CM-Sepharose Chromatography(1/3)

 

Source:
Daniel M, Bollag et al, protein methods, 2nd ed


Park et al, BBRC, 1994

 

CM-Sepharose is sold as swelled, therefore matrix swelling step is not required.

 

Equilibration buffer : 0.2M sodium acetate pH4.0 

0.2M acetic acid (11.55ml in 1L), adjust pH with 0.2M sodium acetate => approximately 4:1 

Elution buffer : 0.2M ammonium acetate pH5.2

0.2M ammonium acetate (7.7g in 500ml), adjust pH with 0.2M acetic acid => approximately 6:1

High salt elution buffer : 2M ammonium acetate pH5.2

2M ammonium acetate (77g in 500ml), adjust pH with 2M acetic acid

 

Remove fines
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Degassing
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Degassing is necessary {0 reduce the risk of air bubble
formation in the column. Apply a cacuum to the matrix slumy
for an hour, agitating the siuny occasionally by hand or

Famos 038 continuously with a rotary shaker.




 

 

 

CM-Sepharose Chromatography(2/3)

 

Packing the column

CM-Sephrose column can be packed either using reservoir or direct load into column using 10ml pipette

<direct loading>
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1. 1.        Add small amount of buffer to the column

2. 2.        Open the column to allow some of the buffer to pass, then close the outlet. This will remove air from the dead space of the bottom of the column

3. 3.        Swirl the degassed matrix solution and load the matrix into column slowly using 10ml pipette

4. 4.        Open the column outlet and add more buffer as matrix packs

 

<Using reservoir>
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1. To provide adequate volume for column packing in a single step, a column reservoir may be used.

2. Add a small amount of buffer to the column.

3. Open the column to allow some of the buffer to pass, then close the outlet. This will remove air from the dead space at   the bottom of the column.

4. Swirl the matrix solution, then pour into the column, making sure that air bubbles do not become trapped in the matrix.

5. Open the column outlet and add more buffer as the matrix packs.

 

CM-Sepharose Chromatography(3/3)

 
Equilibration
Equilibrate the column with buffer until the baseline is stabilized 


Flow rate level 20, 150ml/hr


About 5 column volume

 
Sample loading
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1. Drain the column until the buffer reaches the surface of the matrix bed and close the column outlet
2. With a pipet, apply the sample gently to the bed surface.

3. Open the column outlet until the sample has entered the matrix, the reclose the column outlet.

4. Gently apply some buffer to the bed surface.

5. Open the column outlet so the buffer enters the matrix, then close the outlet when the liquid reaches the bed surface.

6. Again add buffer gently to the bed surface, then hook up buffer reservoir.

7. The column is now ready for washing and pretein elution

 

Flow rate : level 20

 

Sample elution

-Buffer is allowed to run through the column until the protein has eluted.


Flow rate : level 20

-Change buffer to high salt elution buffer
