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ab287835 – Sulfonamides residue ELISA Kit 
For the in vitro quantitative determination of Sulfonamides residue  

concentrations in milk, honey, tissue, urine. 

For research use only - not intended for diagnostic use. 

 

For overview, typical data and additional information please visit: 

http://www.abcam.com/ab287835 

 

Storage and Stability 
The entire kit may be stored at 4°C for up to 12 months from the date of shipment. Opened kit 

may be stable for 1 month at 4°C. 

Materials Supplied 

Item Quantity Storage Condition 
Micro ELISA Plate 8 X 12 Strips 4°C 

Standard 6 x 1 mL 4°C 

HRP-conjugate 7 mL  4°C 

Antibody 7 mL  4°C 

Substrate A 7 mL  4°C 

Substrate B 7 mL  4°C 

Stop Solution 7 mL  4°C 

Sample Redissolving Buffer (20X) 50 mL 4°C 

Wash Buffer (20X) 40 mL 4°C 

Plate sealers 4 4°C 

 

Materials Required, Not Supplied 
These materials are not included in the kit, but will be required to successfully utilize this assay: 

− Ethyl Acetate, N-hexane (for tissue samples) 

− Acetonitrile-dichloromethane (for tissue samples) 

− NaOH 

− HCl 

− Na2HPO4-citric acid solution 

− Microplate reader capable of measuring absorbance at 450 nm 

− 25 °C incubator 

− Precision pipettes with disposable tips 

− Distilled or deionized water 

− Clean Eppendorf tubes and graduated cylinders for preparing standards or sample 

dilutions 

− Absorbent paper. 

 

Reagent Preparation 

− Bring all reagents to room temperature (20-25°C) 30 min before use. Before using the kit, 

spin tubes and bring down all the components to the bottom of the tubes. 

 
0.2 M NaOH: Weight 0.8 g of NaOH into 100 mL distilled water and mix well. 

 

0.5 M HCl: Mix 4.3 mL of conc HCl with 100 mL distilled water and mix well. 

 

Na2HPO4-citric acid solution: Take 19.85 gm Na2HPO4.12H2o and 9.3 gm Citric acid monohydrate 

into 1000 mL distilled water and mix well. 

 

Acetonitrile-dichloromethane solution: Mix 1 volume of Acetonitrile with 4 volumes of 

Dichloromethane and mix well. 

Sample Redissolving Buffer (1X): Dilute 1 mL of Sample Redissolving Buffer (20X) with 10 mL distilled 

water and mix well. 

 

Wash Buffer (1X): If crystals have formed in the concentrate, warm up to room temperature (RT) 

and mix gently until the crystals are completely dissolved. Dilute 20 mL of Wash Buffer (20X) into 

380 mL deionized water to prepare 400 mL of Wash Buffer (1X). Keep it at 4°C for one month. 

 

Standard Preparation 

− Prepare the standard dilutions as below: 
Standard S0 S1 S2 S3 S4 S5 

Concentration (ppb) 0 1 3 9 27 81 

 

Sample Preparation 
Tissue (high detection limit method A, 1 ppb) 

1. Weigh 2 g of the homogenized sample and add 6 mL of Ethyl Acetate and vortex for 2 

min. 

2. Centrifuge at 4000 rpm for 10 min. Take 3 mL of clear organic layer. The sample can be 

dried by blowing nitrogen gas at 50-60 °C. 

3. Dilute the sample with 1 mL of Sample Redissolving Buffer (1X) and 1 mL of N-hexane 

and shake for 30 sec. 

4. Centrifuge at 4000 rpm for 5 min at 15 °C. Take 50 μL of samples for further analysis. 

(Dilution Factor: 1) 

 

Tissue (high detection limit method B, 1 ppb) 

1. Weigh 2 g of the homogenized sample and add 6 mL of Acetonitrile-dichloromethane 

solution and vortex for 2 min. 

2. Centrifuge at 4000 rpm for 10 min at 15 °C. 

3. Take 4 mL of the organic layer. The sample can be dried by blowing nitrogen gas at 56 

°C. 

