

 Malachite green ELISA Test Kit
RND99008

Product Description

REAGEN™ Malachite green plate kit is a competitive Elisa for the quantitative analysis of Malachite green in aquatic products.
Procedure Overview

REAGEN™ Malachite green plate  kit  is  a  competitive  enzyme -labeled  immunoassay. Malachite green is extracted from a sample by blending or shaking with extraction solvent. The diluted Malachite green sample extract and calibrators are pipetted into the test wells followed by malachite green antibody into the test wells to initiate the reaction. After this 30 minute incubation the wells are washed with laboratory grade water. Add Malachite green HRP conjugate for 30 minutes. Following a second wash after the incubation, a clear substrate is added to the wells and any bound enzyme conjugate causes the conversion to a blue color. After the 15 minute incubation, the reaction is stopped and the amount of color in each well is read . The color of the unknown samples is compared is compared to the color of the calibrators and the Malachite green concentration of the samples is derived.

Kit Contents, Storage and Shelf Life

REAGEN™ Malachite green ELISA Test Kit has the Malachite greenacity for 96 determinations or testing of 42 samples in duplicate (assuming 12 wells for standards). Return any unused microwells to the foil bag and reseal them with the desiccant provided in the original package. Store the kit at 2-8(C *. The shelf life is 12 months when the kit is properly stored.

	Kit Contents
	Amount
	Storage

	Malachite green  Antibody-Coated Plate
	1 x 96-well Plate (8 wells x 12 strips)
	2-8(C

	Standard:
             Negative Control

             0.05ppb

             0.15ppb

             0.5ppb

             1.5ppb

             4.5ppb
	1x1.0mL
1x1.0mL
1x1.0mL
1x1.0mL
1x1.0mL
1x1.0mL
	2-8(C

	LMG spiking (50ppb)
	1x 0.4ml
	2-8(C *

	Malachite green Antibody
	1x 12ml
	2-8(C *

	HRP-Conjugated
	1x 18ml
	2-8(C

	20X Wash Solution **
	1x28 mL
	2-8(C

	Stop Buffer **
	1x12 mL
	2-8(C

	TMB Substrate **
	1x12 mL
	2-8(C

	10X Sample Dilution Buffer
	1x25ml
	2-8(C

	Reagent A
	1x20g
	2-8(C

	Reagent B(10x)
	1x1.8ml
	2-8(C


* 
If you are not planning to use the kit for over 3 months, store Malachite green  Antibody #1 and HRP-Conjugated Antibody #2 at -20(C or in a freezer.

Sensitivity
Aquatic products: 0.05ppb 
Specificity
	Compound
	%CR(before Oxidation)
	%CR(after Oxidation)

	Malachite green
	100%
	100%

	Leucomalachite green
	<1%
	100%

	Crystal Violet
	120%
	120%

	LeucoCrystal Violet
	<1%
	120%


Required Materials Not Provided With the Kit

1. Laboratory quality distilled or deionized water.

2. Graduated cylinder,100ml or larger .

3. Glassware for sample extraction and extract collection.

4. Acetonitrile

5. NaCl 

6. Pipet with disposable tips capable of dispensing 50μl

7. Multi-channel pipet; 8 channel capable of dispensing 50 and 100 μL
8. paper towels or equivalent absorbent material 

9. Microwell plate or strip reader with 450nm filter

10. Timer.

11. Vortex mixer.

Warnings and Precautions

1. Each reagent is optimized for use in Abraxis Malachite green Plate Kit .Do not substitute reagents from any other manufacturer into the test kit. Do not combine reagents from other Abraxis Malachite green Plate Kites with different Lot numbers.

2. Dilution or adulteration of reagents or samples not called for in the procedure may result in inaccurate results.

3. Do not use reagents after expiration date.

4. Reagents should be brought to room temperature , 20-28℃(62-82℉)prior to use . Avoid prolonged (>24hours) storage at room temperature.

5. Malachite green is an antibiotic and should be treated with care.

6. The Stop Solution is 1N hydrochloric acid,Avoid contact with skin and mucous membranes. Immediately clean up any spills and wash area with copious amounts of water. If contact should occur. immediately flush with copious amounts of water.
SAMPLE PREPARATION

Be sure samples are properly stored. In general, samples should be refrigerated at 2-4°C for no more than 1-2 days. Freeze samples to a minimum of -20°C if they need to be stored for a longer period. Frozen samples can be thawed at room temps (20 – 25(C / 68 – 77(F) or in a refrigerator before use.

