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IEF4HAEAY C-terminal tensin-like (CTEN) & HEALFAIE Ha B HF5E3EHE CTEN
FERRG R T G R BRI 2NN - iR R SR EERYRE ST ¢ 1 Wt
AR ERRR AR A T A B RSB AVIRSR - INEARTFE L HGET CTEN JRATREXAHI R
fEAl Wnt sREHIRERICHI G BN (% - HEM RN LAVBH] - 8 CTEN DRAERZ
AHAEPRH IS RAG SR > R4S CTEN REEF UMY RS 4TRbR > H Wnt6 ~ Wntll R
ERWYEI & ETE > UIZEfEH Wnto ~ Wntll S0 B8RSR ARV B EUZEE - 5540 » CTEN
B Wnt ERE(FIEESTEPHY B-catenin 455 - INIEAEBRAHEE /A Wt SHE TS
FRTESIIVER HEHE TR B -catenin/TCF/LEF #5HR ARG - 45 R 8Ur CTEN
ZMN A P EdEE B -catenin/TCF/LEF 8 gfin M - eI H0 Wnt6 ~ Wntll 5 NFAN

R E » B KGRI B S EE -
Abstract

The C-terminal tensin-like (CTEN) proteins in normal cells are most located in the cytoplasm with low
content. However, some studies have found that CTEN is abundantly expressed in colorectal cancer cells
and accumulates in the nucleus, which in turn enhance the ability of cancer cells to migrate and invade.
And Wnt signaling pathway is often over-activated in cancer cells. Therefore, this study mainly explores
the interaction between the accumulation of CTEN in the nucleus and the Wnt signaling pathway, and how
to regulate the mechanism of cell canceration. After analyzing the transcripts of cell lines with different
CTEN distributions, we found that in colorectal cancer cell lines, where more CTEN accumulates in the
nucleus, the expression levels of the Wnt6 and Wntl1 genes increase. Studies have pointed out that both
Wnt6 and Wntl1 will affect migration and invasion of colorectal cancer. In addition, CTEN binds to /3 -
catenin which work in the Wnt signaling pathway. This experiment uses a plasmid with a transcription
factor whose binding site 1s in the downstream of Wnt signaling pathway, to determine the transcriptional
activity of its downstream to /3 -catenin/TCF/LEF transcription factor. The results show that the
accumulation of CTEN in the nucleus will increase the transcriptional activity of S -catenin/TCF/LEF
transcription factor, and increase the expression of downstream genes such as Wnt6, Wntl1, and also affect

the migration and invasion of colorectal cancer cells.
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FEEE ES HARE NN — K- » LRI REEIE T ARBEL S Y 28.2% @ R
e PR R A G A 35 AR AR OB E - TEBNRISORZ - FRIFTEIZZE(E CTEN
FRE RN - FEARETER R REERE G IR Wt RS HERR St S B
Ff#%®E) (Vlad-Fiegen et al. , 2012) = 50 » PSS BRAEREAA T CTEN &L ENREE Y
il s Wt SRS EERRICH R SR AL - BERMIE T S8 Wit SRS EERREH
Wnt6 ~ Wntll RIEERFY mRNA SEIEF S - #E10LE CTEN 1 Wnt sREEERR{EZ

B AT ARSI E 2 [ B BB (% - MERASOEEH > CTEN #E A4HAEIZ & & il
Wnt EREEEELIRAY S -catenin 25 [1E 454 (Liao et al., 2009) » Hfr S-catenin & Wnt FHE{H
HPEASHAVERETE N - Rt Wnt S EERKEIBEIE(L » (8 5 -catenin fE4HRAZ
ZfE - #EMmEL TCF/LEF #E$kAF45E » MoE{LAERE NIFER (White et al., 2013)  FRIHEHA
TEPRETAE R AN T R E R H B2 R 4 AIRY CTEN #1 Wnt6 ~ Wntll FASN IR E AR

