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Figure S1: Concentration-dependence of insulin-stimulated Akt phosphorylation in HUVECs.
HUVECs were stimulated with the indicated concentrations of insulin for 15 min, cell lysates were
prepared, proteins resolved by SDS-PAGE and subjected to immunoblotting with the antibodies
indicated. (A) Representative immunoblots are shown from three independent biological replicates
with molecular weight markers in kDa indicated. (B, C) Densitometric quantification (mean + SEM) of
immunoblots of (B) Akt Ser473 and (C) Akt Thr308 phosphorylation normalised to total Akt levels.
*p<0.05, **p<0.01 relative to absence of insulin.
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Figure S2: The effect of A769662 on insulin-stimulated on Akt phosphorylation in HeLa cells. HeLa
cells were stimulated with A769662 (50 uM, 45 min) or compound 991 (5 uM, 60 min) prior to insulin
(1 uM, 15 min). Cell lysates were prepared, proteins resolved by SDS-PAGE and immunoblotted with
the antibodies indicated. (A) Representative immunoblots from three independent biological replicates
with molecular weight markers indicated. Total ACC and phospho-Akt Thr308 protein levels were
assessed by stripping and re-probing the membranes. (B-D) Densitometric quantification of (B) ACC
Ser79, (C) Akt Serd73 or (D) Akt Thr308 phosphorylation normalised to total ACC or Akt levels
respectively (mean + SEM). *p<0.05, ****p<0.0001, relative to absence of insulin. ##p<0.01, ####p<0.0001
relative to absence of AMPK activator.



A----++ 91

- = 4+ 4+ - - A769662
-+ - 4+ - 4 insulin

o

O vehicle #

Il insulin
~ == == =~ phospho-ACC S79

- N
3] =3
e °

190=— ## #

m
Il ACC
190—
75 m—
58 — — — —— phospho-Akt S473

46—
o= ul

0 T
58— == ==  — phospho-Akt T308 DMSO A769662 991
75—

100+

phospho-ACC S79:ACC
a
<

(% A769662-stimulated)

e T ey = AKL

@]

[ vehicle
Il insulin

[ vehicle
Il insulin

1501 200+

150+

*kk
*%k
1004
501 I
Ll Ol S

DMSO  A769662 9$|31

phospho-Akt T308:Akt (JJ

phospho-Akt S473:Akt
(% insulin-stimulated)
(% insulin-stimulated)

*
Kk *kk
100
50+ I I
0 ﬁl ﬁl ﬁ|

DMSO A769662 99

*k
1

Figure S3: The effect of A769662 on insulin-stimulated on Akt Ser473 phosphorylation in HepG2
cells. HepG2 cells were stimulated with A769662 (50 uM, 45 min) or compound 991 (5 uM, 60 min)
prior to insulin stimulation (1 uM, 15 min). Cell lysates were prepared, proteins resolved by SDS-
PAGE and immunoblotted with the antibodies indicated. (A) Representative immunoblots from three
independent biological replicates with molecular weight markers indicated. Total ACC and phospho-
Akt Thr308 protein levels were assessed by stripping and re-probing the membranes. (B-D)
Densitometric quantification (mean + SEM) of (B) ACC Ser79, (C) Akt Ser473 or (D) Akt Thr308
phosphorylation normalised to total ACC or Akt levels respectively (mean + SEM). **p<0.01,
**p<0.001 relative to absence of insulin. #p<0.05, ##p<0.01 relative to absence of AMPK activator.



