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要旨 

EVI1 EVI1

EVI1

EVI1  

TALEN EVI1-2A-eGFP EVI1

cDNA

EVI1 up-regulator AHR, TARDBP EVI1

EVI1 H3K4me3, H3K27me3 H3K79me2
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序⽂ 

EVI1 ecotropic viral integration site-1 3q26

MDS1 and EVI1 complex (MECOM) locus

1988 EVI1 common 

integration site 1 EVI1

1051 amino acidからなる145 kDのタンパクである 。 N

7 zinc finger domain 1 zinc finger domain CtBP

central transcription repression domain 3 zinc finger domain 2 zinc finger 

domain C-terminal acidic region 2-4  

 

Evi1

Evi1

E10.5 Evi1 5
 

Evi1

self-renewal 6 Evi1
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EVI1

EVI1 CD34 quiescence 7

EVI1

8  

 

EVI1 AML

CML MDS

9-13 AML EVI1

1 inv(3)(q21q26)

t(3;3)(q21;q26) EVI1

Classification of Tumors of 

haematopoietic and Lymphoid Tissues (2008)

mixed lineage 

leukemia MLL 27% EVI1

14 EVI1
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8–10% EVI1 EVI1

13,15 285

Valk

EVI1

13 Xenograft

Leukemia Stem Cells LSCs

LSC EVI1 16  

 

EVI1

Gata2 Pbx1 Evi1

5,17 EVI1 PTEN

18 EVI1 CEBPE SERPINB2

19 expression profiling chromatin 

immunoprecipitation (ChIP)-sequence EVI1

EVI1
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EVI1 inv(3)(q21q26)

t(3;3)(q21;q26)

GATA2 EVI1 EVI1

20,21

EVI1

MLL EVI1

MLL/ENL MLL/AF9 EVI1

22  

Luciferase assay

RUNX1 ELK1

EVI1 23

EVI1 cDNA
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homology directed repair

zinc finger nuclease Transcription 

activator-like effector nuclease clustered regularly interspaced short palindromic 

repeat (CRISPR)/CRISPR-associated Cas9 24-28  

Xanthomonas Transcription activator-like (TAL) effector

DNA

TAL effector DNA nuclease FokI

TAL effector nuclease (TALEN) TALEN DNA

FokI FokI

DNA 26  
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EVI1

DNA

non-coding RNA

29

Histone H3 Lysine 4 tri-methylation (H3K4me3)

H3K36me3 H3K79me2

DNA

H3K27me3 Polycomb 2

PRC2

30,31  

 

EVI1

TALEN

EVI1-eGFP EVI1

mRNA cDNA
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cDNA

EVI1

EVI1

EVI1-high leukemia

EVI1  
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実験⽅法 

細胞株と培養 

HEL, KU812, HL60 HEC1B

HEK293T

 

HEL, KU812 10 FCS

Biosera 100 unit/ml Sigma-Aldrich 100 µg/ml

Sigma-Aldrich 1% PS RPMI-1640

HEK293T HEC1B

10%FCS 1%PS D-MEM

37℃ 5 CO2 	

 

ゲノム DNA 抽出 

DNA 2  

TALEN

PCR 50 mM NaOH 

180 µl Vortex 95 10
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1 M Tris-HCl (pH 8.0) 20 µl 12000 rpm, 5

 

µ

 

 

TALEN 発現ベクター及びドナーベクターの作成 

Joung Lab REAL Assembly TALEN kit (Addgene, Kit # 1000000017) 32

TALEN REAL

ZiFiT Targeter program (http://zifit.partners.org/)  

EVI1-eGFP-2A-Puro OCT4-eGFP-2A-Puro(Addgene, Plasmid 

#31939) 26

Table 1
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Table 1

 
Name Sequence 
SacI-LeftArm GCCGAGCTCCTGTTGGGTCTTGTGTTTGG 
NheI-LeftArm GCCGCTAGCTACGTGGCTTATGGACTGGA 
AscI-RightArm GCCGGCGCGCCCGTTATCAAGGTTGACCAGAG 
NotI-RightArm GCCGCGGCCGCTGATACACGCAACACACACAA 
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エレクトロポレーションによる TALEN 発現ベクター及びドナーベクターの導

