Insulin Signaling and Glucose Metabolism in Different Hepatoma Cell Lines

Deviate from Hepatocyte Physiology Toward a Convergent Aberrant Phenotype

Angela Molinaro', Barbara Becattini', Giovanni Solinas™

1) The Wallenberg Laboratory and Sahlgrenska Center for Cardiovascular and Metabolic
Research, Department of Molecular and Clinical Medicine, Institute of Medicine, University of
Gothenburg, Gothenburg, Sweden.

* Corresponding author. E-mail: Giovanni.Solinas@wlab.gu.se

Supplementary materials: unprocessed full blots



Primary Hepatocytes

. Figure 1A Adenovirus _ GFP (100 MOI)  H-RAS17N (100 MOI)
Primary Hepatocytes Primary Hepatocytes Insulin_- - - + + + - - - + + +
Adenovirus  GFP (100 MOI) H-RAS17N (100 MOI) Adenovirus  GFP (100 MOI) H-RAS17N (100 MOI) : ~
Insulin - - - + + + - - - + + + Insulin - - - + + ¥ - - - + + + - ——
P-Tyr
IR B
P-AKT )
Thr 308 Total AKT =5 " e wn an cnn on s a -
|
r*- -*A
. Primary Hepatocytes .
Primary Hepatocytes Ad : GFP (100 MOI H-RAS17N (100 MOI Primary Hepatocytes
Adenovirus  GFP (100 MOl)  H-RAS17N (100 MOI) enovirus__GFP (100 MO) _ H-RAST7N (100 MOl) Adenovirus  GFP (100 MOI)  H-RAS17N (100 MOI
Insulin - - - + + + - - - + + + Insulin - - - + + + - - - + + +
PERK— SRS ES88E®  « « « -
-
L ———— - - —
Ser473
Primary Hepatocytes Primary Hepatocytes
Adenovirus  GFP (100 MOI)  H-RAS17N (100 MOI) Adenovirus _ GFP (100 MOI)  H-RAS17N (100 MOI)
Insulin - - - + + + - - - + + + Insulin - - - + + + - - - * + +

Total ERK ———> S e s s s e s

FiYo! 11t M S ——————



HepG2
Adenovirus  GFP (100 MOI) H-RAS17N (100 MOI)

Insulin - - - + + + - ¥ + +

P-AKT —— e —————— -

Thr 308
— - -—m

Adenovirus  GFP (100 MOI)
-+ +

H-RAS17N (100 MOI)
Insulin - - + - - - + + +

P-AKT >
Ser 473

Figure 1C

HepG2
Adenovirus  GFP (100 MOI) H-RAS17N (100 MOI)
Insulin - - - + + + - - - + + +

Total _, Rp——
AKT

2
Adenovirus  GFP (100 MOI) H-RAS17N (100 MOI)
-+ + - - -+ o+ o+

Insulin - - +

o o G e —

HepG2
Adenovirus  GFP (100 MOI) H-RAS17N (100 MOI)
Insulin - - - + + + - - - + + +

Actin P ——— ———————— -

HepG2
Adenovirus  GFP (100 MOI) H-RAS17N (100 MOI)
Insulin - - - + + + - - - + + +

~-

Total ERK ——> W

Pl &t

"zﬂhfﬂun-uuu

HepG2
Adenovirus  GFP (100 MOI) H-RAS17N (100 MOI)
Insulin - - - + + + - - - + + +

ERigEges
P-Tyr " =

IR B

HepG2
Adenovirus  GFP (100 MOI) H-RAS17N (100 MOI)
+ + - - - +

Insulin - - - + F O+

e - - —— —— -
[RP —> s o o -



Hepa 1-6

H Adenovirus  GFP (100 MOI) H-RAS17N (100 MOI)
Hepa 1-6 Flgure 2A Insulin - - - + + + - - - + + +
Adenovirus  GFP (100 MOI) H-RAS17N (100 MOI) Hepa 1-6
Insulin - - - + + + - - - + + 4+ Adenovirus  GFP (100 MOI) H-RAS17N (100 MOI)
. -+ o+ - - -+ + o+

