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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 gRT-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).
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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 .



NOTCH1 qPCR

40

gg - B NS
25 I;I O CLR
20

Relative Expression

o iﬁ:ﬁ'ﬂ__

MCF7 T47D  HCC1937 Sum159 Sum149

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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miR-93

miR-106b miR-25

NEDDA4L 3'UTR

0kB 1.5kB

miR-93/miR-106b site 1

Human --

Chimp -- --AAGC--AAGUUCUGCUUGCACU---- - UUUG-CA-UUUGCCUAAC--,
Rhesus -AAGC --AAGUUCUGCUUGCACU- UUUG-CA-UUUGCCUAAC--, UUU---U-GCAGAGGC. -AG-A-GAGC
Squirrel -AAGC--AAGUUCCCCUUGCACU- UUUG-CA-UUUGCCUAAC- - ~UU---U-GCAGAGCA. -AG---AGA(
Mouse -- UUUG-CA-UUUGCCGAGC -~
Rat -- UUUG-CA-UUUGCCUAGC -~
Rabbit
Pig
Cow UUUC-CA-UUUGCCUGAC- -,
Cat UUUG-CA-UUUGCCCAAC--ACCCGA-
Dog -AAGUCCUGCUUGCACU- UUUG-CA-UUUGCCUAAC--AACAGA-
Brown bat -AAGUCCUGCUUGCACU- UUUG-CG-UUUGCCUAAC--!
Elephant -AAGUUCUGCUUGCACU- UUUG-CG-UUUGCCUGAC- -,
Opossum -AAGUUUUUCUUGCCC UUUG-CA-UUUGCCCAAU -~
Macaw
Chicken -- = --GG6C--GCGUUCUGCUGC-GCU

Lizard AAAAAAAUAACGAUUCUGUUCACGGAGC--AAGUUCUGCGUGCGCU
X. tropicalis

miR-93/miR-106b site 2

o.....1060. .

Human - C-AAUU-CUGAAGGCACUUU-~ AUGU-ACUACAUGG- G
Chimp ~-C-AAUU-CUGAAGGCACUUU-- ~-AUGU-ACUACAUGG- -~ G --U-uuGuL
Rhesus ~~C-AAUU-CUGAAGGCACUUU-~ --AUGU-ACUACAUGG- - -~ G --U-UuGUL
Squirrel C-ACUU-CUGAAGGCACUUU-- --AUGU-ACUACGAGG -~ -~ G U-CCAUL
Mouse C-CCUU-CUGAAGGCACUUU- AU GG AGG: UCAC-AUCUG G---U U-UUGUL
Rat --C-CCUU-CUGAAGGCACUUU AC GG AGG: UCAC-AUCCG G---U U-UUGUL
--C-GAUG-CAG-AGGCACUUU-~ ~-AUGU-ACCACGUGG- -~

Rabbit

C-GAUU-CUGAAGGCACUUU-~

Cow C-AGUU-CUGAAGGCACUUU-~
Cat C-AGUU-CCGAAGGCACUUU--
Dog C-AAUU-CUGAAGGCACUUU-~
Brown bat C-AGUU-CCGAAGGCACUUU-~

UCAU-GUCUG G---U
-UCAU-AUCUG:

C-AGUU-CUGAAGGCACUUU--
C-AAUU-CUARAGGCACUUU--
C-GACU-CUAAAGGCACUUU--
C-AACU-UUAAAGGCACUUU-~

AUGU-ACCACAUGA

AUGU-ACUACAUGG-
AUGUAACCCAUGGA-
AUGU-AACACACUG-

Elephant
Opossum
Macaw

Chicken
Lizard

X. tropicalis

miR-25

Human
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Rhesus
Squirrel
Mouse
Rat
Rabbit
Pig

Cow

Cat

Dog

Brown bat
Elephant
Opossum
Macaw
Chicken
Lizard

X. tropicalis

UGAUUUCU-U-UUC-
UGAUUUCU-U-UUC-
UGAUUUCU-U-UuC-
UGAUUUCU-U-CUC-
UuGCuCCu-6Cuc-
uuGuuUCCu-uccuc-
U-GUUUCU-C-Cuc-
UGCCUUGC-U-GGC-
----Uucu-u-cuc-
UGACUUCU-U-CUC-
U-AUUUUU-U-CuC-
UUAUUUC--U-CuC-
UGAULUCU-U-CUC-
UuAUUCCU-U-Cuc-
U-Guuccu-----C-
U-GUUCCU-U-CuC-
U-UUAUCU-U-UUC-

~~--CCUGCACACAUCUUUCCGGUGC - - -AAUAUC - -UAUCAAUUGUGAAUCU -~ - GGCUGCUGG-- - -UG--~
~--CCCGCACACAUCUUUCCGGUGC - - - AAUAUC - -UAUCCAUUGUGAAUCU-- -GGCUGCUGG - ---UG--—

~==-ACUGCACAUG--UCUCUGGUGC - - - AAUAUC- -UAUCACUUGUGAACUU-- - GGLUGCUGC - - --UGCUGCUGU- - - -A- -
-~ -ACUGCACAUGUCUUUCUGGUGL - - - AAUAUC - -UAUCAAUUGUGAGUUU - - - GGCUGCUGC - - - -UG- - -AUGU - - - ~A- -UAAAAGAGAARA-A- -

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 NEDDA4L 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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