⼊ 

HEL NEPA21 electroporator

1x106 10 µg OPTI-MEM

Thermo Fisher Scientific 100 µL 2 mm gap

pCMV-eGFP

Table 2 TALEN Left-arm 2 µg, 

Right-arm 2 µg 6 µg HEL 10%FCS

1%PS RPMI Puromycin (Sigma-Aldrich) 1 µg/mL

Table 3 DNA  
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Table 2 HEL NEPA21  

Parameters Poring pulse Transfer pulse 

電圧 V 200 20 

パルス幅 ms 5 50 

パルス間隔 ms 50 50 

回数 2 5 

減衰率 % 10 40 

極性 + +/- 
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Table 3 EVI1-2A-eGFP-PGK-Puro  

Name Sequence 
5' integ.-F TTGATTAGAACACTGTTGGGTCT 
5' integ.-R ACATCCCCTGCTTGTTTCAA 
3' integ.-F GAAGGATTGGAGCTACGGGG 
3' integ.-R CAAGCTTGCAGACAACCAGC 
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付着細胞に対するトランスフェクション 

HEK293T HEC1B

polyethylenimine PEI; Polysciences PEI 33  

10 cm Opti-MEM 500 µl

plasmid PEI DNA 1 µg 8 µl Vortex

10-15 incubate

 

 

ウェスタンブロットによる EVI1 及び GFP の発現確認 

HEL 106 lysis buffer (20 mM Tris-HCl, 2 mM 

EDTA, 300 mM NaCl, 2% NP-40, 0.2% aprotinin, 1 mM DTT, 1 mM PMSF, 12.5 mM 

β glycerophosphate, 1 mM sodium orthovanadate, protease inhibitor cocktail)

4 30 15000 rpm

Bradford protein assay BioRad

100 µg sample buffer (0.1 mM Tris-

HCl, 2% SDS, 10% glycerol, 0.01% bromophenolblue, 10% 2-mercaptoethanol) 

100 3 SDS-polyaclylamidegel 
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electrophoresis 130 mA 2

10%  TNT buffer

1000 anti EVI1, anti GFP, anti β-actin; 

Cell Signaling Technology 4  overnight horse radish 

peroxidase (HRP) Amersham 1

TNT buffer ImmunoStar LD (Wako) CCD

HEK293T pCMV-eGFP PEI

GFP EVI1

HEL

ImageJ 34 background

background β-actin  

 

フローサイトメトリー及びソーティング 

GFP FACS LSRII

Becton Dickinson GFP FITC

APC
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FACS Aria II Becton Dickinson  

 

cDNA library の作成 

2x107 KU812 TRI REAGENT Sigma total RNA

DNAseI MicroPoly(A)Purist Kit Ambion

poly-A RNA Universal RiboClone cDNA 

Synthesis System Promega cDNA EcoRI

DNA

AMPure Beckman

Sephacryl S-400 2

pMXs-NEO EcoRI TSAP Promega cDNA

ligation Ligation High ver. 2 TOYOBO ℃ 

overnight cDNA Agilent 2100 Bioanalyzer High 

Sensitivity DNA Agilent  

Electrocompetent E. coli HST08 Premium Electro-Cells

TaKaRa Gene Pulser Bio-Rad 0.1 cm gap
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200 25 µF 1.5 kV SOC 1

2xTY

Primary Titer plating

Table 4 PCR integrity
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Table 4 PCR  

Name Sequence 
COLONY F GACGGCATCGCAGCTTGGATACAC 
COLONY R ACCCTAACTGACACACATTCC 
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培養細胞からの RNA 抽出、cDNA 作成、EVI1, MDS1EVI1 発現量の定量 

RNA NucleoSpin RNA NucleoSpin RNA XS

Machery-Nagel ReverTra Ace qPCR RT Master Mix

TOYOBO

 

EVI1 MDS1EVI1 18S rRNA LightCycler 480

PCR Roche Table 5

EVI1, MDS1EVI1 18S
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Table 5 EVI1, MDS1EVI1 PCR  