» THESRATREAZEY CTEN %f A -catenin/TCF/LEF #E§kEMEATREE - FERIVH =& BN E
BIRA (% > [0 CTEN FE#ZeRe4tRERs R S H8aE I nutsH] -

o bEE

(—) CTEN (C-terminal tensin-like) & H'E
Focal adhesion BIZGEBE - & —FHEEFTANAEAA (15 nm DAN) Z KBS HEHREEE(LAVEN
BEGH > (F RIS 2R BRI MEE 2 V7RSS - B4R B - Focal
adhesion EFZEMENETHTEAMELAE - DIERIZEANERVR S (B —) - ATHIRTEEER -
Focal adhesion BEFEREHVHEREARA - 11 2t A AlAt T AR B R0 H (e A4 AR G ~ 2
1 B{ZHERNAE J(Tilghman and Parsons, 2008; Xu et al., 2015) ©
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& — ~ focal adhesion 7REE (Pai et al., 2017)

Tensin family iz Focal adhesion > FH Tensinl ~ Tensin2 ~ Tensin3 [l CTEN
(Tensin 4) 4B (B =) ° Tensinl, 2, 3 FY N I ELH actin binding domain (ABD 1) >
BRI B 22 actin filament 45+ » H.EAHL Focal adhesion &5&HYIEE, (Lo et al.,
1994) ; Tensin family #Y C IEFE7A phosphotyrosine-binding domain (PTB 1) Ei Src
Homology 2 domain (SH2 1) » 43 HIEEF] tyrosine phosphorylated proteins 5z [ -integrins
45& (Davisetal, 1991; Augeretal., 1996 ; Calderwood et al., 2003) © (

Tensin family ##Y CTEN EAMHGREM: - FEF Rk - R HEHSTY
CTEN FHEMREEFENAT] » HATERISIRE KGR HS . PAE SRR
& H CTEN ZoAnihdifE - A RiGEEAAEfk S - CTEN AimyREE
H& B0 4% A (Hong et al., 2019; Liao et al., 2009) - ififiz X 4HAEF%HY CTEN
(R PR DL R T A B RS B EEHYAE JT (Liao et al., 2009) -
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(=) Wnt S HEEPEE (Wnt pathway)

Wnt SRS FHERC GRS - b - BREEE) > A B EE—
B AR SR - 5 Wit SUEFERSRERE Al A se S B AR (L - Jer
W7 - TEREARER T Wit SHEEHERCGHHEEL - Wit SEEEREKEE
By Ry =Ad ¢ —fEACH Wit FHE/EERSSMMWEIRAS L Wnt SHE(FEREK -

28 Wnt SHEEZRLAE (canonical Wnt pathway ) 1 > FCBE Wnt 2598 {H2
AJLABELIE B -catenin £5 H'E el - {5 3 -catenin B& H'E 15 DUE AMHIAZERTE Nk
HAVES: (B=) - FEELH Wnt ~FEi4HAEfS LEES (noncanonical Wnt/planar cell
polarity pathway » PCP) &#&r GTP B RhoA 1 Ras & JNK 1 ROCK - & Bh4H
A B 2R R HRY - AR OB YRR - 7RI RACEE Wnt/#58fE 1858 (noncanonical
Wht/calcium pathway ) & - BCAS Wnt EEE AU "8 (DAG) ~ =HiEZHE:

(IP3) #E L » R EEESHEFHIREROI RS SR L s R TR MERR - Hhim P B AERRHT 2
FiEBEAEZEEM - BAEWIED - B4 Wnt S HE RS E(LE -
5 [ -catenin EFEAIURZ (Sebio et al., 2014) o ILREE T IER TG B RE > 6-
catenin & [ EHIRILE WA GHEACHS 2 BRI &1L -
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(=) AR CTEN sZZRIGFEANRHES KR HEAE

(=)
(=)

