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1.  Purpose:

1.1.  Use of the LP Biologic Chromatography system to create a method for Protein A Affinity Chromatography. 
2.  Scope:

2.1.  Applies to the method used with the LP Biologic Chromatography system for Affinity Chromatography.
3.  Responsibilities:

3.1.  It is the responsibility of the instructor/technician to ensure that this SOP is being followed as described.


3.2.  It is the responsibility of the instructor/technician to update the procedure when needed.


3.3.  It is the responsibility of the students/technician to report any deviations that may occur in following this procedure.
4.  References: 

4.1.  Biologic LP Chromatography System instruction Manual.


4.2.  Biologic LP Chromatography System Operating SOP, by Deb Audino, NHCTC

4.3.  Protein A Chromatography of IgG SOP
5.  Definitions:  N/A
6.  Precautions:  N/A
7.  Materials: N/A
8.  Procedure:  

8.1.  Prepare the instrument for use as described in the IgG Purification Using Protein A Affinity Chromatography Process SOP.

8.2.  Creating the Method.



8.2.1.  Press the Program mode soft key on the front panel.(See Figure 1)  



8.2.2.  From the menu, press the soft key, located directly under the LCD screen, for “New Method”.


8.2.3.  Select the soft key for “Volume” as the programming mode from the menu.



8.2.4.  The next menu is the step menu.  This is where the steps of the method are added.  Press the soft key for “Add”.  



8.2.5.  Using the blue Previous/Next arrow keys, move the [] to the left or right until you are on buffer “A”, this is the binding buffer.  Press the soft key under the LCD screen for “Ok”. 



8.2.6.  Enter the length of this step.  Do this by using the number keys located on the front panel.  Enter in 30mL for the step length.  Press the soft key corresponding to “Ok” to set the volume length. 



8.2.7.  Next, enter the flow rate of this step.  The flow rate for this step is 1.3ml/min.  Press the soft key corresponding to “Ok” to set the flow rate.



8.2.8.  This brings you back to the step menu.  Press “Add” to create another step in the program.



8.2.9.  Repeat steps 8.2.5 through 8.2.7 to select buffer, step length and flow rate.  In this step, set the buffer to buffer “B”, this is the elution buffer, set the step length to 33mL and set the flow rate to 1.3mL/min. 


8.2.10. Now create the third step of the program.  Follow steps 8.2.4 through 8.2.7 to select the appropriate buffer, step length and flow rate.  This is the regeneration buffer step.  Select buffer “C” as the buffer used, set the step length to 10mL and set the flow rate to 1.3mL/min.


8.2.11. Press the soft key corresponding to “Ok” to view the steps of the program.


8.2.12. At the bottom of this screen, there are four options.  Press the soft key for “Frac Coll”.  This screen is the fraction collector menu screen.  Press the soft key for “All” to collect during the whole run.  


8.2.13. Select the volume of the fractions.  The fraction volume should be 1.00ml fractions.



8.2.14. Press the soft key for “Ok” and this will set the fraction collector.  



8.2.15. Press the soft key for “Ok” again to be brought back to the Program menu.



8.2.16. Next, set an alarm to go off when it is time to inject the sample.  From the Program menu, press the soft key for “Alarm”.  The alarm menu will appear on the screen.  Press the soft key for “Add” to add an alarm step to the program.    


8.2.17. Set the volume for the alarm for 7.5mL.  The Hold method should be set to “No”.  Press the soft key corresponding to “Ok” to set the alarm.  



8.2.18. At the bottom of this menu screen, press the soft key corresponding to “Ok” to review the steps of the program.  Verify all the steps in the program have been entered correctly.  Scroll through the method using the blue Previous/Next arrow keys.


8.2.19. Press the soft key for “Done” to complete programming the method.  The next screen that comes up is the save screen.



8.2.20. Press the soft key for “Save”.  The name of the method will then need to be entered.



8.2.21. Using the number pad, type the letters in for the name of the method.  The numbers on the key pad correspond to different letters of the alphabet.  At the bottom of the LCD screen, there are four choices for the soft keys.  The sections are letters A-J, K-T, and U-Z.  The “.” is used for the space key.  Once a section of the alphabet is selected, a list will appear on the screen with the letters that each number corresponds to.  Then use the number pad to type in the name of the method as “Protein A”.  Press the soft key for “Done” once the method name has been typed in.



8.2.22. Press the “Manual” mode button, located to the left of the program button on the front panel of the instrument to leave the program menu.  The instrument will have the method name that the system is programmed to on the top left corner of the LCD screen.  



8.2.23.  To begin running the program, press the “Run” button, located to the right of the program button on the front panel of the LP system.  There is a 10 second delay before the run automatically begins.
9.  Attachments:

9.1.  Figure 1.  Biologic LP system front control panel.
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Feature Description
Control Consists of the control keys and status LEDs for monitoring and controlling the
Panel system. It is designed to withstand the minor spills associated with use in a laboratory.

Power switch

Turns on/off the BioLogic LP Controller.

Plumbing
Connections

The peristaltic pump may be used with most flexible tubing having an inner diameter
less than or equal to 3.2 mm (1/8”) and a wall thickness of 1.0 mm or less, including
PharMed, and silicone. Inlet and outlet lines attach to the ports at the bottom of the
pump. These ports accept standard luer fittings.





Figure 1.  Biologic LP front panel