Preparation Reagents:

     Reagent B: Dilute Reagent B 1:9 with 100% Acetonitrile(for example, 1 mL of Reagent B, diluted with 9 mL of Acetonitrile). Prepare fresh before each assay. 
     Sample Dilution Buffer: Mix 1 volume of 10X Sample Dilution Buffer with 9 volume of distilled water.

SAMPLE PREPARATION:

1. Homogenize the sample with a suitable mixer.

2. Take 2.0 g of the homogenized sample and place into 15 mL tube.

3. Add 6.0 mL of acetonitrile, and add 1.0 g of NaCl, vortex (at max speed) for 1 minute.

4. Place the vials in shaker or rotator for 10 minutes. 

5. Centrifuge the sample for 10 minutes at 4,000 rpm at room temperature.

6. Take 2 mL of supernatant to a new 2 mL tube containing 250 mg of Reagent A

7. Vortex vigorously for 30 seconds and leave at room temperature for 5 minutes. Centrifuge the sample for 10 minutes at 4,000 rpm at room temperature.

8. Take 1.2mL of supernatant to a new tube. Use an evaporator to dry the sample at 50(C under reduced pressure. Alternatively, the sample can be dried by blowing nitrogen gas in a 50-60(C water bath. 

9. Add 100 μL of freshly prepared Reagent B, vortex for 1 minute, and leave the tube at room temperature for 15 minutes. 

10. Add 0.3 mL of freshly prepared Sample Dilution Buffer, vortex for 10 seconds.

11. Use 50μL of the extraction solution per well in the ELISA test.

Note: Dilution factor: 1     

MALACHITE GREEN ELISA TEST KIT PROTOCOL
Reagent Preparation

IMPORTANT: All reagents should be brought up to room temperature before use (1 – 2 hours at 20 – 25(C / 68 – 77(F); Make sure you read “Warnings and Precautions” section on page 3. Solutions should be prepared just prior to ELISA test. ( All reagents should be mixed by gently inverting or swirling prior to use. Prepare volumes that are needed for the number of wells being run. Do not return the reagents to the original stock tubes/bottles. Using disposable reservoirs when handling reagents can minimize the risk of contamination and is recommended.
Preparation of 1X Wash Solution

Mix 1 volume of 20X Wash Buffer concentrate with 19 volumes of distilled water.

ELISA Testing Protocol

Label the individual strips that will be used and aliquot reagents as the following example:

	Component
	Volume per Reaction
	24 Reactions

	Malachite green Antibody
	50(L
	1.2ml

	HRP-Conjugated
	50 (L
	1.2 mL

	1X Wash Solution
	1.0 mL
	24mL

	Stop Buffer
	100 (L
	2.4 mL

	TMB Substrate
	100 (L
	2.4 mL


1. Add 50(Lof each Malachite green Standards in duplicate into different wells ( Add standards to plate only in the order from low concentration to high concentration). 

2. Add 50(L of each sample in duplicate into different sample wells.
3. Add 100 (L of antibody Solution to each well.
4. Incubate the plate for 30 minutes at room temperature (20 – 25(C). 

5. Wash the plate 4 times with 250 (L of 1X Wash Solution. After the last wash, invert the plate and gently tap the plate dry on paper towels ( Perform the next step immediately after plate washings. Do not allow the plate to air dry between working steps).
6. Add 150 μl of HRP Enzyme Conjugate to each well.
7. Incubate the plate for 30 minutes at room temperature (20 – 25(C ).
8. Wash the plate 4 times with 250 (L of 1X Wash Solution. After the last wash, invert the plate and gently tap the plate dry on paper towels ( Perform the next step immediately after plate washings. Do not allow the plate to air dry between working steps).

9. Add 100(L of (TMB) substrate. Time the reaction immediately after adding the substrate. Mix the solution by gently rocking the plate manually for 1 minute while incubating..

10. After incubation for 15 minutes in room temperature, add 100 (L of Stop Buffer to stop the enzyme reaction.

11. Read the plate as soon as possible following the addition of Stop Buffer on a plate reader with 450 nm wave length  
Malachite green Concentration Calculations

A standard curve can be constructed by plotting the mean relative absorbance (%) obtained from each reference standard against its concentration in ng/mL on a logarithmic curve.

Relative absorbance (%) = 
The following figure is a typical Malachite green standard curve. 
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