CTEN 75 KB 4HAE b & R &R ZRE AL A (Liao et al,, 2009) » FIH
nuclear localization signal (NLS) f CTEN KEIHEYIMXLA%REIR - fHEHRE
wild-type CTEN (WT-CTEN) AE4HAE - 580 NLS-CTEN 2~ 4MAEm B BUZEEAE
SEEIRTT (£ 2017 5 0% 0 2019) » 0 iFRI WT-CTEN B NLS-CTEN Z4f
ek AG 1B R 278 SR . - IRFISEEARTS WT-CTEN 81 NLS-CTEN 7252
VEFFH AR A9 E (94 APC2 ~ Wnt6 ~ Wntll ~ ACSLS ~ S100A14 ~ ZNE350 £
R G2 LIEE R W H e (e SR AR B AT RERE )y - Hr
APC2~Wnt6~Wntll FER &L ARGk REFRIL [ ACSLS ~ S100A14 ~ ZNF350
BRI R Rk RV R E B R -

ACSLS ] DLEBIREE B &R DL B BIRERL IR 73 % & S100A14 FOAHAEHTHE 4=
THALERE - WA DI RERE RS o bl AR By T RS R VB E VAL (Pérez-N
fiez et al., 2019; Basnet et al.,2019; Sapkota et al., 2011) » ZNF350 f&—HIFERER - &
KEGHIAEHERSHE ST (Tanakaetal,, 2018) » 555 CTEN ~ Wnt6 ~ Wntll ~ APC2 EH'E
Besil Wnt sHEEERSR - /) APC2 ZEFErVEANET - UiV ER e 1 E &
f& (Heetal,2018) = fi Wnt6~ Wntll FEHERELLHM Wnt s FERIKBIIELL L
Wnt “FHEAHAEMEEEEEAVECHE > 2 5 -catenin/TCF/LEF ##5% R TPl s EL R 7
EEY) o NIL - 40 bl > Wnt6 - Wntll MERNFERES LA #EfEA K
FEATHEA B K (2HERE 71 (Zheng, 2018; Irantzu Gorrofio-Etxebarria et al., 2019) °

=W HD
(—) #Jt CTEN fEliEizh RAE% Wnt6 ~ Wntll FRAREE 2%

PEst CTEN FIREY B -catenin/TCF/LEF EEHE AR EE -
B2 B -catenin/TCF/LEF ##§EE AR T
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pathway and the regulation of cell canceration

Cytoplasmic & Confirm the Transfection Invasion assay &
Nuclear p‘roteln effect of CTEN ‘ Migration assay
extraction accumulates in Detect th
l the nucleus coectiie
* transcriptional activity
Western — of B-catenin/TCF/LEF ~ Explore the effect
blot 4 by Dual luciferase assay ~ of CTEN in the
1 l l nucleus and the
expression of Wnt6
Confirm the Explore. thef effect Confirm the effect of on regulation of
A of the distribution . )
distribution and CTEN accumulating cell canceration
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= B g
(—) 4Hptrk © NECRESEE4HAAE HCTL16 -
(=) 'E#8 DNA (Jr4ifurksMNEZEL CTEN)
1. pcDNA3-myc : #7A myc-tag » LU EV (empty vector)
2. pcDNA3-myc-CTEN : 257 wild-type CTEN RIS pcDNA3-myc FHIRHEHE > DIF
fEif% WT-CTEN -
3. pcDNA3-myc-NLS-CTEN : #A nuclear localization sequence (NLS) 2 CTEN Fg%1 »

