
0

R
el

at
iv

e 
TR

β 
m

R
N

A 
le

ve
ls

R
el

at
iv

e 
lu

ci
fe

ra
se

 a
ct

iv
ity

M
am

m
os

ph
er

e 
nu

m
be

r

M
am

m
os

ph
er

e 
nu

m
be

r

5

10

15

20

0
BT474

B)A) C)

D)
3 days 7 days

BT474-TRβ BT474 BT474-TRβ 

BT474 BT474-TRβ BT474 BT474-TRβ 

50

100

150

200

250

300  + T3  + T3

 + T3

0
5

10
15
20
25
30
35

**

**

*

**

***

Fig. S3. T3 decreases mammospheres formation in BT474 cells. A) TRβ protein levels were measured by Wes-
tern blot  72 h after transfection of BT474 cells  with TRβ (BT474-TRβ) or with an empthy vector (BT474). Cells 
were treated with and without 25 nM T3 and actin was used as a loading control. B) TRβ mRNA levels in the 
same cells. C) Luciferase activity was measured in BT474 and BT474TRβ cells transfected with the TRE reporter 
plasmid and incubated in the presence and absence of 25 nM T3 for 36 h. Data are expressed relative to the 
luciferase values obtained in untreated BT474 cells.D) Six  h after transfection, BT474 and BT4474-TRβ cells 
were inoculated at 5,000 cells/ml and grown under non-adherent conditions in the presence and absence of 
the hormone. The number of mammospheres generated at day 3 or at day 7 was quantitated from 16 inde-
pendent cultures of each group. Data are means±S.D. Statistically signi�cant di�erences between T3-treated 
and untreated cells are shown by asterisks.
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