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Supplemental Figure 1:  Stable overexpression of the miR-106b-93 cluster of microRNAs.  
Quantitative real time RT-PCR in MCF7, T47D, HCC1937, Sum149, and Sum159 breast cancer 
cells for miR-106b, 93, 25 in the miR-106b-25 overexpressing (CLR) lines compared to the 
non-silencing (NS) lines.  Results shown are from 3 replicate qRT-PCR reactions (+/- SD) 
normalized to U6 RNA.
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Supplemental Figure 2:  Individual miR-106b-25 mimics induce NOTCH1 overexpres-
sion.  Western blot analysis of NOTCH1-ICD and full length (FL) NOTCH1 in MCF7 cells 
at 24hrs post transfection of 20nM miRNA mimics (Neg, miR-106b, miR-93, miR-25, and all 
three miRNAs together).

250kD

100kD

AL
L

259310
6b

NEG

MCF7: miR mimics



A B

C

NS_
SC

R
CLR

_S
CR

CLR
_s

h3
0

CLR
_s

h5
4

Notch1 ICD

Tubulin

MCF7

Notch ICD

Actin

MCF7

DAPT - +

Mammosphere 
shNotch 

expression

FL Notch

MCF7: Notch KD

Notch1 ICD

Actin

NS_S
CR

CLR
_S

CR
CLR

_s
h3

0
CLR

_s
h5

4

159: Notch KD

NS_S
CR

CLR
_S

CR
CLR

_s
h3

0
CLR

_s
h5

4

FL Notch

Notch1 ICD

Actin

In Vivo TIC
shNotch 

expression

250kD
250kD

100kD
100kD

100kD
100kD

D

Supplemental Figure 3:  Levels of Notch1 in drug and NOTCH1 KD treated cells.  (A) Western 
blot analysis in MCF7 parental cells after treatment with the gamma-secretase inhibitor, DAPT 
(5uM).  (B) Western blot analysis of MCF7 NOTCH1 KD cells showing efficient knock-down with 
both NOTCH1 shRNAs (sh30, sh54) at the time of Mammosphere assays in MCF7 cells. (C)  Anal-
ysis of NOTCH1 KD in Sum159 cell at the time of mammosphere formation assays showing 
efficient KD of both FL-NOTCH1 and NOTCH1-ICD protein forms. (D) Western blot analysis of 
NOTCH1 KD MCF7 cells at the time of the in vivo TIC experiments, showing a slight loss of 
NOTCH1 knock-down in sh30 containing cells, and also demonstrating efficient loss of 
FL-NOTCH1 .
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Supplemental Figure 4: miR-106b-25 overexpression does not increase 
NOTCH1 mRNA in most cell lines.  qRT-PCR in MCF7, T47D, HCC1937, 
Sum149, and Sum159 NS and CLR overexpressing cells for Notch1. Data shown 
are from 3 replicate qRT-PCR reactions (+/-) SD and normalized to GAPDH 
mRNA.
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Supplemental Figure 5: miR-106b-25 targeted binding sites in the 
NEDD4L-3’UTR are conserved.  Conservation analysis for all three miR-106b-25 
binding sites in the 3’UTR of NEDD4L, showing a large degree of conservation 
from Human to Lizard.
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Supplemental Figure 6: NOTCH1 is decreased, and NEDD4L is increased, with 
knockdown of miR106b-25 in MDA-MB-231 cells. Western blot analysis of 
MDA-MB-231 cells in which the miR-106b-25 cluster has been knocked down 
(Zip-CLR) vs. a non-targeting control (Zip-SCR). 
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Supplemental Figure 7:  miR-106b and miR-93 correlate with Notch1 protein across multiple 
breast cancer subtypes.  Data from the TCGA analysis was separated into breast cancer sub-
types and re-analyzed for correlation between each miRNA in the miR-106b-25 cluster and Notch1 
protein data (RPPA).  Normal-like breast cancers did not have a big enough sample size to analyze.  
P values derived from KS test.
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