and progression. However, much less information is available TagMan gene expression assays (Applied B'-systems). A

for miRNA in cancer stem cells, particularly in relation to human RNU48 and actin TaqMan probes were v+ = endog-
the metastatic ability of CSCs in breast cancer, and therefore, enous controls for miRNA and regular ger v s,
it Is of significant interest to identify such miRNAs that may respectively. Western blottmg was carried o oril
serve as novel therapeotic targets for metastatic breast cancer. method with K17 o - VL
Tow -1 this goal v i’ e ——— iR
CD4 s \ctin
mikl gt e — _—— GIA-
dowr o’ H HAGTG
brain =
expre—6n. 101 E l | : *;t :
Mate Y — = enif=7-2 pre-
Cells: ¢ o i m"iemmra.] pCDII(,M‘r' MCS-EF F1-copGFP vector
We — it} vrEast (System Bioscience) were supplied by Yin-Yuan Mo (University
cancer ..(Tn erican Type . Culture Collection. The of Mississippi Medical Center). pSIN-KLF4-puro lentiviral

231BoM-1833, 2 1 la, CN34, CN34-BoM2d, CN34-Brivi2e, plasmid was constructed by subcloning from pLM-mCherry-
and MCF7-BoM2d .ells were a kind ~% from Dr. Joan 2A-KLF4 purchased from Addgene. KLF4 reporter plasmid,
Massagué (Memorial Sloan-Kettes - Sager Center, New pMir-Report-KLF4-3-UTR was a kind gift from Dr. Kenneth 5.
York). Firefly Juciferase-lahal Gk © = menarated 1o il Minjversity of (a1frmia 1o 4=t 08 ref. 15). Psin-
lentivirus infection. 2937 . e

Bioscience, MB231, MBSI- . —
BoM2d, and 293TN cells were wftur

ified Er._glf's weditlm {D.\-il?.“] e 1— - 4% En E% = &

and antibiotics. CN34 and is v el
Medium199 supplemented wit™ 5%, — —
0.5 pg/mlL h:.'dmmrtisc-ne.

era toxin, and antibioties. 3¢

microvaseular endothelial m' lrnllr E— 'n * = —I@I—f -

Dr. Isaigh ], Fidler (M.D, Ande N — ?

TX; ref. 13). mBrEC was mair __a¢o == S f._\'_ B

DMEM with 10% FBS, 2 mmol/L of L-r i
sodium pyruvate, 1% of nonessentidrmmmratiosunrb ol == __ Lo ey e

vitamin mixture, Breast tumor cells that were directly expression plasmid were cotransfected with 1 NEGTPhRG=F=——=
transplanted o animal only one generation without in vitro Renilfa luciferage internal control plasmid (Promega) into

culture were obtained from Conversant Biologics, Stem cell 293TN cells using Lipofectamine 2000 reagent (Invitrogen).

populations were isolated as described previously (14). Iso- After 24 hours, luciferase activities were measured by using
lated CSCs were cultured in DMEM/F12 medium with 2% dual-uciferase reporter assay system (Promega).
B27, 20 ng/mL EGF, 4 jg/mL insulin, and 04% of bovine
serum albumin (BSA). Transfection
For reporter assay, cells were transfected with Lipofecta-
mine 2000, For knockdown of miR7, cells were transfected with
*arked nucleic acid (LNA) targeting miR-7 (Exigon) using

Q Eﬂlij Bio T ————=ont (Applied Biological Materials).
Reseryeyq. SA CD All Right 1

e, e led with Cell
T Welvweinne._ T re seeded into
=N & - . —— g, supplemented

Real-time PCR and Western blotting T e { Transwells

Total BNA was isolated from cells using TRIzoL reagent were filled with DMEM wiw.. 4. For transmigration
(Invitrogen) and from paraffin-embedded human tissue sam- assay, 100,000 of mBrEC were seeded into Transwell insert
ples using miRNeasy FFEP RNA purification kit (Qiagen), {Corning, pore size 3 um ) and allowed to grow to confluence for
respectively. We used TagMan MicroRNA Reverse Transerip- 1 day. CSCs were labeled with Cell tracker green and 50,000
tion kit and High Capacity RNA-to-cDNA kit for miRNA and vells were seeded into Transwell inserts supplemented with
mRNA reverse transcription, respectively (Applied Biosys- DMEM with 10% serum. The bottom side of Transwells were
tems). Quantitative PCR (gPCR) was conducted by using Taq- filled with DMEM with 20% serum. After 24 hours, labeled cells
Man Universal Master Mix [l and TagMan microRNA assays or were counted under the fluorescent microscope.
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