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Abstract

High plasma plasminogen activator inhibitor-1 (PAI-1) activ-
ity is associated with insulin resistance and is correlated with
hyperinsulinemia. The cellular origin of plasma PAI-1 in insu-
lin resistance is not known. The hepatoma cell line Hep G2 has
been shown to synthesize PAI-1 in response to insulin. The aim
of this study was to analyze the insulin-mediated response of
PAI-1 and lipid synthesis in Hep G2 cells after producing an
insulin-resistant state by decreasing insulin receptor numbers.
The effect of metformin, a dimethyl-substituted biguanide,
known to lower plasma insulin and PAI-1 levels in vivo was
concomitantly evaluated. Preincubation by an 18-h exposure of
Hep G2 cells to 10 7 M insulin aimed at reducing the number of
insulin receptors, was followed by a subsequent 24-h stimula-
tion with 10 ~° M insulin. The decrease in insulin receptors was
accompanied as expected, by a reduction in [**C]acetate incor-
poration, an index of lipid synthesis, whereas PAI-1 secretion
and PAI-1 mRNA expression were enhanced. The addition of
metformin did not modify the effect of insulin on insulin recep-
tors or [*Clacetate incorporation. In contrast, the drug (10~
M) inhibited insulin-mediated PAI-1 synthesis. The results in-
dicate that PAI-1 synthesis in presence of insulin is markedly
increased in down-regulated cells, and that metformin inhibits
this effect by acting at the cellular level. These in vitro data are
relevant with those found in vivo in insulin-resistant patients.
Hep G2 cells may be a suitable model to study PAI-1 regulation
in response to hyperinsulinemia. (J. Clin. Invest. 1993.
91:2185-2193.) Key words: fibrinolysis « insulin « insulin resis-
tance » metformin « plasminogen activator inhibitor 1

Introduction

Plasminogen activator inhibitor-1 (PAI-1)" isthe major physio-
logical inhibitor of tissue-type plasminogen activator (t-PA)
(1). Increased PAl activity is responsible for impaired fibrinoly-
sis associated with thrombotic diseases. Elevated plasma PAI-1
concentrations have been observed in coronary artery disease
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and were shown to be predictive of recurrent myocardial in-
farction (2).

Epidemiological studies have indicated that hyperinsuline-
mia in the fasting state and after an oral glucose load is asso-
ciated with an increased risk of developing coronary heart dis-
ease (3-6). Hyperinsulinemia is the biological marker of insu-
lin resistance, a multifaceted syndrome. It is characterized by a
decrease in the ability of insulin to stimulate in vivo glucose
utilization and is associated with hypertension, android obe-
sity, and an abnormal lipid profile including elevated triglycer-
ide and decreased high density lipoprotein cholesterol levels (7,
8). We have previously shown that increased plasma PAI-1
levels are linked to hyperinsulinemia and are found in insulin-
resistant states ( for review see reference 9). Significant correla-
tions have been established between plasma PAI-1 levels, fast-
ing plasma insulin, body mass index, android obesity, and hy-
pertriglyceridemia. A direct link between PAI-1 levels and
insulin resistance has been established by decreasing hyperin-
sulinemia in vivo. Diet, weight loss, and physical training im-
prove the insulin-resistant state by reducing insulinemia and
also lower PAI-1 levels. The oral antidiabetic drug, metformin,
a dimethyl substituted biguanide, increases peripheral glucose
uptake, reduces gluconeogenesis and decreases plasma insulin
and triglyceride levels (10-13). In addition, metformin im-
proves fibrinolysis in cardiovascular disease ( 14 ). We have also
shown in a previous study that, in obese non diabetic women,
recovery of fibrinolytic activity after Metformin treatment was
mainly due to decreased PAI-1 levels (15).

Several attempts have been undertaken to explain the link
between increased PAI-1 levels and the insulin-resistant state.
Insulin resistance is associated with several cell defects includ-
ing decreased receptor numbers, alterations in insulin receptor
tyrosine kinase activity leading to impaired insulin action, and
postreceptor defects (16-19). A decrease in insulin receptor
numbers may be secondary to a down-regulation of the recep-
tors owing to insulin binding and internalization and may be
induced at the cell level by acute or chronic exposure of cells to
a high concentration of insulin (20, 21). In vitro PAI-1 is syn-
thesized by several cell types including endothelial cells, hepa-
tocytes (22), and smooth muscle cells (for review see reference
23). The human hepatoma cell line Hep G2 cells have retained
several properties of human hepatocytes (24 ) and possess func-
tional insulin receptors which can be down-regulated in re-
sponse to chronic or acute exposure to high concentrations of
insulin (25), thus leading to insulin desensitization. We have
previously shown that insulin increased PAI-1 synthesis by
Hep G2 cells (26). The results have been confirmed in other
studies using Hep G2 cells (27-29) and fresh human hepato-
cytes (27).