: Insulin - - + .
_ : i
; ' p-erk— SW-== ==

P-AKT |

Thr 308
: ’ Total AKT——> | N o5p 100M0n | P 17N (100 MON
enovirus FP (100 MOI H-RAS17N (100 MOI
———— - A.*h Insulin - - - + + + - - - + + +
o S
Hepa 1-6 ERK
Adenovirus  GFP (100 MOI) H-RAS17N (100 MOI)
Insulin - - - + + + - - - + + +
Hepa 1-6
Adenovirus  GFP (100 MOI) H-RAS17N (100 MOI) Hepa 1-6
Insulin - - - + +* * - - - + + + Adenovirus  GFP (100 MOI) H-RAS17N (100 MOI)
Insulin - - - + + + - - - + + +
P-AKT -
— i -
Ser 473 - — - P—Tyr—»’t el
e -
IR B B. - |

Yo ] e g L ————
Hepa 1-6
Adenovirus  GFP (100 MOI) H-RAS17N (100 MOI)
Insulin - - - + + + - - -+ + 4

- - e 1

Y e e ————




McARH7777

Flgu re 2C GFP (100 MOI) H-RAS17N (100 MOI)
McARH7777 Insulin - - - + + + - - -+ + +
GFP (100 MOI) H-RAS17N (100 MOI)
Insulin - - - + + + - - - 4+ + 4+
McARH7777
GFP (100 MOI) H-RAS17N (100 MOI)
Insulin - - - + + 4+ - - - 4+ 4+ 4
TOTAI ) s s s s s s s
s G ST ——
P-AKT :
—> s s e i
‘. “ ' McARH7777
LIRS BEES pRee TR - o GFP (100 MOI) H-RAS17N (100 MOI)
"e Insulin - - - + + + - - - + + +
McARH7777
GFP (100 MOI) H-RAS17N (100 MOI)
Insulin - - - + + + - - - + + +
McARH7777
GFP (100 MOI) H-RAS17N (100 MOI)
Insulin - - - + + + - - -+ 4+
—_— 9 fotal ss===
e susaans
P-AKT
Ser 473 - - - e = ACKin —— - —————
- — —— w > w» e 99 '
McARH7777
GFP (100 MOI) H-RAS17N (100 MOI)
i ‘ Insulin - - - + + + - - -+ 4+ 4
McARH7777
GFP (100 MOI) H-RAS17N (100 MOI)
Insulin - - - + + + - - - 4 + 4+
A

S G G D G — ————— — —

(R -




Prima
Hepatoc‘%es Hepa 1-6
Insulin ——= - - + + + - - - + + +
P-AKT — D - -
Thr 308 - -
Primary
Hepatocytes Hepa 1-6
Insulin — - - + + + - - - + T +
P‘AKT-’ L ——— L —

Ser 473

Figure 3F

Primary
Hepatocytes

Insulin ~-

Total AKT = w5 s e o e o S ———

N

Primary

Hepatocytes
Insulin —= - - + + + -
P-GSK =— & © ——-—

Prima
Hepatoc

1-6

Insulin —= -

I;}{es
+ T

+

Hepa

+ T

+

Ol e 0 0 0 B 0 0 0 0

GSK

Hepatoc

Prima

Q{es

Insulin ~=

By ..,

po

+ + +

.

S L

ACHIN —— v ow " gn ow oo == == "= " " -

|

—



Figure 4A
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Figure S4C

Heoiman s Hepai16  MCARH7777  HepG2

Hepnmay o Hepa1-6  MCARH7777  HepG2

FAS — PR I B N N ey g ey —

Actin ———» -----—-'---



Figure S4D

Hepotoodles _ Hepa1-6  MGARH7777  HepG2
He%gﬂgi?tes Hepa 1-6 McARH7777 HepG2

FAS ——> wmamm s = cs e o o

e ———

Yo B gl i L ——