{sf CTEN gE#y EAEN 1A% > DL &% NLS-CTEN -



(=) gPCR 5[+

Z<— ~ qPCR primer sequence

Genes Primer sequence Product sizes (bp)
F: 5 - CTTAGAGGGACAAGTGGCG -3
18S rRNA , , 107
R:5 - ACGCTGAGCCAGTCAGTGTA -3
NS4 F: 5 - GGACCCCAGAGGACCTTGACTCCTA -3" R: o5
5" - GGGAAGCAGCTGGAAGGTGGGGT -3
F: 5 -TTCCTGTCTCTTGCATAAAGGTT -3’
ACSL5 , , 95
R:5 - CCAATTCGGAGATGATCCAC -3
F: 5 - TCACCAAAGGACCAGACACA -3
S100A14 , , 91
R:5 - GCCCTCTCCACATCACTGAA -3
APCO F: 5 - GCATGAAGGAGGTCCTGAAGC -3’ 116
R:5 - GATGTCCATCTGTAGGGCCTTC -3’
F: 5 - CAGTTGGTGGGAAAGGGCTAATAC -3
ZNF350 , , 96
R:5 -TTAATCCTCCACACTGGCACTGG -3
F: 5 - TGGCCTCTAGGAGGAAACAGT -3
WNT6 , , 115
R:5 - ATTGATACTAACCTCACCCACC -3
F: 5 - CCAAGCCAATAAACTGATGCG -3
WNTI11 85

R: 5" - GCACTTACACTTCATTTCCAGAG -3’

(P9) siRNA /N7y E R

"~ siRNA 5%

Gene

Sequence

siCtrl

Negative Control

5" -GAUCAUACGUGCGAUCAGAI[AT][dT]-3" 5" -
UCUGAUCGCACGUAUGAUC[AT][AT]-3’

siCTEN

CTEN (TNS4)

5" -CCCAGAGGACCUUGACUCCUACAUU-3" &
AAUGUAGGAGUCAAGGUCCUCUGGG-3’




( F) Western blotting {5~ Pife

Z= - Western blotting Hifa%13=

— i

P

[ Efr

Anti-CTEN antibody
(Spring Bioscience, clone SP83)

Rabbit

1:1000 ~ 4°C ~ overnight

Anti-Myc antibody
(Cell signaling, #2276)

Mouse

1:1000 ~ 4°C ~ overnight

Anti- a -tubulin antibody
(Sigma, T6074)

Mouse

1:5000 ~ RT ~ 1 hr

Anti-PARP antibody
(Cell signaling, #9532)

Rabbit

1:2000 ~ RT ~ 1 hr

Z Rk

e

2 MR

Peroxidase-labeled affinity purified antibody to
rabbit IgG (H+L)
(KPL, 474-1516)

Goat

1:10000 ~ RT ~ T hr

Peroxidase-labeled affinity purified antibody to
mouse [eG (H+L)
(KPL, 474-1806)

Goat

1:10000 ~ RT ~ 1 hr

(7)) 4lifEszEfHEE ©+ DMEM ~ penicillin/streptomycin ~ trypsin ~ B30 ~ 4HfEEEER ~ 37 &

KBTE ~ VLR - B - B -

() EHAtr ¢ 1.5 ml tube ~ p1000/p200/p20/p2 pipet ~ tip ~ WEE S ~ EHE nanodrop (EEIUES

SeyerESt ) ~ Bk - qPCR machine ~ iScript cDNA Synthesis Kit ( SZ##8% cDNA *

7)) ~ Lipofectamine™ 3000 transfection reagent (§#%) ~ Transwell °




= -~ DNA 34t

(—) T E (PCR)
L 02 mL PREHECE > 1A 100 ng BHR DNA ~ 044 M 5[5~ 250 M dNTP
5x Herculase II Reaction Buffer ~ 1 L Herculase II Fusion DNA Polymerase °
2. FifmE/KIREEREE S 50 L L > XA PCR machine #E7TSZJE -
3. BETARIELL 95 & 30 7 - FHiRF 95 & 30 Fb ~ 68 & 30 #b ~ 72 FELAZRIEE 20sec/kb 2
B 30 > BARFELL 72 & 10 77§

(=) DNA F Ee4iifb
1. # PCR EYISPRFIEGE] > A E22L Gel/PCR DNA Isolation System £ &g p 2 i 2
s ET AL

(=) IRHESUVERREL PCR EY)
I U1 pgBREE PCR VNI 10x NEBuffer ~ 1 2 L [RA(E -
2. DMEEVKFHEAGIRE 50 nL - 5y 37C FRE—/NFE - FRE 65C Ik 20 57
PEEL IS -
3. #EfT DNA &Ik i -