The molecular events that mediate PAI-1 synthesis in re-
sponse to insulin are poorly understood. Insulin exerts several
metabolic actions in Hep G2 cells including a direct effect on
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triacylglycerol synthesis (30). In this study we have examined
PAI-1 synthesis and acetate incorporation into lipids after in-
duction of an insulin-resistant state in Hep G2 cells by acute
exposure to high insulin concentrations. The data have estab-
lished that down-regulation of insulin receptors leads to a re-
duction in acetate incorporation and in contrast, an up-regula-
tion of PAI-1 synthesis. Metformin in the presence of insulin,
inhibited the insulin-mediated PAI-1 synthesis but exerted no
effect on insulin-mediated acetate incorporation indicating

that the two insulin actions are regulated by different mecha-

nisms.

Methods

The human hepatoma cell line Hep G2 was provided by Dr. B.
Knowles, Wistar Institute of Anatomy and Biology (Philadelphia,
PA). Fetal calf serum, cell culture reagents, cell culture medium, and
molecular biology reagents were purchased from Gibco BRL Life Bio-
technologies (Cergy Pontoise, France). BSA (cell culture reagent
tested), endothelial cell growth supplement, and chemicals were ob-
tained from Sigma Chemical Co. (St. Louis, MO). Plastic tissue culture
flasks and plates were obtained from Falcon Labware (Becton, Dickin-
son & Co., Meylan, France). Human insulin (solution for injection, 7
X 10™* M) was purchased from Novo Industries (Copenhagen, DK).
Monoclonal antibodies specific for PAI-1 and PAI-1 cDNA human
probe were a gift of Prof. D. Collen, Dr. P. J. Declerck, and Dr. L.
Nelles (Center for Thrombosis and Vascular Research, Leuven, Bel-
gium). S-actin cDNA human probe was purchased from Clontech
(Palo Alto, CA). [*S]Methionine, '*I-insulin, ['*C]acetic acid so-
dium salt, nylon N* membranes, and multiprime labeling DNA sys-
tem were purchased from Amersham International (Amersham, UK).
Safe Emulsiefer was from Packard (Meridien USA). Metformin was a
gift from Lipha Laboratories (Lyon, France).

Cell culture
Cells from the human hepatoma cell line Hep G2 were grown to con-

fluency in Ham’s F12/Eagle’s MEM supplemented with 10% heat-in-

activated FCS, 2 mM L-glutamine, 100 IU/ml penicillin, and 100 ug/
ml streptomycin under a 5% CO, atmosphere. For specific experi-
ments Hep G2 monolayers were cultured on 24- or 12-well culture
plates. 24 h after reaching confluence, Hep G2 monolayers were cul-
tured overnight in serum-starved medium supplemented with 0.5%
BSA followed by incubation with insulin and/or metformin at differ-
ent concentrations. Human umbilical vein endothelial cells (HUVEC)
were isolated from umbilical cord veins according to the method of
Jaffe et al. (31). Cells were used at confluency after one passage. For
specific experiments, confluent HUVEC monolayers were passed on
24-well plates. Cell viability was assessed by the trypan blue dye exclu-
sion test. Conditioned media (CM) were harvested, immediately cen-
trifuged at 2,000 g to exclude cellular debris, aliquoted, and stored at
—20°C. Cells were trypsinized and counted.

PAI-1 antigen assay

PAI-1 antigen (PAI-1 Ag) assay in CM was performed using an ELISA
as described elsewhere (32). Results were expressed in terms of PAI-1
Ag per 106 cells.

RNA extraction and Northern blot analysis

Total RNA was extracted according to Chomczynski et al. (33) and
fractionated on 1.2% agarose gel containing 20% formaldehyde. RNA
was transferred to nylon N* membranes. Hybridization conditions
and processing of the filters were carried out as described by Medcalf et
al. (34). The PAI-1 cDNA probe was a 436-bp fragment of human
PAI-1 cDNA. The human B-actin probe was a complete 2-kb human
B-actin cDNA and was used as control. The PAI-1 cDNA and S-actin
cDNA probes were labeled with [ a-32P]dCTP using the random prim-
ing technique (35).
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["*C] Acetate incorporation

