about 20-40uL),Metered volume to 1.0mL with 1x PBST.
Centrifuge 5 minutes at 3000 rpm, use 50μL supernatant to test.

TEST PROCEDURE 
Dilute the 10x PBST concentrate at a ratio of 1:10. Sush using 10 mL, add to 90 mL of deionized or distilled water.

Place the appropriate number of test wells and into a microwell holder. recording the location of samples and standards.

Using a pipet with disposable tips, add 50 μL of standard and samples to the appropriate test wells. Be sure to use a clean pipet tip for each.
Dispense 50 μL TTX antibody Solution into each test well. Mix well by gently rocking the plate manually for 20s, incubate the test wells for 30 minutes at room temperature (22 – 25°C)

Dump the contents of the wells into an appropriate waste container. Washing microplate 4 times with 250uL diluted wash solution(1x PBST), each time washing gently rocking the plate10s. Following the last wash tap the inverted wells onto absorbent paper to remove the last of the 1x PBST.
Dispense 100 μL of enzyme conjugate Solution into each well. Incubate the wells for 30 minutes at room temperature (22 – 25°C).
Dump the contents of the wells into an appropriate waste container. Washing microplate 4 times with 250uL diluted wash solution(1x PBST), each time washing gently rocking the plate10s. Following the last wash tap the inverted wells onto absorbent paper to remove the last of the 1x PBST.
Dispense 100 μL of colour solution into each well. Incubate the wells for 10 -15minutes at 22 – 25°C.
Dispense 50 μL of Stop Solution into each test well. . Read and record the absorbance of the wells at 450nm using a strip or plate reader.

[Note: If the absorbance of standard I (0 ng/mL) below 1.0, the antibody, HRP and TMB incubate temperature should up to 37°C]
RESULTS INTERPRETATION
Calculate the mean absorbance value for each of the standards. Calculate the %B/B0 for each standard by dividing the mean absorbance value for each standard by the Standard 1 mean absorbance. Construct a standard curve by plotting the %B/B0 for each standard on the vertical linear (y) axis versus the corresponding l g TTX toxin concentration on the horizontal logarithmic (x) axis on graph paper. %B/B0 for samples will then yield levels in ppb of TTX toxin by interpolation using the standard curve. 
The ELISA result will be multiplied by a factor 10 .

PERFORMANCE DATA

Test sensitivity: 10.0 ng/mL.
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Test reproducibility: Coefficients of variation (CVs) for standards: <10%; CVs for samples: <15%.
recovery rate：70-120%
standard curve:
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