
Supplementary Table S1. Sequences of primers used in constructing luciferase plasmids and site-directed mutagenesis of the miRNA target 

sequences 

 

Gene 

(miR362 target 

sites) 

 

Wild-type construct Mutant construct 

SMAD4  

(containing both 

the miR362-5p      

& -3p sites) 

SMAD4-SacI-Forward primer 
5’-AGTGAGCTCGGGACTTCCCCATGGACATT-3’ 

 

SMAD4-XhoI-Reverse primer 
5’- AGTCTCGAGACCATCAAACCAGGCACAGA-3’ 

 

 

 
 

 

SMAD4-Mut1 (miR362-5p) 

First set: 

Luciferase-SacI-Forward primer 
5’-CTAGTTGTTTAAACGAGCTC-3’ 

 

SMAD4-Mutant-Reverse primer 
5’-GAAAGATAtaggagtATTTTATTTCATACTATTTATCCTG-3’

  

Second set: 

SMAD4-Mutant-forward primer 
5’-GAAATAAAATactcctaTATCTTTCAGATGTGTTTACTTTTG-3’ 

 

SMAD4-XmaI-Reverse primer 
5’-AATCAGTTGAACCCGGGAG-3’ 

 
SMAD4-Mut2 (miR362-3p) 

First set: 

SMAD4-BstZ17I-Forward primer 
5’-GCCCCTGGTATACAAAGATAATGACAATA-3’ 

 

SMAD4-Mutant-Reverse primer 
5’-ACACCCCCCTTTcacacaaACACCCTGCCC-3’ 

 



Second set: 

SMAD4-Mutant-Forward primer 
5’-GGCAGGGTGTttgtgtgAAAGGGGGGTGTTTG-3’ 

 

SMAD4-XhoI-Reverse primer 
5’-TAGACTCGAGACCATCAAACCAGGCA-3’ 

 

SNAI1  

(miR-362-5p site) 

SNAI1-SacI-Forward primer 
5’- GCTGAGCTCCCCTCGAGGCTCCCTCTT-3’ 

 

SNAI1-XbaI-Reverse primer 
5’-GCATCTAGATGCTTTATTGAATATCAATAAAC-

3’ 

 

SNAI1-Mut 

First set: 

XmaI SNAI1-Forward primer 
5’-GTGGCACCTGTTTCCCGGGCAATTTAAC-3’ 

 

SNAI1-Reverse primer  
5’-CTATACAAAACGTTaggagtATACAAAATGTTTGAAATATAAATA 

CC-3’ 

 

Second set: 

XmaI SNAI1-Forward primer 
5’-GTGGCACCTGTTTCCCGGGCAATTTAAC-3’ 

 

SNAI1-Reverse primer 
5’-TGCCTGCAGGTCGACTCTAGATGCTTTATTGAATATCAATAAACT 

GTACATATAACTATACAAAACGTTaggagtATAC-3’ 

 

CDH1 

(Two miR-362-3p 

sites) 

CDH1-SacI-Forward primer 
5’- ATCGAGCTCCCCAGCACCTTGCAGATTTTC-3’ 

 

CDH1-XbaI-Reverse primer  
5’-ATCTCTAGATTCCGCTCTGTCTTTGGCTG-3’ 

 

 

CDH1-Mut1 

First set: 

Luciferase-SacI-Forward primer 
5’-CTAGTTGTTTAAACGAGCTC-3’  

 

CDH1-Mutant-Reverse primer: 
5’-AGAGGGcacacaaAGTGTAGTAATGAGCAGAAG-3’ 

 



Second set: 

CDH1-mutant-Forward primer 
5’-CTACACTttgtgtgCCCTCTGCCTTTTTTTTTTTTTAAG-3’ 

 

CDH1-EcoRI-Reverse primer  
5’-GCAAAGCAACTGAATTCAGG-3’ 

 

CDH1-Mut2 

First set: 

CDH1-EcoRI-Forward primer 
5’-TCAACTCTCACTCCTGAATTC-3’ 

 

CDH1-mutant-Reverse primer 
5’-CATTAATGccacacaTTACTCAGAACAAGTCACTG-3’ 

 

Second set: 

CDH1-mutant-Forward primer 
5’-TGAGTAAtgtgtggCATTAATGTTTATTTAGCTCTG-3’ 

 

CDH1-XbaI-Reverse primer 
5’-TGCAGGTCGACTCTAGATTC-3’ 

 

Letters in bold uppercase letters and underlined are restriction enzyme recognition sequences. Letters in bold lowercase italics letters and 

underlined are mutated seed sequences. 

 

 

 



 

 

 

 

 

 

 

 

Supplementary Figure S1 

Analysis of miR-362-5p/-3p expression levels from subcutaneous tumors with miR-362-5p/-3p 
knockdown (k/d). Mice were generated using different cell batches and were designated 
different mouse numbers. 



 

 

 

 Putative miR-362-3p/-5p binding sites in 3’UTR            
of the DACH1 and BRK transcripts 

Supplementary Figure S2  
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