
Supplemental Figure Legends 
 
Supplementary Fig. 1. Expression of exogenous GFP-TLE1 in stable MCF10A 
derived GFP-TLE1 and control overexpressing cells was confirmed by SDSPAGE 
and immunoblotting using the total cell lysates derived from control and 
TLE1 overexpressing pools against specific antibodies to TLE1 and B-actin. 
 
Supplementary Fig. 2. Knockdown of TLE1 has no impact on the morphology 
and anchorage-dependent growth of breast cancer cells. A. The morphology of 
control- and TLE1-siRNA transfected MDA-MB-231 cells was examined by phase 
contrast microscopy (100x magnification) under normal culture conditions. B. The 
growth of control- and TLE1-siRNA transfected MDA-MB-231 cells was 
quantified by examining the number of metabolically active cells at various 
indicated time points with the use of MTT assay as described previously (16). In 
C, the growth of the MDA-MB-231 derived controlshRNA and TLE1shRNA 
knockdown cells at various time points was determined by MTT assay (16). 
 
Supplementary Fig. 3. The increased anoikis sensitivity induced by TLE1 
downregulation is attenuated by forced TLE1 expression. MDA-MB-231 cells 
were transfected with control- or TLE1 specific siRNA#3, and 24h later, the cells 
were transfected with vector or DDK-TLE plasmid construct as indicated and 
cultured for an additional 24h. Cells were then harvested and subjected to 
immunoblotting (A) with antibodies against TLE1 and B-actin. In parallel, cells 
were cultured on polyhema coated plates for 48 hr, and the level of apoptosis 
was quantified by measuring the amount of DNA histone fragments (Cell Death 
Elisa). In B, results are representative of three independent experiments, *p<0.05 
(Student’s t test). 
 
Supplementary Fig. 4. Knockdown of TLE1 attenuates the anchorageindependent 
growth of breast cancer cells A. MDA-MB-231 cells transfected with 
control- or TLE1 specific siRNAs were subjected to soft agar assay, and the level 
of anchorage-independent growth was quantified by alamar blue staining and 
subsequent fluorescent reading. In parallel, the MDA-MB-231 controlshRNA and 
TLE1shRNA knockdown pools were also subjected to soft agar assay, and the 
extent of anchorage-independent growth was measured by alamar blue staining 
and fluorescent assay (A) and by counting the number of visible colonies (with a 
diameter greater than 30 uM) (C). The representative colonies of controlshRNA 
and TLE1shRNA pools were visualized microscopically (B). In A and C, three 
independent experiments were performed in triplicates, * indicates p<0.05 by 
Student’s t test. 
 
Supplementary Fig. 5. Overexpression of TLE1 enhances the anchorageindependent 
growth of breast cancer cells. A. Stable MDA-MB-231 derived DDKTLE1 
and control overexpressing pool of cells were plated onto regular tissue 
culture plates and the growth of cells was quantified by MTT assay at the 
indicated time points. B. The anchorage-independent growth of the control and 



TLE1 overexpressing cells in soft agar was measured by alamar staining and 
fluorescent reading. In B, three independent experiments were performed in 
triplicates, * indicates p<0.05 by Student’s t test. 
 
Supplementary Fig. 6. TLE1 suppresses apoptosis induced by Bit1. MDA-MB- 
231 cells were transfected with the cytoplasmic localized N-terminally myctagged 
Bit1(cyto) (8) alone or in combination with the DDK-TLE1 construct. The 
amount of DNA used in each transfection was normalized with the empty vector. 
48h post-transfection, cells were harvested and subjected to Cell Death ELISA to 
quantify the level of apoptosis. Results are representative of three independent 
experiments, *p<0.05 (Student’s t test). 
 
Supplementary Fig. 7. Anoikis induction in HEK 293T cells. A. HEK 293T 
cells were cultured in attached or detached conditions for 24 h and then 
subjected to total cell lysate isolation, SDS-PAGE, and immunoblotting 
against specific antibodies to TLE1 and B-actin. B. HEK 293T cells were 
cultured in attached or detached conditions. After 24h, cells were 
harvested and subjected to nuclear and cytosolic fractionation (see 
materials and methods). The cytosolic and nuclear fractions were run on 
SDS-PAGE and immunoblotted with an anti-TLE1 antibody. The Histone 
H2B and B-actin were used as nuclear and cytosolic marker, respectively. 
C. and D. HEK 293T cells were transfected with the C-terminally myctagged 
mitochondrial localized Bit1 construct. 24 h post transfection, 
transfected cells were grown for 48h in suspension and then subjected to 
Cell Death ELISA assay to measure the amount of DNA histone fragments 
(C). In parallel, mitochondrial Bit1 transfected cells were cultured in 
attached or detached conditions. After 24h, cells were harvested and 
subjected to nuclear and cytosolic fractionation (as described in B). The 
cytosolic and nuclear fractions were run on SDS-PAGE and immunoblotted 
with an anti-TLE1 antibody (D). The Histone H2B and B-actin were used as 
nuclear and cytosolic marker, respectively. In C, three independent 
experiments were performed in triplicates, * indicates p<0.05 as compared 
to vector treated cells (Student’s t test). 

Supplementary Fig. 8.  MCF10-CA1a and HOP-92 cells were treated with iRGD-CDD or 
etoposide (20uM). 24 h later, cells were fixed with 4% PFA and subjected to 
immunoflourescent staining using anti human TLE1 antibody and confocal microscopy. 


