Colorometric Assays

MTT (3-(4,5-dimethylthiazo-2-yl)-2,5-diphenyltetrazolium bromide) assay

Cells grown in 12-well plates  (~ 200 000 cells per well).

Expose cells to compounds for 96 h. MTT (20 (l) of (5 mg/ml in sterile PBS) was added to 1mL of media.

Plates incubated for 2-3 h at 37(C. 

Resulting colored residue was dissolved in DMSO (~3mL).  Centrifuge all samples (3 000rpm) at room temperature.  Transfer the supernatant into new 96 well plates and read optical density for each well at 600 nm using the Bio-Rad microplate reader (model 2550). 

Sulfordhamine B Assay (SRB)

Method A: Continuous Exposure

Cells grown to 70 % of confluence in 96-well plates.

Cells were exposed to each drug 24hrs after plating. 

Following drug treatment, cells fixed using 50 (l of cold trichloroacetic acid (50%) for (to final concentration of 20% TCA per well) 2 hrs at 4(C.

Wash four times with tap water, and stain for at least 30 min at room temperature with SRB (0.4%) dissolved in acetic acid (0.5%). 

The plates are rinsed five times with 1% acetic acid and allowed to air dry overnight.

The resulting colored residue is dissolved in 200 (l of Tris base (10 mM), and optical density read for each well at 450 nm using a Bio-Rad microplate reader (model 2550). 

Method B: Growth Stimulation

Cells grown to 70 % of confluence in 96-well plates.

Wash plates twice with PBS after which they were exposed to serum-free medium for 18 h. Cells exposed to each drug and growth factors (EGF, TGF(, PDGF or serum) for 72 h.

Cell growth measured using the sulforhodamine B (SRB) assay Method A(Skehan et al., 1990). 

