ELISA (Immunological test)
General characteristics
Contents: 
- QuantiPlate Kit for Roundup Ready Soybean and Soybean Flour.



Detects protein: CP4

Detection of CP4-EPSPS enzyme in grain or flour


Limit of Detection (LOD): 0.02%



Limit of Quantification (LOQ): 0.2%

Run time: 60 minutes.

HOW THE TEST WORKS

This kit is a “sandwich” Enzyme-Linked ImmunoSorbent Assay (ELISA).

In the test, soy grain or flour sample extracts are added to test wells coated with antibodies raised against CP4. Any CP4 present in the sample extract binds to the antibodies, and is then detected by addition of enzyme (horseradish peroxidise)-labelled CP4 antibody.

After a simple wash step, the results of the assay are visualized with a colour development step. Colour increases with increasing CP4 sample concentration. 
PROCEDURE
A) SAMPLE EXTRACTION AND PREPARATION
1. Add 5mL of water to the tube labelled soy flour. Close and shake or vortex vigorously 30 seconds.
2. Let stand for one hour, and then shake again.
3. Centrifuge the extracts at 5000 x g for 5 minutes. 
4. Insert one pipette tip between any floating lipid layer and the precipitate to remove the clarified sample..

5. DILUTION 1:50. Mix 20 µL of clarified sample with 980 µL wash buffer.
B) RUNNING THE ASSAY
Before starting allow all the reagents reach room temperature.

Procedure must not exceed 10 minutes.

Use a clean and new pipette tip for each sample or wells. 

The samples as well as the standards must be run in duplicate wells.
1. Remove the plate from the pouch.
2. Organize Enzyme congujate, all Standard extracts, sample extracts, and pipettes so that next step can be performed in 10 minutes or less.
3. Add 50 µL of Roundup Ready Enzyme Conjugate to each well, followed by immediately by  50 µL of diluted 0, 0.1%, 1% y 2% RR Standard Extracts and 50 µL of each diluted sample extracts to their respective wells.
4. Thoroughly mix the contents of the wells by moving the strip holder in a rapid circular motion on the bench top for 20-30 seconds. Use care when mixing to avoid cross-contamination. 
5. Cover the wells with tape or parafilm and incubate during 45 minutes at room temperature.
6. After incubation, carefully remove the covering and vigorously shake the contents of the wells into the plastic container. Flood the wells completely with wash buffer, then shake to empty. Repeat this wash step three times. Slap the inverted plate on a paper towel to remove as much liquid as possible.
7. Add 100 µL of substrate to each well.
8. Thoroughly mix the contents of the wells, as in step 4. Cover the wells with new tape or parafilm and incubate for 15 minutes at room temperature..

9. Observe the colour development.

10. Add µL of the Stop solution (carefully, is Hydrochloric acid).
11. Read the plate within 30 minutes.
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