
Supplementary materials and methods  

Tumor xenografts  

Cells were subcutaneously injected into the dorsal flank of four to six-week old nude 

mice (BALB/c). All nude mice were randomly divided into different groups (n = 3 or 

5). Tumor size and tumor weight were measured and calculated as described 

previously[1]

Proximity ligation assay (PLA) 

. All experimental procedures involving animals were performed in 

accordance with animal protocols approved by Laboratory Animal Center of 

Chongqing Medical University.  

PLA was performed using the Duolink in situ PLA Kit (Sigma) according to the 

manufacturer’s instructions. PLA signals, recognized as red fluorescent dots, were 

visualized and images were taken by confocal microscopy (Leica TCS SP8).  

Co-immunoprecipitation (co-IP) assay 

Cells were lysed with IP lysis buffer, and protein concentration was determined 

routinely. Whole cell extracts were precleared with Protein A/G Magnetic Beads 

(Bimake) for 1 h at 4°C, and then incubated with primary anti-Flag antibody (Sigma) 

and normal rabbit IgG (Beyotime) overnight at 4°C. Protein A/G Magnetic Beads 

were then added to capture the antigen-antibody complexes for 1 h at room 

temperature. Magbeaded immunoprecipitates were then seperated on Magnetic 

separator, eluted out by boiling in SDS sample buffer, and finally processed for 

immunoblotting with the indicated antibodies. LV105-Flag-B-Myb and 

pCDH-puro-HA-E2F2 expression plasmids with a N-terminal Flag or HA tag were 



constructed by PCR using LV105-B-Myb (purchased from FulenGen) or 

pcDNA3.0-E2F2 as the templates. The truncated constructs of 

pCDH-puro-HA-E2F2(1-244), pCDH-puro-HA-E2F2(245-437) and 

pCDH-puro-HA-E2F2△MB were generated by PCR using pCDH-puro-HA-E2F2 as 

the template. The deletion construct of LV203-B-Myb-Flag(1-561) was generated by 

PCR using LV203-B-Myb as the template.  

Protein-protein docking analysis 

The 3D homologous structures of B-Myb and E2F2 were predicted by RCSB Protein 

Data Bank online tool (http://www.rcsb.org/pdb/home/home.do). Protein-protein 

docking analysis was carried out using the HDOCK server 

(http://hdock.phys.hust.edu.cn/)[2,3]. Three top models were provided regarding 

possible interaction between B-Myb and E2F2[4]

siRNA transfection  

.  

The negative control small interfering RNA (siRNA), and siRNAs against B-Myb and 

E2F2 were chemically synthesized by GenePharma (Shanghai, China). The sequences 

of the siRNAs used were provided in Supplementary Table S6. The siRNAs were 

transfected into cells at a final concentration of 10 nmol/L using Lipofectamine 

RNAiMAX reagent (Invitrogen) according to the manufacturer’s instructions.  

Bioinformatics and database  

The Cancer Genome Atlas (TCGA) colorectal cancer RNA-seq data were downloaded 

from TCGA data portal (https://cancergenome.nih.gov/). The expression levels 

B-Myb were assessed by either analyzing the TCGA transcriptomic data or retrieving 

http://hdock.phys.hust.edu.cn/�


Gene Expression Profiling Interactive Analysis (GEPIA) online[5]

Statistical analysis 

. Heat maps were 

used to visualize the difference of gene expression using the pheatmap package of 

R3.6.2. Correlation analysis between B-Myb and E2F2 expression level was 

conducted by Pearson using the GEPIA database.  

Statistical analyses were carried out using the SPSS 16.0 statistical software package 

(SPSS Inc, Chicago, USA). Qualitative variables were compared using Chi-square 

tests whereas quantitative variables were analyzed by Student's t-test. The distribution 

of data was expressed as mean ± SD. The difference between different groups was 

evaluated by Student’s t tests or Mann–Whitney U tests. Data were analyzed using the 

GraphPad Prism software version 5.0 for Windows (GraphPad software, San Diego 

California USA), and P values less than 0.05 were considered to be statistically 

significant.  
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