Testing Phase of MIAPE: Column Chromatography Version 0.l
23rd June 2006
Version note:
<<This version of the document has been edited by Andy Jones on Sept 6th to reflect the migration from MIAPE CC version 0.1 to version 0.2. Where “unknown” has been used, it is because the details are not available for a newly created parameter>>

The PSI GPS working group would like to thank all who provided data to aid in the development of MIAPE.CC v0.1.

This template is intended to support the evaluation of the MIAPE Column Chromatography proposal, through the capturing of representative data sets. Further details of the different items of data are provided in MIAPE: Column Chromatography Version 1.0.
Name of Person/People Completing template
Kirsty MacLellan (Kirsty.Maclellan@unil.ch)
1. General features - (a) Global Descriptors

Date stamp

10.10.2004
Responsible person

Kirsty MacLellan
1. General features - (b) Sample

Brief description of sample

Recombinant RSV Phosphoprotein with Histidine tag (pET16b clone8) lysate.
Processing applied to the sample
Protein expressed in bacterial expression system and induced with IPTG.  Bacteria were pelleted at 3,000 g and re-suspended in wash buffer [50 mM sodium phosphate, 300 mM NaCl].  Bacteria were lysed with 10 mg/ml lysosme followed by digestion with 100 mg/ml DNAse 1 and 10 mg/ml RNAse A.  Lysate was clarified by centrifugation at 7,000 g.
Sample injection

Unknown

2. Equipment - (a) Product details for Column
Make
Gravity flow column 
Model
Poly-Prep Biorad catalogue number 731-1550.
Separation mode
IMAC
2. Equipment - (b) Physical Characteristics of Column
Length
9cm, 10 ml reservoir
Diameter
N/A
Description of stationary phase
TALON Metal Affinity Resin (clonetech catalogue number 635501).
2. Equipment - (c) Chromatography System Used for the Separation
Make
N/A gravity flow
Model
N/A gravity flow
3. Mobile Phase
For each mobile phase:

Name of mobile phase

Wash buffer

Description of the constituents
50 mM sodium phosphate, 300 mM NaCl
Name of mobile phase

Elution buffer

Description of the constituents
50 mM sodium phosphate, 300 mM NaCl, 150 mM imidazole
4. Properties of the Column Run
Time

Unknown

Gradient
N/A
Flow rate
Gravity (approximately 0.1 ml per min)
Temperature
RT (25°C)
Separation Purpose

Preparative or analytical?
5. Between Run processes
Type

Equilibration

Substance

Unknown

Time
Approximately 60 mins
Volume
3x10 ml (per 1 ml talon resin)
6. Column Outputs – (a) Detection
Equipment used for detection
N/A
Type
N/A
Equipment settings
N/A
Timescale over which data was collected
N/A
Trace
N/A see image IMAC1 attached
6. Column Outputs- (a) Fractions
Fraction description
1 ml fraction collected by hand
Comments on Representation Provided Above
Please note things that have been left out that may be important but it was hard to see where to put them, things that seemed not to fit very well into the format, things that were less than clear in the MIAPE document, or any other issues you think should be considered when the MIAPE document is revised.
1 ml fractions were tested for protein content by SDS PAGE with Coomassie blue staining, Slot bolts (where samples are sucked on to nitrocellulose membranes ready for western blotting), or SDS PAGE followed by western blotting.  This stage of purification was used as an initial step in a multi step purification protocol, see next template.
