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Use of the microcalorimeter ITC-200 – Datasheet

Date: 

User’s name:



Lab:



Tel.:



E-mail : 

Description of the project and of the scientific question:

Description of measurements:

	
	yes
	no

	Determination of the thermodynamic parameter of an interaction
(n, Kd, ∆H)
	
	

	Determination of the thermodynamic parameter of an enzymatic reaction

(n, Kd, ∆H)
	
	

	Determination of the stability of a molecular assembly
	
	


Other:
Interaction measurements
To duplicate and fill for all interaction measurements
Has the interaction already been measured

(tell briefly how and remind the parameter)

------------------------------------------------------------------------------------------------------------------------------------------------------------
Buffer and additive 
necessary for the interaction 
(ions, co-factors, detergents, …) 
------------------------------------------------------------------------------------------------------------------------------------------------------------
Measurements temperature: 
(usually between 4 and 37°)
------------------------------------------------------------------------------------------------------------------------------------------------------------
Sample in the cell:
	Name and MM

of the molecule
	

	Sample Concentration and Volume

(µM) - (350µl mini.)
	

	Buffer of the sample
-Exact composition-
	

	Storage conditions
	


Sample in the syringe:
	Name and MM

of the molecule
	

	Sample Concentration and Volume
(µM) - (80µl mini.)
	

	Buffer of the sample
	Must be identical to the one in the cell

	Storage conditions
	


Supplementary Informations regarding the samples:
------------------------------------------------------------------------------------------------------------------------------------------------------------
Oligomerization state (monomer, dimer, …) :
------------------------------------------------------------------------------------------------------------------------------------------------------------
Purification and preparation methods  / purity level:
------------------------------------------------------------------------------------------------------------------------------------------------------------
Special care to handle the sample  (but also how precious it is, how safe it is to work with…): 

------------------------------------------------------------------------------------------------------------------------------------------------------------
Special need to measure the interaction (additive, temperature, other molecules …):
------------------------------------------------------------------------------------------------------------------------------------------------------------
Experimental conditions for one measurement on the ITC200 *
1) Amount of material needed

a) Sample in the cell (usually a protein but can be any macromolecule): 

- Volume of 350 μl minimum per measurement
The smallest concentration to be used is 3 μM.
If an estimate of the Kd is available, the ideal protein concentration (C) for the measurement can be calculated using the following equation:
C = (10 to 50) x Kd

By default, with no knowledge of the Kd, a protein solution of 10 μM is prepared. 
The protein must be prepared with (dialysed against) the same buffer that will be used to prepare the ligand.
     b) Sample in the injection syringe (any ligand or partner): 
- Volume of 80 μl minimum per measurement
The concentration of ligand necessary for the measurement can be calculated as follow: 
[L] = (7 to 20) * n * C                  n correspond to the number of fixation sites (stoichiometry).
If a solution of protein of 10μM is placed in the measurement cell, the ligand solution 12 fold more concentrated should be used (120 μM f.i.). These concentrations may have to be adjusted depending on the first trials. 
2) Please come also with some Dialysis Buffer 
      - (for washing, dilutions and the reference cell); typical volume of 20 ml
3) Experimental Conditions

a) The samples, protein and ligand must be equilibrated in the same dialysis buffer.   (ideally, your material and buffer should be degased)
b) The concentration of the samples must be known very accurately.
c) Please note that:

-Standard buffer condition can be: sodium Phosphate 10mM, pH 6.5.
-The samples mustn’t have more than 0.05 pH unit difference.
-If any particles or aggregates are present, they must be filtered (please note it).
-If possible, avoid use of DTT. Replace by β-mercaptoethanol or TCEP. 
-No alcohol, No DMSO. 
-Special care for organic solvent, detergents and extreme pH (never under 4).
(*): Please take into account that without any idea of the Kd several measurements are usually necessary to adjust the experiment conditions. 
This datasheet has been made to help to prepare the experiment. Every information you can gather will be valuable. Please find the ‘ideal’ experimental conditions in the last page.