(P4) DNA &
1. B RAIESE & 2 EAG R BORIERE AR B -
2. i CEEGR B - s AR B EHETEER (1:3) WHERIERR B AZ
DNA JF EZ48E f 100 ng °
3. MLA 10x T4 DNA ligase buffer ~ 1 1 LT4 ligase » DAfEE/KFHEASTESE 20 Lo A
16C [FEB -

(f1) BB ARG EAEysE
L. UK B K RAR R E4HRE E. coli DHS (100 1 L/A&) 2 778 -
2. HUtth 50 wLAOA ligation ) > DAFFEdCREBEE 2R G RER /K E 30 77
B o
3. A 42°C KBTI RIEE 45 B TIEIKR 2 4 -

4. A 1ImLLB &R (1% tryptone, 0.5% yeast extract, 1% NaCl) J&E&945 » 1 37C
9



EAERTEE 1 /N -
5. BEDRDL 6000 ¢ BECy 10 sriEfe AbR FER -
6. BT HEWEBHINEA 50 ¢/ mL ampicillin 2 LB @E#EEFER (1% tryptone, 0.5% yeast
extract, 1% NaCl, 1.5% agar) » ¥ 37°C E'ERFE 16-18 /NEF -
7. POEEGHE —EE A REEESE & ampicillin 2 LB BFER > Y 37C BE&E 16-
18 /N e
(7)) Ehsgifk
1. BL MiniPlusPlasmidDNAExtractionSystem £: i itz (it 2 g n A2 T E e 4divt -
() DNA BASHERAGE K
1. FRIBATHERY DNA R By TR/ NEREERE I AGRE - BUBE 2 A K
B 1x TAE buffer (40 mM Tris-acetate, 1 mM EDTA, pH=8.0) » FI| FH iR g Az »
FFEEER LA -
2. JIA 10000xSYBR® Safe DNA Gel Stain (Invitrogen) JE4] > & A SRS E A AEE % -
BEE&H 1x TAE buffer 2 Eikid -
3. & DNA S 6x Loading Dye (NEB) JEAJ& T ALEinfE » AZEER 100 V #E(T

4, BZBHERIB B =0 “frERHE &K > L UVPDNA G552

{5 -
U~ RNA 5377
(—) RNA ik
1. L NucleoSpin RNA (MACHEREY-NAGEL) #f741(L - & ldmpaie (it > i
#EFT RNA 41k -
(=) RHEARE T R RERB A ST
. AEBZEEFER T E YRR A IR A H] » A EAFHY RNA A

AT A

Agilent 2100 Bioanalyzer %17 QC ##fl » WERIFF TR OK -
2. DL Nlumina NextSeq & HEITEENSTET » Ml E 150 bp o & 4SS A1 B g

10



bowtie2 HETTFPHIELYES - F4EH RSEM EEARRE LUK EBSeq #ET 7 SR AN
G3AfT

(=) & gPCR primer
1. 4£ NCBI #8uk I > #ot HAZELN mRNA AYEEE variant FE51 > FEHRT exon REIHY
B -
2. 1EW exon FUERAH —EEFPS  fEEHAFE ¢ primer &EHY 18 £ 35mer Z
il ~ EYHRIELY 100 bp ~ GC content 117> 40% % 60% 2] ~ TM {H 55 & 65 C
[l o MHER primer (A HIAGWIIHIL -

(™) #fF cDNA
1. W4 BT RNA DL iScript cDNA Synthesis Kit #7Z#5%% cDNA » FL{KHIE#LRS
fefit 2 AR M T S B -

(f1) E& PCR (gPCR)
1. BL 0.5 L HY cDNA » fiiA 10 L #Y 2x iQ SYBR Green Supermix ~ 0.2 M 5]
T DMREVKIREE#ETEZE 20 ¢ L DL CFX connect 23 #E{TE®E PCR -

