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SEC-MALS

Conditions of use
SEC-MALS

Samples:

- The sample must be soluble and stable
- Concentration: 0.5-10 mg/ml

- Volume : we inject 50 ul but needed 80 pl
- Samples must be centrifuge during 10-15 min at ~16800 xg, or filtered at 0.1um, before injection.

Columns:

- Columns available are:

Separation Column
. P Composition and | dimension | Buffer Storage
Instrument Columns Providers scale : .
size of particules DxL pH buffer
(kDa)
(mm)
. - H-0,
PAOL PROTEIN KW-804 Shodex until 1 000 Silice 7 um 8.0x300 |3-75 0.3g/L NaN;
. N H-0,
PAOL PROTEIN KW-803 Shodex until 700 Silice 5 um 8.0x300 |3-75 0.3g/L NaNs
. . H20,
PAOL PROTEIN KW-802.5 Shodex until 150 Silice 5 um 8.0x300 |3-75 0.3/L NaN
Guard H20,
PAOL PROTEIN KW-G Shodex column 6.0 x 50 0.3/L NaN
PAOL WTC 050N5 Wyatt 15-5000 Silice 5 um 4.6 x 300 20% Ethanol
PAOL | WTC 050N5G Wyatt CGO:Juar:]dn 6.0 x 50 20% Ethanol
PAOL/ Superdex 200 cross-linked agarose 0
OMNISEC |10/300 GL GE Healthcare | 10 -600 and dextran 13 um 10x 300 | 3—12| 20% Ethanol
PAOL/ Superose 6 cross-linked agarose 0
OMNISEC | 10/300 GL GE Healthcare | 5—5000 13 pm 10x 300 | 3—12| 20% Ethanol
PAOL/ Superdex 75 cross-linked agarose 0
OMNISEC |10/300 GL GE Healthcare 3-70 and dextran 13 um 10x 300 | 3—12| 20% Ethanol
Superdex 30 cross-linked agarose 0
OMNISEC 10/300 GL. GE Healthcare | 0.1-7 and dextran 9 pm 10x300 | 3-12 | 20% Ethanol

- The precautions for using columns:

A flow rate between 0.2 and 0.5 ml/min (typically: 0.5 ml/min).
Any changes in flow rate (e.g. stop the pump) must be done gradually.
The silica columns are always preceded of a guard column.

The elution buffer must:
o Have a pH adapted to the used column (see the table above).
o Contain at least 100 mM salt.
o Befiltredat 0.1 um

In the case of a long experiment (few days), add, in the buffer, 0.3 g/L NaNs (life = 8 days)

WARNING : NaN3; = POISON => GLOVES !

- For a new silica column, elution with H,O Buffer (H20, 0.3 g/L NaNs), at 0.5 ml/min, must be done during 1

week.

- Equilibrate with the H,O Buffer all the columns, before and after each use (because possible reaction between
alcohol and salts)

- General description of the columns according to providers.

- For membrane proteins, the elution buffer contains detergent: equilibrate the column with the elution buffer
without detergent during few hours, then with detergent during 3 hours, before injecting the samples.
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