
Figure 1

A

B

Split cells into 6-cm dishes

Puromycin Selection

Pick up colonies

GCV 
selection 

Freezing

Genomic DNA

P
C

R

S
o

u
th

 B
lo

t

Cotransfected hmTert
BAC and pX458-sgRNA1/2

TKneo Puro

Wildtype sequence

5’ HA
4.4kb

Donor sequence
45.5kb

3’ HA
7.1kb

mCrr9 hmTert mXtrp2

Puro

Target region
18.1kb

Edited sequence

hmTert donor BAC

h5’ Inter hIn2 hIn6

mXtrp2mCrr9

sgRNA1 sgRNA2

mTert

* *



Figure 2

BA

Vector sgRNA1/2 

1000bp

800bp

700bp

Homozygous 
deletion

Heterozygous deletion
wildtype

wildtype mTert

700bp

400bp

C

ΔmTert

ΔmTert



Figure 3

B

A

5’HA

TKneo

5000bp

500bp

1 2 3 4 5 6 7 8 9 10 11 12 13 14 15 16

C

E

D

hmTert mTert

2.2kb 6.0kb

mCrr9
Puro

BamHI

2.2kb

5.0kb
6.0kb

m/m hm/m

2.2kb 5.0kb

mCrr9

*

hm/hm

16kb 4.5kb

mTert

*

9.7kb 4.5kb

hmTert

HindIII

9.7kb

4.5kb

16kb

hmTert mTert

m/m hm/m hm/hm

mCrr9

3.2kb 3.0kb

*

mCrr9
Puro

3.2kb 2.0kb

HindIII

3.0kb
3.2kb

2.0kb

hmTert mTert

m/m hm/m hm/hm

6.5kb 8.1kb

hmTert

4.2kb 2.3kb 2.0kb

mTert

*

EcoRV

6.5kb
8.1kb

4.2kb

2.0kb
2.3kb

hmTert mTert

m/m hm/m hm/hm



Figure 4

B

A

7.1kb
6.0kb

HincII

hmTert

6.0kb

mcrr9
Puro

mCrr9

*

7.1kb

-

+

+ + + +

+ + +

+ +

+

+

- - - -

+ + +

- -

m/m

mTert

hmTert mTert

7.6kb

4.3kb

PvuII m/m

4.3kb

hmTert

mTert

7.6kb

*
- + + + +

+

+ + + + +

+ - - - -

+

- - - - -mTert

hmTert

hmTert

mTert



Figure 5

BA

NChm/mm/m hm/hm



Figure 6

0 40 80 12
0

hm/m.mES

Thymus

Intestine

Spleen

Kidney

Testis

Liver

Chimeric ratio (%)

0.
0

0.
6

1.
2

1.
8

hm/m.mES

Thymus

Intestine

Spleen

Kidney

Testis

Liver

Relative mRNA expression

mTERT

0.
0

0.
6

1.
2

1.
8

hm/m.mES

Thymus

Intestine

Spleen

Kidney

Testis

Liver

Relative mRNA expression

hmTERT

A

B

C