FUU ~ qPCR [ JE(RIF:

1 95°C, 3 min

2 95°C, 10 sec

3 60°C, 30 sec 39 more times
4 Plate reads, go step 2

5 Melting Curve

11



T~ 4HREAH R B

(—) 4HpEiEE
1. 4liREpk © ARG FEEAREPR HCT116 -
2. WifEEEER - &F 10% 1Y fetal bovine serum (FBS) ~ 100units/mL penicillin DAz
100g/mL streptomycin 2 high glucose (4.5g/L) Dulbecco's modified Eagle medium (DMEM)
3. BPEIREE ¢ BERERY 5% CO2 ~ 37°C Z4HfisEs -

(=) AR
1. URBRATAEESEN > DL 8 mL fEE] PBS 4RENAOELANA
2. WFg: PBS &00A 1 mL 0.05% trypsin-EDTA - i~ 37°C EZ2EFENIE S 408 -
3. JOA 7TmL & 10% FBS 2 DMEM 4HREIFERGR LT THAAE - B 1 mL 4HAR
7> 7mL DMEM #fosgin s -

(=) YA Transfection
1. LipofectamineTM 3000 transfection reagent (Invitrogen) > HCT116 AHHERRmRELY
70-90% Hef AETTHEE -
2. HU 5w L lipofectamine 3000 reagent ° fiA 125 ¢ L Z serum-free EMEM 4HffEEE
i
3. 55HL 2.5 1g 2 plasmid DNA JIA 125 L 22 serum-free EMEM 4IRS SR K
5 1L P3000 reagent °
4. TRLEEHEA% > BRES K 11 #BTRE > BRER 10 578 -
5. DURIR TR I AT EE » 1Y 5% CO2 ~ 37C Z i Efaise -

(V) si-RNA knockdown F:RIZFEHH
1. LipofectamineTM 3000 transfection reagent (Invitrogen) ##% siRNA #:fT
knockdown HCT116 4HAEIERY CTEN ERFEIR > siRNA FlIFAFE -
2. Bl 5 wL lipofectamine 3000 reagent BAKz 50 pmole siRNA 43 AIHIA 150 ¢L =~
serum-free SHREIFEIR » T EDRA ©
3. RIREAR L 1:1 WELBIETTR S » BiRER 10 708 -
4. DURIR TR A NFLER IR - 1Y 5% CO2 ~ 37°C Z 4 Efaigs -

12



N~ EHEST

(—) 2HfEERERHL
1. RBRAAAEEE SRS - IIA 1 mL B PBS JECAHHE -
2. Wef PBS FEAIA 0.5 mL 0.05% trypsin-EDTA {EFI4HAE > 14 37°C HEEFEIE 5
TrEE o
3. JOA 1mL & 10% FBS 2 MRS SR G AIF TRLAHAR - 20  NEL 300 g Bl S
TR bR PR
4. fOA 1mL PBS FTH ~ JEVE4HAE > DL 300g BEC 5 s8R Lk LER -
5. i A 60 L Cell lysis buffer (50 mM Tris pH 7.9, 150 mM NaCl, 5 mM EDTA, 1% v/v Triton
X-100, 1 mM DTT, protease inhibitor cocktail [Calbiochem, 1:200]) > ¥4 #&F 4% - $EE
UK 30 4y
6. DL 4°C~ 12000 g #els 10 738 > EBERHRAEERE -