Serum-starved Hep G2 monolayers were incubated with ['“C]acetic
acid sodium salt (['*C]acetate 1 xCi/ml, sp act 56.2 mCi/mM) in
presence of insulin and/or metformin. At the end of the incubation the
conditioned media were discarded, the monolayers were rinsed three
times with cold PBS and the cells were incubated on ice with a lysing
buffer (Tris HC1 0.05 M, pH 8.0, NaCl 0.15 M, NP-40 1%, PMSF 1
mM, and aprotinin 1 ug/ml). The cell extracts were centrifuged to
eliminate cell debris and an aliquot (50 ul) was used for quantifying the
protein content. Incorporation of [ '*C]acetate in the lipid phase of the
cell extracts was assayed as described by Folch et al. (36). An aliquot
(150 gl) of the lipid phase was mixed with 10 ml of Safe Emulsifier and
counted in a 8 counter.

Residual binding of '% I-insulin to Hep G2 cells

Residual insulin binding was performed on serum-starved cell mono-
layers in the presence of '*I-insulin as follows: after a 24-h incubation
with insulin and/or metformin, cells were acid-washed three times at
4°C as described by Garvey et al. (18) to remove bound insulin, fol-
lowed by three rinses in PBS. Cells were then incubated for 3hat 4°Cin
MEM Ham’s F12 medium 0.5% BSA containing 0.2 ng '*I-insulin per
well. Free hormone was removed with five rinses of cold PBS and the
cells were again acid-washed with 250 ul of MEM, pH 4.0, to dissociate
receptor-bound insulin. The radioactivity recovered in the acid-washed
eluate was counted. Nonspecific binding determined with the addition
of 200 ng of unlabeled insulin was <5% of total counts bound.

Down-regulation of Hep G2 cells

Down-regulation of Hep G2 cell receptors was performed as described
by Blake et al. (25): serum-starved confluent Hep G2 cells were pre-in-
cubated with a high concentration of insulin (107 M) for a prolonged
time (18 h), cooled on ice to avoid receptor recycling, acid-washed in
MEM, pH 4.0, to remove bound insulin, and then washed with PBS,
and finally with culture medium, each washing being performed three
times. When required, cells were preincubated with 10~7 M insulin for
different times and subsequently treated as described above.

Insulin stimulation of Hep G2 cells

Control cells. Serum-starved Hep G2 cells were incubated for 24 h with
doses of insulin ranging between 10~'°and 10" M. Unstimulated cells
were used as controls. When required control cells were incubated with
10~7 or 10~° M insulin for different times. PAI-1 secretion, PAI-1 RNA
expression and [ '“C]acetate incorporation into lipids were assayed as
above.

Down-regulated cells. Down regulation was performed as described
above; cells were subsequently stimulated with 10~° M insulin for 24 h.
Control unstimulated cells were kept in serum-starved medium during
the two steps of this procedure. Control down-regulated cells were
down-regulated by 10~7 M insulin for 18 h, acid-washed, and kept in
serum-starved medium for a further 24-h incubation.

Measurements of insulin remaining in the conditioned media were
performed due to insulin degradation. We assayed insulin concentra-
tions during the two incubation periods: (a) when 10~° M insulin was
added to Hep G2 cells, the insulin content in the medium decreased 12
h after the beginning of the incubation and was not detectable after 18
h; () when 1077 M insulin was added to the cells, the insulin remain-
ing in the medium after an 18-h incubation represents one third of the
initial content. Residual insulin was eliminated by acid washes (25).

Effect of metformin on insulin-mediated PAI-1 synthesis
and ["*C]acetate incorporation

The effects of metformin on insulin stimulation were studied by incu-
bating serum starved control Hep G2 cells for 24 h with insulin in
presence of different concentrations of metformin ranging between
107% and 1073 M. The time-dependent effect of metformin on insulin-
mediated PAI-1 secretion was studied by incubating Hep G2 cells with
10~* M metformin for up to 24 h.



To study the effect of metformin on insulin stimulation in down-re-
gulated cells, 10™* M metformin was added either to 10~” M insulin in
the 18-h preincubation step, or to 10~ M insulin in the stimulation
step.

When required, Hep G2 cells were stimulated for 24 h by 10~ M
PMA (37) in absence or presence of 10™* M metformin.

HUVEC were stimulated for 24 h by IL-1 10 IU/ml (38) in pres-
ence or absence of 10™* M metformin.

Statistical analysis

Data are expressed as mean+SE. The significance of differences was
examined using unpaired Student’s 7 test. P values < 0.05 were consid-
ered significant.

Results

Effects of insulin on PAI-1 synthesis and acetate
incorporation

The effects of insulin on PAI-1 synthesis and acetate incorpora-
tion were studied in control or down-regulated cells.
Control cells. Serum-starved Hep G2 cells were cultured for

up to 24 h with increasing doses (10 7' to 1077 M) of insulin.