4. Dilute the sample with 1 mL of Sample Redissolving Buffer (1X) and add 1 mL of N-hexane 

and shake for 30 sec. 

5. Centrifuge at 4000 rpm for 5 min at 15 °C. Take 50 μL of sample for further analysis. 

(Dilution Factor: 1) 

 

Tissue (low detection limit method B, 5 ppb) 

1. Weigh 2 g of the homogenized sample and add 8 mL of Sample Redissolving Buffer (1X) 

and vortex for 2 min. 

2. Centrifuge at 4000 rpm for 10 min at 15 °C. 

3. Take 50 μL of sample for further analysis. (Dilution Factor: 5) 

 

Milk 

1. Take 20 µl of milk sample and add 380 µl of Sample Redissolving Buffer (1X). Shake for 30 

sec. 

2. Take 50 μL of sample for further analysis. (Dilution Factor: 20) 

 

Urine 

1. Take 3 mL Weigh of Sample Redissolving Buffer (1X) and add 1 mL clear urine. Shake for 

30 sec. 

2. Take 50 μL of sample for further analysis. (Dilution Factor: 4) 
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Honey 

1. Weigh 1 g of the homogenized sample and add 1 mL of 0.5 M HCl and put it at 15 °C 

for 30 min. 

2. Add 2.5 mL of 0.2 M NaOH and 3 mL of Na2HPO4-citric acid solution. Then add 4 mL of 

Ethyl Acetate and vortex for 2 min. 

3. Centrifuge at 4000 rpm for 10 min at RT. Take 2 mL of organic layer. The sample can be 

dried by blowing nitrogen gas at 50-60 °C. 

4. Add 0.5 mL of Sample Redissolving Buffer (1X) and vortex for 30 sec. 

5. Take 50 μL of sample for further analysis. (Dilution Factor: 1) 

 

Assay Protocol 
Δ Note: Bring all reagents and samples to RT 30 min prior to the assay. It is recommended that all 

standards and samples be run at least in duplicates. A Standard Curve must be run with each 

assay. 

1. Prepare all reagents, samples and standards as instructed above. 

2. Add 50 μL of Standard or Sample per well. Then add 50 μL of HRP-conjugate to 

each well and 50 μL of Antibody to each well. Cover the microtiter plate with a 

new adhesive strip and mix well and incubate for 30 min at 25 °C. 

3. Aspirate each well and wash, repeating the process 4 times. Wash by filling each 

well with 250 μL of Wash Buffer using a squirt bottle, multi-channel pipette, manifold 

dispenser, or autowasher, and let it stand for 30 sec, complete removal of liquid at 

each step is essential to good performance. 

4. Add 50 μL of Substrate A and 50 μL of Substrate B to each well, mix well. Incubate 

for 15 min at 25 °C. Protect from light. 

5. Add 50 μL of Stop Solution to each well, gently tap the plate to ensure thorough 

mixing. 

6. Read result at 450 nm within 5 min, using a microplate reader set to 450 nm. We 

recommend to read the OD value at the dual wavelength: 450/630 nm within 5 

min). 

 

Calculation:  
Δ Note: The OD value of the sample has a negative correlation with Sulfonamides residue in the 

sample. 

− Generate the Standard Curve by plotting the average absorbance obtained for each 

Standard concentration on the vertical (Y) axis vs the corresponding Standard 

concentration (ppb) on the horizontal (X) axis. 

− Calculate the Sulfonamides residue concentration in the samples from the Standard 

Curve. 

− If the test samples were diluted, multiply the interpolated values by the dilution factor 

to calculate the concentration of Sulfonamides residue in the samples 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

Technical Support  
Copyright © 2021 Abcam. All Rights Reserved. The Abcam logo is a registered trademark. All 

information / detail is correct at time of going to print.  

For all technical or commercial enquiries please go to:  

www.abcam.com/contactus  

www.abcam.cn/contactus (China)  

www.abcam.co.jp/contactus (Japan) 

http://www.abcam.com/contactus