Name Sequence 
EVI1 F TATTGCTGAGTTGAGGCCATAG 
EVI1 R GTACTTGAGCCAGCTTCCAACA 
MDS1EVI1 F GAAAGACCCCAGTTATGGATGG 
MDS1EVI1 R GTACTTGAGCCAGCTTCCAACA 
18S F CGGCGACGACCCATTCGAAC 
18S R GAATCGAACCCTGATTCCCCGTC 
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アンフォトロピックレトロウイルス粒⼦の作成及びレトロネクチン法による細

胞株への感染 

Plat-A 10  FCS 1% PS 1 

µg/mL puromycin (Sigma-Aldrich) 10 µg/mL blasticidin (Sigma-Aldrich)

D-MEM 37℃ 5% CO2

10 cm 2x106 PEI

20 µg 72

0.45 µm

 

HEL TaKaRa

RetroNectin-bound virus

 

HEC1B 8 ng/mL

overnight  

cDNA 3 mg/mL G418 Wako 1
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cDNA pMXs-eGFP-Neo

2 FACS GFP

G418  

 

ゲノム改変細胞株を⽤いたライブラリースクリーニング 

cDNA

Single-cell sort

PCR Table 4 nested-PCR Table 6

Exosap-IT Affymetrix 2nd round

Basic Local Alignment Search Tool 

BLAST, http://blast.ncbi.nlm.nih.gov/ Nucleotide Blast blastn algorithm

PANTHER Classification System 

(http://pantherdb.org/) 35  
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Table 6 nested PCR  

Name Sequence  
nest_1st F ACTGGAAAGATGTCGAGCGG 
nest_1st R CCAAACCTACAGGTGGGGTC 
nest_2nd F CGCCGACACCAGACTAAGAA 
nest_2nd R GAACCTGCGTGCAATCCATC 
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shRNA を⽤いたノックダウン実験 

Table 7 short hairpin RNA (shRNA) pRSI12-U6-sh-HTS4-UbiC-

TagRFP-2A-Puro 10  FCS 1% PS

D-MEM HEK293T 37℃ 5% CO2

10 cm 2x106 PEI 8 µg

pMD2.G psPAX2

1:3:4 72

0.45 µm

8 ng/mL overnight

1 µg/mL puromycin
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Table 7 shRNA  

Name shRNA Sequence 

shAHR#1 GGAATCAAGTCAAATCCTTCC 

shAHR#2 GAACCAAACACAAACTAGACT 

shTARDBP GGTGTATGTTGTCAACTATCC 
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クロマチン免疫沈降 

1x107 37% 15

DNA NMase New England Biolabs Japan 15

Bioruptor UCD-300 250W 30 -60

10 Dynabeads Protein G Thermo 

Fisher Scientific rabbit IgG Cell Signaling Technology , H3K4me3 (Upstate), 

H3K27me3 (Upstate), H3K36me3 (Abcam), H3K79me2 (Abcam) 4℃ 3

DNA 4℃

6

QIAquick PCR Purification Kit Qiagen Table 

8 DNA LightCycler 480 PCR

Input alpha-satellite, BDNF intron, 

GAPDH promoter H3K36me3, H3K27me3, H3K4me3/H3K79me2

 



 32 

Table 8 ChIP-qPCR  

Name  Sequence  
EVI1(1) F TTTCCTTGTTCCTCCTGCGAA 
EVI1(1) R GGCAGAGAAACCCACCGAAG 
EVI1(2) F TCGAAACGGAGGCTATTTCCC 
EVI1(2) R GAGGTCACAAAAAGGTCGCC 
EVI1(3) F CCTACCGACGTTTCCTCGTT 
EVI1(3) R GGGGAACCGATTGCTTCAGA 
EVI1(4) F AGTGCTGTTTGTCCACAGGA 
EVI1(4) R GTCCAGCCAAAGCCAGATGA 
EVI1(5) F CCAGACTGACCCCAGCAAAT 
EVI1(5) R GCTCGAGGATTCAGGCATGT 
alpha-satellite F CTGCACTACCTGAAGAGGAC 
alpha-satellite R GATGGTTCAACACTCTTACA 
BDNF intron F ACCCCAACCTCTAACAGCATTA 
BDNF intron R TGTCTCTCAGCAGTCTTGCATT 
GAPDH promoter F CCCAACTTTCCCGCCTCTC 
GAPDH promoter R CAGCCGCCTGGTTCAACTG 
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結果 