As previously shown (26) our results confirm that insulin in-
duced a dose-dependent increase in PAI-1 secretion up to 4.8-
fold (Fig. 1 4). The maximal effect occurred with 1078 M insu-
lin (469+39.3 in stimulated cells versus 101+8.3 ng/10° cells
in control cells, P < 0.01). Insulin also induced changes in
PAI-1 mRNA expression. The steady-state level of both forms
of mature PAI-1 mRNA (3.2 and 2.3 kb) was increased by
insulin stimulation. No change in the B-actin gene expression
was observed (Fig. 1, inset).

Insulin induced a dose-dependent increase from 107 to
10”7 M in ['*C]acetate incorporation into Hep G2 cells up to
2.2-fold (1.52+0.12 vs. 0.69+0.09 nM /mg protein [ P < 0.05])
when the cells were stimulated by 10~7 M insulin.

Kinetic studies indicate that insulin at 10~ and 107° M,
induced a time-dependent increase in PAI-1 secretion and
['*C]acetate incorporation into Hep G2 cells with a 4-h lag-
phase (Fig. 1 B).

Down-regulated cells. Serum-starved Hep G2 cells were
down-regulated by 10~7 M insulin for 18 h, then stimulated for
24 h with 10™° M insulin. PAI-1 synthesis and ['*C]acetate
incorporation were evaluated at the end of the stimulation step.
Results in Fig. 24 indicated that in down-regulated cells, a
stimulation with 10™° M insulin led to an increase in PAI-1
secretion by 1.4-fold over the level induced by the same stimula-
tion of control cells (59754 vs. 408+39 ng/ 10° cells), and by
5.9-fold over the level of the unstimulated control cells
(597454 vs. 101+8.3 ng/10° cells). It should be noted that
PAI-1 secretion levels from down-regulated cells kept in
serum-starved medium for an additional 24 h after acid wash
were not significantly different from those observed with con-
trol cells (132+15.9 vs. 101+8.3 ng/ 10° cells, Fig. 24). Stimu-
lation mediated by 10~° M insulin of down-regulated Hep G2
cells induced changes in PAI-1 mRNA expression. This proce-
dure resulted in the stimulation of both forms of mature PAI-1
mRNA over the expression mediated by 10~° M insulin in
control cells (Fig. 2, inset). No change in 8-actin mRNA ex-
pression was observed.

In contrast to PAI-1 synthesis, the stimulation with 10™° M
insulin in down-regulated cells, resulted in a net decrease in
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Figure 1. Dose- and time-dependent effects of insulin on PAI-1 se-
cretion (@) and [ '*C]acetate incorporation (x ) in Hep G2 cells.

(A4) Dose-dependent effects of a 24-h insulin stimulation on PAI-1
secretion (e ) and [ *C)acetate incorporation (x ). Results represent
means+SE of five experiments performed in triplicate: * P < 0.05,
**P < 0.01. Inset: Effects of increasing doses of insulin on PAI-1 and
B-actin mRNA expression in Hep G2 cells. Lane A4, control cells;
lane B, 107'° M insulin; lane C, 10~° M insulin; lane D, 10~ M in-
sulin; lane E, 10~7 M insulin. (B) Time-dependent effects of insulin
on PAI-1 secretion (e) and ['*C]acetate incorporation (x). Hep G2
cells were stimulated up to 24 hby 10° M (—)or 107" M (- - +)

insulin. Results represent means of two experiments performed in
duplicate.

["“C]acetate incorporation (Fig. 2 B): it resulted in a 2.4-fold
decrease compared with the level obtained with 10 ~° M insulin
in control cells (0.5+0.2 vs. 1.18+0.09 nM/mg protein [P
< 0.05]) and a 1.4-fold decrease compared with unstimulated
control cells (0.51+£0.04 vs. 0.69+0.09 nM/mg protein [P
< 0.05]). Down-regulated cells kept for a further 24-h incuba-
tion in serum-starved medium expressed [ '“C]acetate incorpo-
ration identical to control unstimulated cells (0.76+0.1 vs.
0.69+0.09).

