
A

B

CMG
Lac I

-
- - - - ---

-

- -

+ + + +
+ + + + +

+ + + + + +
+ - - - - - - - - - - -Boil

D
N

A
 substrate

ΔN
Po

lε

ΔN
Po

lε
Dp

b2
 (p

ur
ifie

d 
fro

m
 y

ea
st

)

Dp
b2

 (p
ur

ifie
d 

fro
m

 y
ea

st
)

Dp
b2

 (p
ur

ifie
d 

fro
m

 E
. C

ol
i)

Dp
b2

 (p
ur

ifie
d 

fro
m

 E
. C

ol
i)

Dp
b3

-D
pb

4

Dp
b3

-D
pb

4

w/ LacO

w/o LacO

500~1400 bp dsDNA
containing RFB or LacO

75 base T repeats 
at 3’ end

75 base T repeats at 5’ end

TTTTTTTTTTTTTTTTTTTTTT

Infrared labeled
TTTTTTTTTTTTTTTTTTTTTT

Hizume Supplementary Fig. S4

Figure S4.  Helicase assay using a purified CMG complex. (A) DNA substrate used in the 

helicase assay. The forked DNA substrate was prepared via a ligation reaction using 

infrared-labeled dsDNA and the annealed short-forked DNA. (B) Effect of LacI on CMG 

helicase activity. Using a forked DNA substrate with (upper panel) or without (lower panel) 

the LacO repeat, the helicase assay was performed in the presence of LacI, the 

Polε–pol2ΔN complex (ΔNPolε), Dpb2, and Dpb3–Dpb4, as indicated above the panels.


