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Purpose:
This document outlines a systematic approach for utilizing the ÄKTA go system for Fast Protein Liquid Chromatography (FPLC) to ensure accurate and reproducible results while maintaining the integrity of the equipment.
Note: First-time users must coordinate an introduction with Jenny before planning their first FPLC run.
Responsibilities:
· Users of the ÄKTA go system must follow this SOP carefully and adhere to all safety guidelines.
Safety Considerations:
· Only trained personnel should operate the ÄKTA system.
· Always wear appropriate personal protective equipment, including a lab coat, safety goggles, and gloves.
Equipment and Materials:
· ÄKTA go FPLC system.
· Check that the main waste bottle is empty.
· If the connection between Unicorn and AKTA is lost, try following: 
1. Restart Unicorn. (The fraction collector will swing during the search for connection.) 
2. Restart the PC	
· Appropriate column and buffers (buffers need to be filtered and degassed before use) for the separation task.
· Sample(s) to be purified with a 0.22 µm filter.
· System cleaning agents and sanitization solutions (milliQ water and 20% ethanol).
2. Procedure:
2. System Setup and Checks:
1. Ensure the system is clean and perform a system suitability test as per the user manual.
1. Prepare all buffers and samples, making sure they are filtered and degassed before use.
2. Sample Loading:
2. Always filter your sample through a 0.22 µm filter (or centrifuge at 10 000 × g for 10 min) to avoid particulate matter contaminating the column
2. Load your sample onto the sample loop using a syringe or using the sample line into the sample.
2. Ensure that no air bubbles are present in the sample or sample loop.
2. Method Programming:
3. Turn on the ÄKTA go system.
3. Start the UNICORN software and create a new method or open a pre-existing validated method. Configure the method parameters, including the flow rate, gradient, and detection wavelengths, according to your separation needs.
2. Column Equilibration:
4. Prime the system with the starting buffer and equilibrate the column according to the column's specific protocol.
2. FPLC Run:
5. Start the method and monitor the run, paying close attention to pressure, flow rate, and UV traces for any anomalies.
2. Sample Collection:
6. Collect fractions as predetermined in your method setup. Ensure that the fraction collector is appropriately set up if automated collection is used.
2. Post-Run Procedures:
7. Wash the column and system with appropriate cleaning and storage solutions (usually 20% Ethanol) or manufacturer's recommendations to prevent contamination or crystal formation that could clog the system.
2. Data Analysis:
8. Analyze the collected fractions by appropriate methods (e.g., SDS-PAGE, mass spectrometry) and use the UNICORN software for chromatogram analysis.
2. Shutdown Procedure:
9. Follow the manufacturer's instructions for shutting down the ÄKTA system, ensuring that buffers are flushed from the system, and proper storage solutions are used to protect the column between runs. (If the column is to be stored for more than 2 days after use, wash it with 2 CV of water and then equilibrate with at least 2 CV of 20% ethanol). *Use a lower flow rate for viscous 20% ethanol.
3. Cleaning and Maintenance:
· After each use, clean the system with MilliQ water.
· Document any maintenance or irregularities encountered during use.
4. Troubleshooting:
· Refer to the ÄKTA go system manual for troubleshooting any issues that arise during the procedure.
· Common issues can include high backpressure, software errors, or irregular baseline in the chromatogram.
5. References:
· ÄKTA go FPLC system User Manual.
· UNICORN software user guide.
