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LEGENDS TO SUPPLEMENTARY TABLES 

 

Supplementary Table 1: Independent Component Analysis of RNA expression data of 

CD31+, Epcam+, and triple-negative CD31-Epcam-CD45- cell populations isolated from 

tumor-bearing lungs of 3 K;miR-143/145+/+ (WT) and 3 K;miR-143/145-/- (KO) (total of 18 

samples) elucidating 17 independent components within the dataset. Ranks of genes 

within each signature are shown.  

 

Supplementary Table 2: Independent Component Analysis of RNA expression data of 

CD31+ cells isolated from tumor-bearing lungs of 3 K;miR-143/145+/+ (WT) and 3 K;miR-

143/145-/- (KO) elucidates 5 independent components within the dataset. Table shows 

the ranking of genes within Signature_End4. 

 

Supplementary Table 3: Differential expression analysis of annotated long non-coding 

RNAs in RNA expression data of CD31+ cell populations indicating lack of significant 

differences between 3 K;miR-143/145+/+ (WT) and 3 K;miR-143/145-/- (KO) datasets. 

 

Supplementary Table 4: Pair-wise comparison of (Sheet 1) CD31+, (Sheet 2) Epcam+, 

and (Sheet 3) triple-negative CD31-Epcam-CD45- populations isolated from K;miR-

143/145+/+ (WT) and 3 K;miR-143/145-/- (KO) mice. Gene names, raw counts, normalized 

expression counts, fold-change FC[KO/WT] and FDR are indicated. 
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SUPPLEMENTARY FIGURES AND LEGENDS 
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Supplementary Figure S1. Targeting strategy and initial characterization of miR-

143/145-deficient mice.  

(A) Targeting strategy. 

(B) Southern blot identification of correctly targeted ES clones.  

(C) PCR genotyping.  

(D) Northern blot detection of miR-143 and miR-145 in RNA isolated from indicated 

tissues in mice of indicated genotypes. tRNA used as loading control.  

(E) miRNA Taqman detection of miR-143 and miR-145 relative to U6 in RNA isolated 

from indicated tissues in mice of indicated genotypes.  

(F) Expected and observed percentages of mice born with indicated genotypes from 

crosses of miR-143/145+/- mice.  

(G) H&E staining of indicated tissues from miR-143/145 wild-type and null mice showing 

age-related, smooth muscle-specific phenotypes associated with miR-143/145 

deficiency, including loss of elasticity in the aorta, megacolon manifestation, and male 

infertility.  

(H-I) Survival curves of cohorts of indicated genotypes. n represents the number of mice.  

(J) Bar graph showing the tumor spectrum of mice in (I). 
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Supplementary Figure S2. Investigating tumor suppressive functions of miR-

143/145 in vitro. 

(A) Top Schematic of time-course experiment testing the effect of miR-143/145 deletion 

on proliferation in MEFs of indicated genotypes. Bottom qRT-PCR and Taqman 

detection of (left) pri-miR-145 and (right) mature miR-145 levels.  

(B) Growth curve analysis of MEFs in (A).  

(C) Top Schematic of the experimental design to test the effect of doxycycline-inducible 

miR-143 and miR-145 overexpression on KP lung adenocarcinoma cell lines 

proliferation in vitro. Bottom qRT-PCR detection of the relative levels of primary miR-143 

and miR-145 expression in clones treated with doxycycline as indicated. Data show 

mean±SEM of technical replicates.  

(D) Growth curve analysis of clones from (C).  

(E) Schematic of experiment testing the effect of mutant KRAS activation on miR-

143/145 expression levels in MEFs 

(F) Quantitative RT-PCR of experiment in (E) detecting pri-miR-143, pri-miR-145, KRAS 

and RREB1 levels. Results show that miR-143/145 expression is indeed repressed upon 

KRASG12D activation but the levels of the putative miR-143 and miR-145 targets, KRAS 

and RREB1, respectively, are not affected by deletion of the miR-143/145 cluster. 
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Supplementary Figure S3: Effect of miR-143/145 deficiency on the growth of 

subcutaneous tumors.  

(A) Experimental schematic.  

(B) Tumor volume measurements at indicated time-points post subcutaneous injection of 

miR-143/145+/+; KRASG12D/+; p53-/-; EGFP+ cell line in miR-143/145 wild-type (n=3) and 

knockout (n=3) animals.  
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Supplementary Figure S4: Effect of miR-143/145 deficiency on tumor stroma.  

(A) Experimental schematic.  

(B) IHC detection of indicated cell types using indicated markers in lung tumors from 

miR-143/145 wild-type and null mice treated as shown in (A).  

(C) Immunofluorescence detection of pIGFR Y116 in lung tumors from miR-143/145 

wild-type and null mice treated as shown in (A). DNA was counterstained with DAPI and 

images were merged. 

	

	

	



	
9 	

	  



	 10 

Supplementary Figure S5: Dissecting the stromal contribution of miR-143/145.  

(A) miRNA FISH detection of smooth-muscle-specific miR-145 signal in indicated 

anatomical areas in mice of indicated genotypes using 5’ FITC-labeled, LNA-miR-145 

probe. DNA was counterstained with DAPI and images were merged and enlarged as 

indicated.  

(B) Schematic of the cell sorting strategy.  

(C) Representative qRT-PCR detection of the relative levels of indicated cell type-

specific markers in RNA from cell populations isolated from tumor-bearing K;miR-

143/145+/+ mice at 16 weeks post t.i.  using sorting strategy shown in (B). Data shows 

mean±SEM of technical replicates.  

(D) Independent Component Analysis (ICA) characterizing expression patterns within 

samples in Fig. 4 indicating five independent statistically significant signatures, shown as 

columns in the heatmap. Red color indicates positive correlation and blue color indicates 

negative correlation with the signature; shade reflects the degree of correlation. p-values 

using Krushal Wallis test are indicated.  

(E) Gene set enrichment analysis (GSEA) of signatures from (D) (S1-S5, FDR values as 

indicated). 

	


