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Lung cancer treatment trial using IGBP1 related miRNA by Patient derived
Xenograft mouse.
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In lung adenocarcinoma, IGBP1 is related to cancer progression and controled
by some microRNAs. We revealed that miRNA34b and 3941 were related with IGBP1 and treatment using

these miRNA were effective in vivo using lung cancer cell line. Especially, miRNA3941 is more
specifically related to IGBP1. There are also a limited number of reports indicating that miR- 3941

is associated with malignant tumors such as acute lymphoblastic leukemia (ALL). The present report
is a first to have indicated a biological effect of miR- 3941 in solid tumors.
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(¢)) miRNA  1GBP1
Origene Technologies (Rockvile, WMD)
IGBP1 3 -untranslated region (UTR)
firefly luciferase
reporter plasmid (MirTaget-1GBP1-3" UTR,
cat no #SC204862) miR-3941

pMirTarget-1GBP1-3" UTR-Mut
WT clone IGBP1 3’
UTR pMirTarget plasmid
Sgfl  Mlul
A549
pMirTaget-1GBP1-3’ UTR
pMirTaget-1GBP1-3" UTR-Mut  miRNA mimic
negative control RNA duplex(NC
duplex, ThermoFisher Scientific)

FuGene HD transfection reagent (Promega,
Madison, wr) lipofectamin
RNAIMAX(ThermoFisher Scientific)

96

pRL-TK (Promega)

A549 48 luciferase
activity dual-luciferase reporter assay
kit (Promega)

(Varioskan LUX, ThermoFisher scientific)

(2)miRNA
1GBP1
miRNA mimic  I1GBP1-specific SiRNA
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1GBP1

miRNA
knock down
miRNA

miRNA mimic (ThermoFisher
Scientific) 1GBP1
I1GBP1-specific siRNA (silGBP1) (

) scrambled RNA
(Stealth RNAI Negative Control Medium GC
Duplex, ThermoFisher scientific)
lipofectamine  RNAIMAX  (ThermoFisher
Scientific) Opti-MEM/ reduced serum
medium (ThermoFisher Scientific) 6

20
antibiotics-free
RPMI DMEM/F12
37 5 C02 24
72 miRNA mimic



30nM PC-9
A549( 6 /nml)

silGBP1
5 -GAUCCUGAGAGAAAGAGACUCUUCA-3

IGBP1 mRNA
RNA
mirVana mIRNA isolation kit
(ThermoFisher Scientific) total
RNA
mature miRNA
TagMan MicroRNA Reverse
Transcription Kit (ThermoFisher
Scientific) miRNA
primer(TagMan micoRNA assay,
ThermoFisher Scientific) total
RNA
U6 snRNA

Real-timePCR
GeneAmpVR 7300 Sequence Detection System
(ThermoFisher Scientific) miRNA
RT-PCR real-time RT-PCR)

TagMan Universal PCR Master Mix 11
(ThermoFisher Scientific)

IGBP1  mRNA Highcapacity
CcDNA Reverse Transcription Kit
(ThermoFisher Scientific) Power SYBR
Green PCR Master mix (ThermoFisher
Scientific)
real-time RT-PCR
IGBP1  real-time RT-PCR
forward;
5 -GGCATCAACTTCTAACTCATCTCG-3' ,
reverse;

5’ -CTCATACCAGTCACTCACCGTCAT-3
18S real-time RT-PCR

forward; 5 -ACTCAACACGGGAAACCTCA-3' ,
reverse; 5 -AACCAGACAAATCGCTCCAC-3

1GBP1
Protease phosphatase inhibitor
cocktail (ThermoFisher Scientific)
M-PER Mammalian Protein Extraction
Reagent (ThermoFisher Scientific)

4 10
BCA protein assay Kit
(ThermoFisher Scientific)
(20
p g) loading buffer DTT 95
5 10 12

Mini-PROTEAN TGX Precast Gels (Bio-Rad
Laboratories, Hercules, CA)

iBlotTM gel
transfer system (ThermoFisher Scientific)

polyvinylidene difluoride
membrane

1GBP1

(1:200, Sigma-Aldrich Co),

B -actin

(1:5000,ThermoFisher Scientific)

caspase 3
(1:500, Cell
Denvers, MA),

cleaved caspase 3

(1:500, Cell signaling technology)

PARP

(1:1000, Cell signaling technology)

signaling technology,

Horseradish peroxidase
SuperSignal West

Femto Maximum Sensitivity substrate
(ThermoFisher Scientific) ChemiDoc
Touch Imaging System (Bio-Rad
Laboratories)

camptothecin (Sigma-Aldrich Co, final
concentration 10u M) PC-9

PC-9

®
WsT-8
6

Cell counting kit-8 (DOJINDO, Kumamoto,
Japan) WST-8
Flexi Vector system
(Promega) IGBP1 ORF
pF4A_CMV Flexi vector (Promega)
miR-3941 mimic pF4A_CMV_IGBP1

(pIGBP1)
miR-3941
pGFP
miRNA34b transfection
1GBP1

miRNA34b  IGBP1 (BCL2, CCND1,
CCNE2, CDK4, MYC, MYCN, MET, HMGA2, SIRT1,
CD44 and FRA1)
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miR- 3941: A novel microRNA that controls
IGBP1 expression and is associated with
malignant progression of lung
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