The preincubation time required to induce hypersecretion
of PAI-1 and to decrease [ '“C]acetate incorporation was then
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Figure 2. Effects of 10~ M insulin stimulation for 24 h on PAI-1 se-
cretion (A4), [ "*C]acetate incorporation (B), and PAI-1 and B-actin
mRNA expression (inset) in control and down-regulated Hep G2
cells. Lane A4, control unstimulated cells; lane B, control cells stimu-
lated by 10~° M insulin; lane C, down-regulated cells washed and
kept in serum-starved medium for 24 h; lane D, down-regulated cells
washed and stimulated for 24 h by 10~° M insulin. Results in panels
A and B represent means+SE of five experiments performed in tripli-
cate: *P < 0.05; **P < 0.01; ***P < 0.001.

investigated. Hep G2 cells were preincubated for different
times, up to 18 h, with 10~7 M insulin and after acid wash, they
were stimulated for 24 h with 10~° M insulin. Kinetic studies
(Fig. 3) reveal that PAI-1 secretion began to gradually decrease
in down-regulated cells during the first 4 h of preincubation
and was then progressively enhanced when the preincubation
time was increased from 4 to 18 h. In contrast to PAI-1 secre-
tion, a 4 h preincubation with 10~7 M insulin was effective in
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decreasing [ '“C]acetate incorporation, and this level remained
unchanged irrespective of the time used for the preincubation.

Effects of metformin on insulin-mediated PAI-1 synthesis
and acetate incorporation

Control cells. The effects of increasing doses (1076 to 1073 M)
of metformin on PAI-1 synthesis mediated by 10~ M insulin
during a 24-h stimulation of control cells were first investi-
gated. Metformin exerted a dose-dependent inhibition on the
insulin-mediated PAI-1 secretion for doses ranging between
1075 and 107 M (Fig. 44). When cells were stimulated for
increasing times with 10~ M insulin in presence of 107* M
metformin, the inhibitory effect of the drug was observed as
soon as the stimulating effect of insulin was detectable, i.e.,
after a 4-h incubation. From the 8th h, a complete inhibition of
insulin-mediated PAI-1 synthesis was obtained (Fig. 4 B).

In the presence of 10~ M metformin, the stimulating effect
of 107'° to 1077 M insulin was abolished, PAI-1 levels being
identical to unstimulated control cell levels (Fig. 5). The same
results were obtained with 10™> M metformin (data not
shown ). Metformin alone had no effect on PAI-1 constitutive
secretion (Table I) or PAI-1 mRNA expression (Fig. 6, inset,
lane A). The inhibitory effect of metformin on insulin-me-
diated PAI-1 synthesis was also observed at the mRNA level.
Metformin inhibited the insulin-mediated increase in both 3.2-
and 2.3-kb transcripts of PAI-1 mRNA. No change in the 8
actin gene expression could be observed after insulin or insulin
plus metformin stimulation (Fig. 6, inset, lane B).

The effects of 10~* M metformin on [ '*C]acetate incorpora-
tion mediated by 107'° M to 10~7 M insulin were studied. As
illustrated in Fig. 5, incubation of Hep G2 cells with 1074 M
metformin had no significant effect on insulin-mediated [ '*C]-
acetate incorporation irrespective of the insulin concentration
studied. Therefore, in Hep G2 cells, metformin was able to
suppress the insulin-mediated PAI-1 synthesis but not the insu-
lin-mediated acetate incorporation into lipids.

Down-regulated cells. The effects of metformin on insulin-
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Figure 3. Effects of the down-regulation time on PAI-1 secretion (e)
and ['*C)acetate incorporation (x ). Hep G2 cells were down-regu-
lated for increasing times by 10”7 M insulin, and after acid washes,
stimulated for 24 h by 10~ M insulin. Results represent means of
three experiments performed in duplicate.



mediated PAI-1 synthesis and acetate incorporation in down-
regulated cells were then investigated. In the first set of experi-
ments Hep G2 cells were incubated for 18 h with 10~7 M insu-
lin in presence of 10™* M metformin, and after washing, were
stimulated by 10~° M insulin. Results in Fig. 6 4 indicated that
addition of metformin in the preincubation procedure com-
pletely reversed the overproduction of PAI-1 synthesis me-
diated by 10~° M insulin in down-regulated cells, the levels of
PAI-1 secretion being identical to unstimulated control cell
levels (P < 0.001). In a further set of experiments 10™* M
metformin was added to 10™° M insulin in the stimulation
step. Results indicated that metformin inhibited the insulin-
mediated PAI-1 synthesis, to a similar extent to that obtained
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Figure 5. Effects of 10™* M metformin on PAI-1 secretion and
[**C]acetate incorporation mediated by increasing doses of insulin in
Hep G2 cells. PAI-1 secretion after stimulation with insulin alone
(e—e) or with insulin plus 10™* M metformin (e - - -@).
["*C]Acetate incorporation after stimulation with insulin alone
(x—x) or with insulin plus 10™* M metformin (x- - -x). Results
represent means+SE of five experiments performed in triplicate.

by addition of metformin in the preincubation step. The sup-
pressive effect of metformin on the insulin-mediated PAI-1
overproduction resulted from an inhibition of the expression of
PAI-1 mRNA (Fig. 6, inset, lane C), without change in the
B-actin gene expression.