TALEN によるゲノム改変 

HEL EVI1

2A-eGFP EVI1-2A-eGFP

2A 18

2A

36  

TALEN ZiFiT EVI1

TALEN Table 9

REAL TALEN Figure 

1  
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Table 9 ZiFiT TALEN  

TGAACATATGTAGTGGATGGATGACTGTATTTATAGTTGAACAGGAGAC

TGACTCATTTTTCTCAATGGAAGCACTATTTGCATTTTAGGTAGGATAGTT

CTTTTTGGTTCTGTAGCGTGTGTCACTTTTGGGGCCCCTAGGCACTAAAGG

CCAGCAGTAATCCCATGTGGTTTCTACAAAAAATATGCCTTCTTTGCCAAA

CACACCCATGAAGGATGCCCCTACTCAGGGTCCCATCCCTTTCCATTTACC

AACAATATTCTTTGAACTAAAAGTGATGTTTTTCAAATGCCATTTACTGAG

TCTCTCTCCTTTTTACCCCAGGCATATGCTATGATGCTGTCACTGTCTGAC

AAGGAGTCCCTCCATTCTACATCCCACAGTTCTTCCAACGTGTGGCACAGT

ATGGCCAGGGCTGCGGCGGAATCCAGTGCTATCCAGTCCATAAGCCACGT

A[T]GACGTTATCAAGGTTGACCAGAGTGGGACCAAGTCCAACAGTAGCAT

GGCTCTTTCATATAGGACTATTTACAAGACTGCTGAGCAGAATGCCTTATA

AACCTGCAGGGTCACTCATCTAAAGTCTAGTGACCTTAAACTGAATGATT

TAAAAAAGAAAAGAAAGAAAAAAGAAACTATTTATTCTCGATATTTTGTT

TTGCACAGCAAAGGCAGCTGCTGACTTCTGGAAGATCAATCAATGCGACT

TAAAGTGATTCAGTGAAAACAAAAAACTTGGTGGGCTGAAGGCATCTTCC

AGTTTACCCCACCTTAGGGTATGGGTGGGTGAGAAGGGCAGTTGAGATGG

CAGCATTGATATGAATGAACACTCCATAGAAACTGAATTCTCTTTTGTACA

AGATCACCTGACATGATTGGGAACAGTTGCTTTTAATTACAGATTTAATTT

TTTTCTTCGTTAAAGTTTTATGTAATTTAA 

Homo sapiens chromosome 3, GRCh38.p2 Primary Assembly 

169084431 to 169085368, minus strand 

[T] EVI1 TGA 1
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Left Arm Right Arm 

  
  

Target sequence 

TCCAGTCCATAAGCCACG TTGACCAGAGTGGGACCA 

Figure 1 TALEN  

TALEN

TALEN Left / Right arm  
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ドナーベクターの構築 

TALEN double strand break

homologous recombination

OCT4-2A-eGFP-PGK-Puro Figure 

2 EVI1  
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Figure 2 EVI1-2A-eGFP-PGK-Puro  

EVI1 exon 16 TALEN

homologous recombination

 
  

5’ 3’
genome

donor vector

left arm right arm

TALEN
cut site

PGKeGFP2A Puro

EVI1 exon 16
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ゲノム改変細胞株の選択 

AML EVI1 overexpression inv(3)/t(3;3)

GATA2

EVI1 EVI1

20,21 inv(3)/t(3;3) EVI1

EVI1

EVI1

EVI1

 

Vázquez 37 3q26 KU812

KU812

inv(3)/t(3;3) EVI1

HEL  

EVI1 MECOM

Cancer Cell Line Encyclopedia CCLE, http://www.broadinstitute.org/ccle 38

Figure 3 cDNA RT-qPCR
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EVI1 Figure 4 KU812 HEL

