SUPPLEMENTARY RESULTS
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Supplementary Figure S1. Metformin does not cause hypoglycemia in control rats.
Weekly measurements of fasting blood glucose levels (a) and body weight (b) in animals
treated with vehicle or metformin 35 mg/kg*day. Data represent mean + SEM, n = 8. **p

<0.01 compared with week 0.

a b c
- 1.0 @@ . ~0— Control o Centrol Metiormin
g —— Metfermin
@ 038 '\Q\
s50my 5 z < 104
“10mv O 08 [ E
E0mV -E0mV 8 %-204
100 mV N 044 >
S= © l\é =
£ 021 £ =0
[=] Ty . =
Z o0 Lo T 404
" i -100 80 -60 -40 -20 0 20 E
5s 500 ms Prepulse Potential (mV) -504

d e f
1.0 60
. - i B
e io0ms  200ms E ul 0 G- 50
5 0.8 [M~1
-0 mV O —— Control 40
o —{— Metformin w
\ AR R H0E £
| i ol ™ g
1L INOINNNNNNNN g w20
[ S04,
aEN | Z
' 0 100 200 300 400 500 0 :
Interpulse Interval (ms) Contral Metformin

Supplementary Figure S2. Chronic metformin does not affect I biophysical
parameters. (a) Representative It inactivation recording of a myocyte from an animal
treated with metformin 35 mg/kg daily for 7 weeks. (b) Normalized current as a function
of voltage and (¢) calculated inactivation half-voltage, Vhait. (d) Representative It
recovery from inactivation in a cardiomyocyte from an animal treated with metformin,
(e) current values and (f) calculated time constant of recovery, rec. Data represent mean
+ SEM. n= 13 and 17 cells in the control and metformin groups, respectively. Diagrams

of the recording protocols depicted.
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Supplementary Figure S3. Metformin does not affect calcium handling in vitro. (a)

Intracellular calcium transient traces obtained in control cardiomyocytes incubated with

vehicle or 10 mM metformin for 24h at a stimulation frequency of 0.5Hz. (b) Mean data

at stimulation frequencies of 0.5 and 1Hz. Data represent individual data points with mean

+ SEM.
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Supplementary Figure S4. Metformin does not directly block the I channel. (a)

Representative I recordings from cardiomyocytes isolated from control rats and exposed

to 10 mM metformin for 30 min in the recording solution. (b) Average current density—

voltage relationships of It and (¢) peak values at +50 mV. Data represent mean + SEM.

n =10 cells.
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Supplementary Figure S5. Incubation with 3 mM metformin for 24h prolongs action
potential duration sufficiently to allow depolarizing channels to recover from inactivation

and generate early afterdepolarizations.

SUPPLEMENTARY METHODS
Blood measurements

Animals fasted overnight were anesthetized with isoflurane inhalation and blood
was collected from the tail vein in heparinized capillaries. Blood glucose levels were
determined using glucose test strips and a standard Accutrend Plus automatic glucometer

(Roche, Basel, Switzerland).



