Figure S1. Physical maps of pLenti-CMV-MDM?2-EGFP-puro and GFP fluorescence images observed under a microscope for
293T, U251, A549 and MCF7 cells. (A) Physical maps of pLenti-CMV-MDM?2-EGFP-puro, which was constructed based on
pLenti-CMV-Puro. MDM2-EGFP fusion protein full length cDNA was joined under the CMV promoter. (B) Core sequence
of pLenti-CMV-MDM2-EGFP-puro. The clone sites region was marked. (C) pLenti-CMV-MDM2-EGFP-puro, pLenti-DVPR
and pLenti-VSVG plasmids were co-transfected into 293T cells (magnification, x100) for 36 h, the lentivirus was harvested
and a fluorescence microscope was used to observe GFP expression in 293T cells (magnification, x100). Vector referred to the
293T cell line, which overexpressed plenti-CMV-puro empty vector. (D) Virus was added into U251 cells after filtering, and
cells were cultured in medium containing 2 pg/ml puromycin to obtain stable cells. EGFP fluorescence was observed under a
fluorescence microscope in stable U251 cells (magnification, x100). Vector referred to the U251 cell line, which stably overex-
pressed plenti-CM V-puro empty vector. (E) Virus was added into A549 cells after filtering, and cells were cultured in medium
containing 2 ug/ml puromycin to obtain stable cells. EGFP fluorescence was observed under a fluorescence microscope in stable
A549 cells (magnification, x100) Ctrl referred to the A549 cell line, which stably overexpressed plenti-CM V-puro empty vector.
(F) Virus was added into MCF7 cells after filtering, and cells were cultured in medium containing 2 gg/ml puromycin to obtain
stable cells. EGFP fluorescence was observed under a fluorescence microscope in stable MCF7 cells (magnification, x100). Ctrl
referred to the MCF7 cell line, which stably overexpressed plenti-CM V-puro empty vector. Ctrl, control; GFP, green fluorescent
protein; MDM2, MDM?2 proto-oncogene, E3 ubiquitin protein ligase.

BamHI
—J—I Kozak | MDM2
& =
g Y TooT To00T 00
£ % HOMZ
£ g3 g [
% £  plenti CMV-MDM2-GFP Puro 5% EGFP
g 5 9937 bp
& 521
:
ST
£
B, . o &
LV Kozak seat®™ %‘9
O\ |
Ear
CMy promore! : @@
B )
5000

100X 100X

100X _ 100X

Vector
Vector

100X

@ g
S &
o
= 3
s =

293T U251
E F

100X 100X
5 3 |
100X

o | 5 e
. g
ol (o]
=B =
O
=

A549



Figure S2. Overexpression of MDM?2, p53 and 14-3-3 was confirmed by qPCR or western blotting. (A) MDM?2 gene expression
in the A549 MDM2-GFP stable cell line was analyzed by qPCR. Ctrl referred to the A549 cell line, which stably overexpressed
plenti-CM V-puro empty vector. (B) Protein expression levels of MDM?2 in A549 MDM2-GFP stable cells were analyzed by
western blotting of GFP tag antibody. Ctrl referred to the A549 cell line, which stably overexpressed plenti-CM V-puro empty
vector. (C) MDM?2 gene expression in MCF7 MDM2-GFP stable cells was analyzed by qPCR. Ctrl referred to the MCF7 cell
line, which stably overexpressed plenti-CM V-puro empty vector. (D) Protein expression levels of MDM?2 in MCF7 MDM?2-GFP
stable cells were analyzed by western blotting of GFP tag antibody. Ctrl referred to the MCF7 cell line, which stably overex-
pressed plenti-CM V-puro empty vector. (E) p53 gene expression in U251 control stable cells and MDM2-GFP stable U251 cells,
which were transfected with overexpression pcDNA3.1-p53 or pcDNA3.1 empty vector, was analyzed by qPCR. Ctrl referred
to the U251 cell line, which stably overexpressed plenti-CM V-puro empty vector. (F) /4-3-3 gene expression in U251 control
stable cells and MDM2-GFP stable U251 cells, which were transfected with overexpression pcDNA6B-Flag-14-3-3 or pcDNA6B
empty vector, was analyzed by qPCR. Ctrl referred to the U251 cell line, which stably overexpressed plenti-CMV-puro empty
vector. For all quantifications, data are presented as the mean = SD derived from three independent experiments. “P<0.01;
""P<0.001. 14-3-3, tyrosine 3-monooxygenase activation protein g; Ctrl, control; GFP, green fluorescent protein; IB, immunoblot-
ting; MDM?2, MDM?2 proto-oncogene, E3 ubiquitin protein ligase; qPCR, quantitative PCR.
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