EVI1  

KU812 HEL

HEL
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Figure 3 CCLE EVI1 (MECOM)  

CCLE EVI1 (MECOM)

EVI1 Kasumi1, HL60 K562, KU812, HEL

 

 

 

  

0
1
2
3
4
5
6
7
8
9
10

KASUMI1 HL60 K562 KU812 HEL

lo
g[
2]
 o
f E
VI
1 
ex
pr
es
si
on



 41 

 

Figure 4 EVI1  

cDNA EVI1 qPCR

N=1 EVI1 inv(3)/t(3;3)

HNT34, MOLM1 EVI1 HEL

inv(3)/t(3;3) 3q26 EVI1

KU812 inv(3)/t(3;3) EVI1
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細胞株への遺伝⼦導⼊、遺伝⼦導⼊後の GFP シグナル確認、Puromycin セレ

クション及び⽬的配列がゲノムに Integrate されていることの確認 

HEL Jurkat

39 NEPA21

 

TALEN Puromycin

3 GFP

Figure 6-A Puromycin

GFP Figure 

6-B HEL Figure 7

2 genomic DNA PCR

Figure 8

HEL GFP

Figure 9 TALEN

EVI1 HEL  
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Figure 5  

1x106 10 µg NEPA21

Web  
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A. Electroporation 3  

control (EP ) TALEN EP  

  
↓ ↓ 

B. Electroporation Puromycin  

Control EP Puro  TALEN Puro  

   

Figure 6 HEL GFP  

GFP GFP

puromycin  
EP: electroporation, Puro: puromycin 

  

GFP

AP
C 0.0%

GFP
AP

C 6.4%

GFP

AP
C

0.1%

GFP

AP
C

5.9%
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Figure 7 EVI1-2A-eGFP-PGK-Puro

PCR  

5’, 3’

PCR 5’ 3’ PCR 846 bp, 

1563 bp  
  

�����������	
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EVI1 exon 16
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Figure 8 HEL

PCR  

5’, 3’

BMVI: molecular marker  
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Figure 9 GFP  

EVI1, GFP, β-actin
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MLL 融合遺伝⼦はゲノム改変 HEL 細胞の GFP シグナルを増強する 

MLL/AF9 MLL/ENL MLL EVI1

EVI1 22 pMXs-MLL/AF9-Neo

pMXs-MLL/ENL-Neo

HEL G418

GFP MLL

GFP Figure 10

22
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Non-infection Control 

 

MLL/AF9 

 

 

MLL/ENL 

 

Figure 10 MLL HEL GFP  

MLL G418

GFP N=1 P4, P5

GFP non-infection control

GFP

MLL GFP  
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cDNA ウイルスライブラリーの作成 

EVI1 up-regulator EVI1

cDNA pMXs-NEO

40 EVI1

EVI1 up-regulator

3q26 EVI1

KU812  

RNA cDNA

EcoRI cDNA

Figure 11

cDNA 1.6 kb pMXs-NEO

Primary Titer 2.1x106 CFU PCR

cDNA Integrity

Figure 12 cDNA

0.7x103 bp Figure 12  
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Figure 11 2 cDNA  

Bioanalyzer KU812 cDNA

DNA cDNA 1.6 kb

M: marker  

 

 

 

  

M 
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A. 

 

B. 

 
Figure 12 PCR  

A. PCR

PCR 516 bp B. Titer

PCR integrity insert

0.7×103 bp Marker: BMVI , λ/HindIII

 

MCS: multiple cloning site  
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GFP 陽性細胞分画は濃縮できなかった 

pMXs-eGFP-Neo pMXs-Neo Plat-A

HEL 20

cDNA

HEL  

GFP EVI1

Figure 13-A 3 10

GFP

2 3 GFP

Figure 13-B  

EVI1 up-regulator
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A.  

 

B. 

