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Figure.1 TRB1 suppresses the transactivation ability of p53

(A) MCF7 cells were transfected with the indicated siRNAs and treated with vehicle or 2 nM Act D for 8 h. p27 mRNA levels were analyzed

by quantitative real-time PCR and normalized to the HPRT1 mRNA levels. (B) MCF7 were transfected with the indicated siRNAs and treated

with vehicle or 5 nM Act D for 8 hours. The cell lysates were analyzed by immunoblotting with the indicated antibodies.(C) H1299 cells were
transiently transfected with WWP-Luc (including p21 promoter), pCMV-f3-gal and the expression plasmid for TRB1. After 24 hours,

the luciferase activity was measured. Luciferase activity was normalized to f-galactosidase activity. Relative activities were shown as mean + SD.
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Figure.2 TRB1 knockdown promotes the acetylation of p53 and enh the DNA binding activity of p53

(A) MCF7 cells were transfected with the indicated siRNAs and treated with vehicle or 2 nM Act D for 8h. ChIP was h (Flg 2B) N JE L‘:
performed using an anti-p53 antibody, and quantitative real-time PCR was performed for the indicated promoters.

(B) MCF7 cells were transfected the indicated siRNAs and treated with vehicle or 2 nM Act D for 8 hours. The levels N % <
of acetylated p53 were determined by immunoprecipitation with an anti-acetylated p53 antibody (IP: a-Acp53) and TRB 1 0) ]@ %U%b IﬁJ (
then Western blotting with an anti-p53 antibody.
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Figure.3 Schematic representation of a mechanistic model for TRB1-mediated repression of p53
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Figure.4 TRB1 knockout suppresses phosphorylation of Akt and Erk and reduces cell growth MC F 7 'TRB ]- KO 7f‘EH H’ﬂ @ i-% yﬁ

(A) The cell growth of MCF7 cells and MCF7-TRB1 KO cells were measured by crystal violet staining.
(B) MCF?7 cells and MCF7-TRB1 KO cells lysates were analyzed by immunoblotting with
the indicated antibodies.
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Figure.6 TRB1 knockout decrease the expression of CD44 mRNA and suppresses spheroids formations in the breast cancer.

(A), Morphologies of MCF7 cells and MCF7-TRB1 KO cells under spheroid(3D) culture conditions. (B), MCF7 cells and MCF7-TRB1 KO
cells were lysed ,and RNA was purified from each sample .Expression of each gene was determined by semi-quantitative PCR.
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Total RNA was extracted and real-time PCR was performed. The expression level of TRB1, TRB2 or TRB3 mRNA
was normalized to the expression level of GAPDH mRNA. Results were shown as mean + SD.

(B), Jurkat cells were transiently transfected with mIL-2-Luc (-303/+45), pCMV-B-gal and the expression plasmid {}Jﬁ L/ 7)’: ﬁlj ?)Qiﬁ (PMA/Io) %j:”] Z

for TRB1. After 24 hours cells were treated with vehicle or 40 nM PMA/1 mM lo for 6 hours and cells were lysed.

Luciferase activity was normalized to f-galactosidase activity. Relative to Results were shown as mean + SD. N
(C), Total RNA was extracted from Jurkat cells stably expressing both Cas9 and hTRB1 gRNA (#1, and #2) or - > < 1) —4
control Jurkat cells stably expressing Cas9 and real-time PCR was performed. The expression level of /L-2 mRNA 7L‘— CE — % > TRB 7 7 ~ ) 77
was normalized as in (A). Cells were treated with vehicle or 40 nM PMA/1 mM lo for 6 hours and total RNA was
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Figure.8 Schematic representation of a mechanistic model
for TRB1-mediated expression of IL-2
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