The effect of 10~* M metformin on incorporation of [ '*C]-
acetate into lipids was tested using the same conditions of cul-
ture. Results in Fig. 6 B indicate that the addition of metformin
to insulin did not modify the insulin-mediated acetate incorpo-
ration in down-regulated cells irrespective of the time that the
drug was added.

Specificity of metformin effects for insulin-mediated PAI-1
synthesis

To test whether metformin could inhibit PAI-1 synthesis me-
diated by other agents known to regulate PAI-1 synthesis, we
tested the effect of metformin on PMA stimulation. Addition

Table I. Effects of Metformin on PAI-1 Synthesis
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Figure 4. Dose- and time-dependent effects of metformin on insulin-
mediated PAI-1 secretion by Hep G2 cells. (A4) Dose-dependent ef-
fects of a 24-h insulin stimulation with increasing doses of metformin
(107%to 107> M) for 24 h. Lane 4, control cells; lane B, control cells
stimulated by 10~° M insulin; lane C, control cells stimulated by 10~°
M insulin—plus 10~% M metformin; lane D, -plus 10~> M metformin;
lane E, -plus 10~* M metformin; lane F, -plus 10~> M metformin.
Results represent means+SE of three experiments performed in trip-
licate: * P < 0.05; **P < 0.01. ( B) Time-dependent effects of metfor-
min on insulin-mediated PAI-1 synthesis. Hep G2 cells were incu-
bated with 10~° M insulin in the absence ( ) or in presence

(- - +)of 107* M metformin for up to 24 h. Results represent means
of two experiments performed in duplicate.

Metformin Inhibits Insulin-mediated Plasminogen Activator Inhibitor-1 Synthesis by Hep G2 Cells

Cells Stimulating agents Metformin PAI-1 Ag
ng/10° cells
Hep G2 — — 100.6+18.3
— 107°M 127.9+15.3
— 107*M 113.3£17.2
— 107°M 107.5+8.9
—_ 107°M 105.8+12.4
PMA 107" M — 1446.6+186.3
PMA 1077M 107*M 1451.6+£201.4
Insulin 107° M — 408.4+39.3
Insulin 107° M 107* M 110.8+17.4
HUVEC — — 908.3+10.2
IL-1 10 IU/ml — 3537.5+408 .4
IL-1 10 IU/ml 107*M 3462.5£393.7

Metformin was added alone or in combination with the different
stimulating agents. Incubation was performed for 24 h and PAI-1 Ag
was assayed in CM. Results represent means of three experiments+SE.
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Figure 6. Effects of 107* M metformin on PAI-1 secretion (4),
['“C)acetate incorporation (B), PAI-1 and $-actin mRNA expression
(inset) mediated by 10~° M insulin in control and down-regulated
Hep G2 cells. Lane A, control cells: ( black bar) lane I, without met-
formin; (gray bar) lane 2, with 10~* M metformin. Lane B, control
cells stimulated by 10~° M insulin: (open bar) lane 1, without met-
formin; (gray bar) lane 2, with 10~* M metformin. Lane C,
down-regulated cells stimulated by 10~° M insulin: (open bar) lane
1, without metformin; (gray bar) lane 2, with 10™* M metformin
added in the preincubation step; (dotted bars) lane 3, with 107 M
metformin added in the stimulation step. Results represent
means=SE of four experiments performed in triplicate.

of 107 M metformin to 1077 M PMA did not modify the
PMA-induced PAI-1 accumulation in a 24-h CM (Table I).
The effect of metformin on IL-1-induced PAI-1 secretion by
HUVEC was also tested. HUVEC were incubated for 24 h with
IL-1 (10 Ul/ml) in presence and absence of metformin 10~*
M). Results in Table I indicated that, at this dose, Metformin
did not modify the IL-1-induced PAI-1 secretion.

Residual binding of '* I-insulin on Hep G2 cells

Changes in insulin responsiveness in the presence of metfor-
min could result from differences in cell surface insulin bind-
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ing. We studied the expression of insulin receptors by the bind-
ing of tracer amounts (0.2 ng) of '**I-insulin on Hep G2 cells
after incubation with insulin and/or metformin. Results are
presented in Fig. 7. Stimulation of Hep G2 cells with insulin
107 to 10~7 M for 24 h resulted in a dose-dependent loss of
cell surface receptors compared to unstimulated control cells
taken as 100%. Stimulation of cells by 10~ M insulin, led to a
40% decrease and stimulation by 10~7 M insulin led to a 81%
decrease in residual insulin binding.

