
Regulation of Rb by HCV NS5B polymerase                                                                         9 

Figure 7 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
Figure 7. (A) Mutations within the LH314-318 motif and overlapping GDD sequence of NS5B 
alter regulation of Rb. Shown are immunoblots of Rb, NS5B and actin in extracts of Huh7 
cells transfected with empty vector or vectors expressing the wt NS5B or N316C Con1 NS5B 
variant, or the D318N/D319N, N316A, or L314A/N316A mutants (see Figure 3). NS5B 
proteins were detected with anti-Flag antibody. (B) Luciferase promoter activity assays in 
normal Huh7 cells transfected with p107-luc, and co-transfected with vectors expressing wt 
Rb (pORF9-hRb1) or the R661W mutant, and either NS5B or empty vector.  (C) Luciferase 
activity in NNeo/C-5B 2-3 or 2-3c cells transfected with p107-luc or p107mt-luc, a promoter 
reporter construct with mutations within the two E2F-binding sites. Data in all panels 
represent means +/- S.D. from at least three independent experiments.    
 
 

B C

C-5B/2-3c
C-5B/2-3

Pe
rc

en
t R

el
at

iv
e 

Lu
ci

fe
ra

se
 A

ct
iv

ity

p107-luc
p107mt-luc

0

50

100

150

200

250

300

+ - + -
- + - +

+ + - -
- - + +

p < 0.01

100 220 2.3 2.6

C-5B/2-3c
C-5B/2-3

Pe
rc

en
t R

el
at

iv
e 

Lu
ci

fe
ra

se
 A

ct
iv

ity

p107-luc
p107mt-luc

0

50

100

150

200

250

300

+ - + -
- + - +

+ + - -
- - + +

p < 0.01

100 220 2.3 2.6

pORF9-hRb1
Rb R661W

Vector
NS5B

0

40

80

120

160

p107-luc

Pe
rc

en
t R

el
at

iv
e 

Lu
ci

fe
ra

se
 A

ct
iv

ity

+
-
+
-

-
+
+
-

+
-
-
+

-
+
-
+

29 10085 83

+ + + +

p < 0.01

pORF9-hRb1
Rb R661W

Vector
NS5B

0

40

80

120

160

p107-luc

Pe
rc

en
t R

el
at

iv
e 

Lu
ci

fe
ra

se
 A

ct
iv

ity

+
-
+
-

-
+
+
-

+
-
-
+

-
+
-
+

29 10085 83

+ + + +

p < 0.01

A

Rb

NS5B

Actin

1 2 3 4 5 6

wt D3
18

N/
D31

9N
N31

6C
N3

16
A

Ve
ct

or

L3
14

A/
N31

6A

Rb

NS5B

Actin

1 2 3 4 5 6

wt D3
18

N/
D31

9N
N31

6C
N3

16
A

Ve
ct

or

L3
14

A/
N31

6A