 
Figure 13 cDNA GFP

GFP  

A. GFP 3 10

 

B. 2 3 GFP

N=1

HEL GFP 1
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Single cell sorting を併⽤したスクリーニング 

EVI1-GFP

Figure 14 G418 selection

single cell sort GFP

 

GFP 3 Single cell sort

Table 4 PCR

cDNA Figure 

15 bp bp

BLAST

Figure 15 ▽ EEF1A1

eukaryotic translation elongation factor 1 alpha 1

tRNA

ubiquitous

 

up-regulator
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Figure 14 workflow 
 

 

 

 

cDNAレトロウイルスライブラリーをInfection 
G418 selection（7日間） 

GFP high細胞のsingle cell sort

……

増殖したらゲノムを解析
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Figure 15 single cell sort cDNA  

Single cell sort Table 4

PCR cDNA

Arrowhead: EEF1A1 sample. λ/H: λ/HindIII molecular 
marker, BMVI: molecular marker. 

  

λ
/H

BM
VI

-2176
-1766
-1230
-1033
-653
-517

samples

4361-

2322-
2027-
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HEC1B の改変 

HEC1B

HEC1B EVI1

HEC1B karyotyping 3q26

41  

HEC1B PEI TALEN

HEL HEC1B

Figure 16 HEC1B

GFP Figure 17 PCR

GFP Figure 9  
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A. 

 

B. 

 
Figure 16 HEC1B GFP  

TALEN Puromycin

HEC1B FACS P4 HEC1B

GFP A, B A: GFP

B: GFP B

 
  

GFP
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C

GFP

AP
C

3.5% 

92.2% 
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Figure 17 HEC1B PCR  

Figure 7 Figure 8

BMVI: molecular marker  
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改変 HEC1B 細胞において、EVI1 発現と GFP シグナルは相関する 
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5 RT-qPCR EVI1

MDS1/EVI1 Figure 18 GFP
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Figure 18 HEC1B GFP 5
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A. B. 
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ゲノム改変 HEC1B 細胞の GFP シグナルは MLL 融合遺伝⼦によって上昇する 
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Figure 20 HEL MLL

GFP  
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ゲノム改変 HEC1B を⽤いたライブラリースクリーニング 

pMXs-Neo Plat-A HEC1B

2 Figure 14

HEC1B EVI1 up-regulator

 

Single-cell sort 96 16 1536
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Figure 21 HEL
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A. 
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Table 10 HEC1B EVI1-GFP

 

 

Genes N 
TARDBP 2 
IFRD1 1 
AHR 1 
CSDE1 1 
EMG1 1 
FTL 1 
RQCD1 1 
STOM 1 
VPS13C 1 
(lincRNA) 1 
(ncRNA) 1 
(genomic DNA) 4 
(mitochondrial DNA) 3 
(sequence不能) 7 
 26 

 

ncRNA: non-coding RNA, linc RNA: large intergenic ncRNA 
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TARDBP 

 

AHR 

 

Figure 22 TARDBP AHR  
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Figure 22 TARDBP AHR  

BioGPS

TARDBP AHR TARDBP

AHR CML

CD33 myeloid CD14

 



 73 

CCLE

EVI1 (MECOM) Figure 23

AHR, TARDBP EVI1

Figure 24

cDNA RT-qPCR

Figure 25 TARDBP EVI1

shRNA

Figure 26 shTARDBP shAHR HEC1B EVI1

HEC1B TARDBP AHR

EVI1 regulate  
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A.  B. 

 

 

 
 

Figure 23 CCLE MECOM AHR, TARDBP
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Figure 24 EVI1, TARDBP, AHR  
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Figure 25 EVI1, AHR, TARDBP RT-qPCR  
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Figure 26  AHR, TARDBP shRNA EVI1  
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ヒストン修飾による EVI1 転写調節の検討 

EVI1

EVI1

ChIP-qPCR EVI1

KU812 HEL EVI1 HL60

H3K27me3 H3K4me3 H3K36me3 H3K79me2

ChIP Figure 27 1 5

qPCR  

3q26 EVI1 KU812 EVI1

H3K4me3 H3K27me3 H3K79me2

Figure 28  
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Figure 27 EVI1 ChIP-qPCR  
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Figure 28 EVI1  
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Figure 28 EVI1  
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