The effect of insulin stimulation on down-regulated cells
resulted, as expected, in a more marked decrease of residual
insulin binding: 10~° M insulin added to down-regulated cells
induced a decrease of 70% compared to unstimulated control
cells taken as 100%.

Addition of 10™* M metformin to unstimulated control
cells and to insulin-stimulated control cells had no significant
effect on the '»’I-insulin binding when compared to cells prein-
cubated without the drug. In the down-regulation procedure,
10~*M metformin exerted no significant effect on the '°I resid-
ual insulin binding irrespective of the time at which the drug
was added to insulin, i.e., during the preincubation or the stim-
ulation step. These results showed that insulin stimulation in-
duced a loss in cell surface receptors and addition of metformin
displayed no significant effect on the expression of insulin re-
ceptors.

Discussion

Resistance to insulin-mediated glucose disposal is a well-
known phenomenon associated with obesity (7). The syn-
drome of insulin resistance is characterized by a compensatory
hyperinsulinemia, hypertriglyceridemia, low plasma high den-
sity lipoprotein cholesterol concentration, and high blood pres-
sure. These features usually cluster in the same individual and
have been identified as increasing the risk of coronary heart

100

50

1251_1nsulin binding
(% of control)

™1 T 1 1
-10 -9 -8 -7

INSULIN (Log M)

Figure 7. '"®l-insulin residual binding in control (e) and down-regu-
lated Hep G2 cells (x) stimulated by increasing concentrations of
insulin. Binding in control unstimulated cells was taken as 100%: (—)
without metformin; (- - -) with 10™* M metformin (added in the
preincubation step for down-regulated cells); (- - -) with 10™* M
metformin added in the stimulation step.



disease (8). High plasma PAI-1 activity has been shown in a
cohort of young survivors of myocardial infarction to be an
independent risk marker for reinfarction (39) and is associated
with insulin resistance (9). Clear relationships have been ob-
served among insulinemia, serum triglycerides, and PAI-1
(40). Interventional measures including weight loss and met-
formin administration result in a reduction of both insulin resis-
tance and plasma PAI-1 levels (15).

Hepatic insulin resistance is found in obesity and in non-
insulin-dependent diabetic subjects (41). Cellular sensitivity to
insulin is dependent on the level of functional insulin receptors
on the cell surface, and a well-established inverse relationship
exists between ambient insulin levels and the number of cell
surface insulin receptors (18, 20, 21). Our purpose was to re-
produce a hepatic insulin-resistant state by decreasing insulin
receptor numbers in the human hepatoma cell line Hep G2,
which is known to synthesize PAI-1 in response to insulin (26).
Hep G2 cell receptors were down-regulated by an exposure to a
high concentration of insulin. It has been shown that exposure
of Hep G2 cells to 10~7 M insulin for 18 h was efficient to allow
internalization of the insulin receptor (25) and to selectively
and markedly down-regulate the steady-state level of its
mRNA (42, 43). Our results from the residual '*’I-insulin trace
amount binding as shown in Fig. 7 are in agreement with these
data. The residual binding is inversely proportional to both the
time and concentration of insulin to which the cells are ex-
posed.

Insulin is a potent stimulator of fatty acid synthesis and
lipogenesis (30). Physiological concentrations of insulin have
been shown to increase the cellular content of triacylglycerol in
hepatocytes from normal and diabetic rats (44, 45). We first
confirmed that insulin stimulated PAI-1 synthesis in a dose-
and time-dependent manner. The maximal effect was obtained
for a concentration of insulin similar to that found in the portal
vein after a meal (46 ). We also confirmed that the stimulation
of ['*C]acetate incorporation into lipid extract by insulin was
dose and time dependent. Nevertheless, the cells were less sen-
sitive to the insulin stimulation as far as lipid synthesis is con-
cerned.

Comparisons between insulin residual binding and acetate
incorporation indicated that down-regulated cells expressed
low insulin receptor numbers and consequently, ['*C]acetate
incorporation in response to an insulin stimulation was mark-
edly reduced. These data are in agreement with the develop-
ment of an insulin-resistant state induced by the down-regula-
tion of the insulin receptors, leading to a reduced responsive-
ness of the cells to insulin. In contrast to the above-mentioned
data, down-regulation of Hep G2 cells did not induce a de-
crease in the insulin-mediated PAI-1 synthesis in spite of the
loss of surface receptors. On the contrary, PAI-1 secretion was
increased above the secretion level observed in stimulated
non-down-regulated cells. Kinetic analysis showed that the
overexpression of insulin-mediated PAI-1 synthesis in down-
regulated cells was observed for down-regulation times longer
than 4 h. This effect was dependent on the time of down-regula-
tion. This over production of PAI-1 resulted from an insulin-
mediated stimulation of PAI-1 mRNA steady state levels. The
mechanism leading to this increased synthesis remains un-
known.