(=) 4% - difEENE 2 7 ik
1. ErRAHAEESER R > IIA | mL fEE PBS JEVLAHAH -
2. Zk® PBS FHIA 0.5 mL 0.05% trypsin-EDTA {EF4HAE - 7Y 37°C HEFEFRNIE 5
JyEE -
3. JOA 1mL & 10% FBS 2 AHEESEIR A TRGAHAR - 720 N R 300 g @il S
TR R EIER -
4. HOA 1mL PBS ¥THE ~ JEVE4HAE > DL 300g 8Ly 5 s8R bR LER -
5. A 400 L Buffer A (10 mM HEPES pH 7.9, 10 mM KCI, 0.1 mM EDTA, 1 mM DTT,
protease inhibitor cocktail [Calbiochem, 1:200]) 4R » FEFEK B 15 238 -
6. LA 25L 10% (v/v) NP-40 2% 10 #bgi - HE/K ERiori - FHRE% 10 Phe#i% - DA
4C~400g BEL 5 o8 RERBMNEEDE - B EHHMERVERE -
7. FEUUERABAIIRZ o A 1 mL Buffer A BL 4°C ~ 1200 rpm B0y 5 3885
AR SRR =R .
8. fA 100 L bufferB  (20mMHEPESpH 7.9, 400 mM NaCl, 1 mM EDTA, 1 mM DTT,

protease inhibitor cocktail) fHE/K . 15 47§# ©
13



0. {EFIEE AR EEE (Hielscher, UP200ST) 10 watts Bz 5 POesFTHZANANEZ » DA
4°C~ 12000 g #fECy 10 7788 - _BFRAGAZESE -
(=) EHEBEEK
1. BL 10%SDS-PAGE #{T&EHEE K @ 5B AMC T RIBEVRFEZ O ER 2 8
Epz#Es (Center for Biotechnology 2016, National Taiwan University) SiffEaE {F -
2. B EEEBEARIAZEREFE > 2x sample buffer (100 mM Tris pH 6.8, 4% SDS, 20%
glycerol, 10% -mercaptoethanol, 0.2% bromophenol blue) JE&ETZ » BL 95°C AR F 4
BEEKIEF -
3. MIAGEEEKLEENE (25 mM Tris pH 8.3, 192 mM glycine, 0.1% SDS) » H 20 g &H
BEAFEALSAE - DL 135V ~ 80 e iEfTERK -
(19 PeisEhk
1. EHEEE
(1) FFAREEENRY PVDF BUZ2E 100%methanol > (EHEETE B ABEENSZER (25 mM
Tris pH 8.3, 192 mM glycine, 10% methanol) °
(2) 4HASEENZE > BT J5F - (KPP IUE G4 - J84K - Bk{&B R ~ PVDF
REHERE - JEAK ~ VAR TEEAAEARME
(3) HERDARBARIBATEENIRE » DL 0.4 mA ~ 1 /NERAEELTHEE -
2. RIEEEIE
(1) FEHEENSCH LHMENSERY PVDF F > IO AZEERY Gelatin-NET (50 mM Tris,
0.25% gelatin, 0.15 M NaCl, 5 mM EDTA, 0.05% tween-20, pH8.0) FAZEE FEJE 1 /1
B o
(2) FEIEREIIALL Gelatin-NET #ifE” —4RbiaG S IE (SIERRAFFINER=) - KIELS
F1% - DUER PBST ME=2 - X 10 738 > BREIALL Gelatin-NET Ffife
Z ARSI BRI E 1 /N R -
(3) Pl PBST EPE=Z - HX 10 78 -
(4) #F I8ECL 2R Millpore) PALEAI 1:1 JE& A FlEL B -

(5) HUEESANHE PVDF BE L > DL UVP 28580 f -
14



1~ Dual luciferase assay

(—) FIF Dual Luciferase Reporter Assay System (Promega, E1910) #:{TEE -

(=) KA e AR LU PBS JHZEATE - WIS » I A UMRE KSR 2 1X
Passive Lysis Buffer > £ 4°C &R IE 15 578 -

(=) WEELHR ARG - 12 96 FLAEIHEET - FFUIA 20 pL ZAA - AEA0A 50
ul AR Luciferase Assay Buffer [T 2 Luciferase Assay Substrate ©

(P9 IZENEAER B EA L MR (Luminescent image analyzer, LS-304) J/25¢ - SE{E
AR P E K &202OCRE (firefly luciferase) HYI/ETE

(F) BEENA S0 L 2 1X Stop & Glo® Substrate » FFICHIE S » SEE LI E Bz
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