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Identification of a molecule involved in tumor progression using a patient-derived
xenograft model
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Clear cell renal cell carcinoma (ccRCC) is the most popular subtype of renal cell
carcinoma (RCC). Early-stage ccRCC is curable by clinical surgery, but approximately one-third of all
patients present locally metastatic cancer at the time of diagnosis. Therefore, an understanding of the
molecular mechanisms of ccRCC progression is crucial for the discovery of molecular-targeted therapies.
In the present study, we have established patient-derived xenograft models of ccRCC. The tumors serially
transplanted in mice pathohistologically showed high-grade phenotypes. On the other hand, we found
LOX-like protein 2 (LOXL2) that is involved in the progression of ccRCC. Our findings suggest that LOXL2
is a potent regulator of integrin a 5/ 1 protein levels and functions in a tumor-promoting capacity in
ccRCC.
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(4) RNA
RNA later ICE Frozen Tissue Transition
Solution (Ambion)
QIAZOL (Qiagen) @ 5.5mm
Micro smash MS-100

(TOMY)

QIA Qube (Qiagen) 200 nt
RNA  RNeasy MinElute Cleanup Kit

(Qiagen) 200 nt miRNA RNA
miRNeasy Mini Kit (Qiagen)
RNA

Experion Automated
Electrophoresis station (BI0-RAD)
RQI (RNA Quality Indicator)

7 RNA
(5) mRNA

Total RNA 100 ng , Ambion WT
Expression Kit (Applied Biosystems)

cDNA cDNA 5.5 pg

GeneChip WT Terminal Labeling Kit
(Affymetrix)
CDNA
Hybridization Cocktail GeneChip
Human Exon 1.0 ST Array (Affymetrix)
45 60 rpm 17
hybridization Hybridization
Fluidics Station (Affymetrix)
GeneChip Hybridization Wash and
Stain Kit (Affymetrix) array
GeneChip Scanner 3000
Gene
Spring 12.1(Agilent Technologies)

(6) LOXL2 real-time PCR
Light cycler (Roche) CFX96
Real-Time System (BI0-RAD)
Light cycler 2



x SYBR Premix Ex Taq (Takara) 5 uL 10 uM
primer (forward , reverse ) 0.2 pL
( ;0.2 uM) MiliQ 3.6uL

CFX96
Real-Time System light
cycler .
LOXL2 mRNA

Forward: TTCCCTGGGGAGAGGGACATACA
Reverse:TTCTTCATGGGGTCCAGTGACA

PCR 9% 30 - 94 15
60 10 , 72 15 50 -
72 15 - 40 30

(7) siRNA

Small interfering RNA (SiRNA)
lipofectamin RNAI MAX
(Invitrogen) LOXL2

SIRNA Sigama-Aldrich

B-Brige
Control siRNA
Control siRNA : auccgcgcgauaguacgualT
LOXL2 siRNA #1 : gccacataggtggttccttcalT
LOXL2 siRNA #2 : agtaaagaagcctgcgtggtcTT
(8) Wound healing assay

SIRNA 24
786-0 24 well plate 100
24
well
(wound) RPMI-1640
12
Image J

(9) xCELLigence
SIRNA 24
786-0 0.025% EDTA
20% BD Matrigel Basement Membrane
Matrix High Growth Factor Reduced (Becton,
Dickinson and Company)
XCELLigence
(CIM-plate) 20000
(10)Western blot
2 x SDS sample buffer (1 M
Tris-HCI 125 mM, 20%, 2-
10%, sodium dodecyl
sulfate : SDS 5%, bromophenol blue : BPB
) 95 5
denature lysate 10%

(Millipore)
western blot
LAS 4000 mini

polyvinylidene difluoride

(GE Healthcare)
LOXL2
(Sigma-Aldrich)
ITGa V , ITGR 3

(Ambion) B -actin
ITGa 2 ITGa 3 ,
BD Biosciences
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