Insulin resistance is usually expressed in terms of reduced
glucose transport (8, 47) associated with other post receptor
defects (48, 49) including a loss of tyrosine kinase activity

which is important for transducing the biological effects of in-
sulin (50-52). Down-regulated Hep G2 cells expressed multi-
functional defects including an increased proportion of tyro-
sine kinase incompetent insulin receptors leading to a defect of
insulin-receptor complex internalization (53 ). Although there
is a general agreement that insulin receptor tyrosine kinase
activity mediates many of the actions of insulin, the stimula-
tion of this enzyme may not be a necessary step for all insulin
signaling pathways. Some studies now suggest that a non-tyro-
sine kinase-dependent pathway may also exist (54, 55). The
discrepancy between the regulations of lipid and PAI-1 synthe-
sis in our model may be relevant for multiple signal transduc-
tion pathways that would explain the biological actions of insu-
lin. Nevertheless, a direct relationship between PAI-1 synthesis
and non-tyrosine-dependent pathways remains to be proven.

Metformin has been shown in vivo to lower both basal PAI-
1 levels in obese nondiabetic women (15) and postvenous oc-
clusion PAI-1 levels in type II diabetic patients (56). We have
previously shown that the decrease in fasting insulinemia was
associated with a decrease in plasma PAI-1 (15). Our present
study indicates that metformin in therapeutic doses (57) exerts
a direct effect on PAI-1 synthesis at the cellular level by sup-
pressing the insulin stimulating effect both in control and
down-regulated cells. Metformin added to insulin in down-reg-
ulated cells inhibited the over production of PAI-1 synthesis by
a direct effect on PAI-1 mRNA expression. Indeed its addition
to 107" M insulin in the preincubation step rendered down-re-
gulated Hep G2 cells unresponsive to a further stimulation by
107° M insulin, in spite of its elimination from the medium by
washings. However, metformin did not display any activity
either on the steady-state level of PAI-1 synthesis or on basal
['*C]acetate incorporation and residual '*’I-insulin binding.
The results on '»I-insulin binding in the presence of metfor-
min are in agreement with previous reports indicating that
metformin modified neither the insulin binding nor the affin-
ity of insulin receptors (58). The action on lipogenesis by met-
formin remains unclear. Melin et al. (59) reported a restora-
tion of lipogenesis by metformin in rat insulin-resistant hepa-
tocytes but such differences between our respective results
could be explained by the use of different cells and protocols.

The intracellular site of action of metformin presently re-
mains unknown. Usually metformin restores the biological ef-
fect of insulin by enhancing the substrate uptake (58). In con-
trast, in our study, metformin decreased the paradoxical effect
of insulin on PAI-1 synthesis to normal levels. Our results
clearly indicate that metformin may modify some aspects of
the action of insulin in Hep G2 cells but not by increasing the
binding of insulin to its receptor. Similarly metformin has been
shown to have no effect on insulin-mediated amino butyrate
incorporation in rat hepatoma cells whereas it enhanced the
insulin-stimulated glucose incorporation into glycogen (60).
The data thus suggest that several effects of insulin are me-
diated by several postreceptor mechanisms and that only some
of these were modified by metformin. Metformin exerts several
post receptor effects (61, 62) including an action on the restora-
tion of tyrosine kinase activity (63), an improvement of glu-
cose transport, and potentiation of GLUT 4 translocation (64,
65). This latter action is unlikely in our study because Hep G2
cells do not express GLUT 4 transporter (66).

In conclusion, the present work demonstrates the ability of
insulin to induce an upregulation of PAI-1 in down-regulated
cells. These findings are related to in vivo data showing that in
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insulin-resistant patients PAI-1 plasma levels are largely in-
creased (9) whereas insulin receptor numbers are decreased on
insulin target cells (48). The results also indicate that metfor-
min acts at a cellular level by inhibiting the insulin-mediated
PAI-1 synthesis. This effect could be responsible for the de-
creased PAI-1 plasma levels observed in vivo after metformin
therapy (15). Although extrapolation to clinical circumstances
should be done with caution, our results are consistent with the
hypothesis that Hep G2 cells which mimic human hepatocytes
(24) behave as insulin-resistant cells in terms of PAI-1 syn-
thesis.
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