












































































































































































































































































135 

values tested on the compounds of the invention were comprised between 

0.06 and 5.3 nM. 

Example 29 

eH]-dexamethasone binding assay 

Glucocorticoid receptor affinity of the compounds described in the 

present patent application was evaluated utilising a radio ligand binding assay as 

described in Receptor-ligand interactions, a practical approach (1992) 247-253, 

edited by IRL Press, Oxford University Press. 

Human lymphoblast cell line IM-9 (ACC 117; DSMZ) has been used as 

source of the soluble glucocorticoid receptor and eH]-dexamethasone 

(GE Healthcare; SA 34 Ii Ci/nmol) as radioligand (Invest.Ophtalmol. Vis. Sci. 37, 

805-813, 1996). Non specific binding was evaluated in the presence of an excess 

of unlabelled beclomethasone (10 Ii M). 

Binding experiments were performed in duplicate at radio ligand concentration 

close to eH]-dexamethasone Kd value (1.5-2 nM). Samples were incubated at O°C 

for 16-18 hours in the dark. The reaction was terminated by adding a mixture of 2% 

activated carbon and 0.5% dextran in 10 mM Tris pH 7.4, 1 mM EDTA. After 10 

min of incubation at O°C, the samples were centrifuged for 10 min at 4,500 rpm. An 

aliquot of sample supernatants was placed in vials containing 3 ml of the 

scintillation cocktail Filtercount (PerkinElmer) and counted with a PerkinElmer 

2500 TR beta counter. 

The IC50 values tested on the compounds of the invention were comprised 

between 0.5 and 2 nM. 

Example 30 

Kinetic characterisation: Lung retention 

Lung retention was measured by means of two parameters: the MRTL (Mean 

Residence Time in the Lung), i.e. the residence of the compound in the lung, 

which is the time of the last measurable concentration of the compound in the rat 

lung after intratracheal administration of 1 Ii mol/kg, determined 






















