Figure S1 Testing of anti-pY- FGFR1 antibodies

Human endothelial kidney (HEK) 293 cells were transfected or not with a
plasmid expressing mouse FGFR1 and stimulated or not with Lo-FGF2
(10 ng/ml, 15 minutes). Subsequently, cell lysates were analyzed by
western blotting and probed with antibodies for pY766-FGFR1,
pY653/654-FGFR1, or beta (J3)-tubulin, as indicated.

Unstransfected cells presented negligible signal for pY766-FGFR1 , and
detectable signal for pY653/654-FGFR1. In both cases, the
immunoreactive signal increased substantially in transfected cells,
especially after stimulation with Lo-FGF2. Intensity of signal for —
tubulin (loading control) appeared similar between the different
samples.

150
PY766- — -| «—
FGFR1 :1710
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FGFR1 ~ 0
P—
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1. Untransfected HEK 293 cells
2. Cells transfected with cDNA for FGFR1
3. Cells transfected with a cDNA for FGFR1 + FGF2



Figure S2. Lo-FGF2 promotes mito-FGFR1 phosphorylation in hearts. Western blot staining
of cardiac mitochondria (IFM) from saline-perfused (lanes 1,2,3, three preparations) and
hearts stimulated with Lo-FGF2 for 15 minutes, lanes 4,5,6, three preparations) for pY-
FGFR1. Ponceau S staining indicates similar protein loading between all lanes. A stronger
signal for immunoreactive bands (70-110 kDa) can be observed in lanes 4,5 and 6,
compared to lanes 1,2 and 3.

X Anti-pY653/654-

FGFR1
x Anti-pY766-
FGFR1 -150
-100
-75
-150
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(total protein -75
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Methodology for whole heart perfusion with a Lo-FGF2 containing buffer for
15 minutes, is described in references #17, and #32 (PhD thesis of the first
author). Mitochondrial samples (20 microg/lane) were analyzed in 7.5%
polyacrylamide gels.



Table S1. The effect of calcium overload, Lo-FGF2, and PKCeg
inhibitors on cardiac (SSM) mitochondrial Optical Density (OD)

at 545 nM

(% of maximal
swelling)

Lo-FGF2 +
Control Lo-FGF2 FOXGEZ scrambled
evi-2 2
peptide

Calcium Retention
Capacity 500+72 | 936+5.8* 375+ 56 900 + 13.5*
(nM Ca** /mg protein)
Rate of swelling 73.1+56 | 75.5+9.9 61.8+5.4 75.2+6.6
(ODsss x 10°/min)
Amplitude of swelling | 30.0+0.3 | 29.3%+25 29.6+2.3 329+3.3




Table S2. The effect of Lo-FGF2 on cardiac mitochondria (SSM)
Respiration

Rate of Respiration RCI ADP/O Rate of Oxidative
(State 3/ ratio Phosphorylation
State 4) nmol ADP/ (nmol ATP/min/
State 3 State 4 nmol 02 mg protein)
Control 154.3 +6.7 199+1.2 7.79+0.26 | 2.51+£0.05 387.3+195
Lo-
FGF2 171.3+£10.3 20.0+24 8.85+0.87 | 2.56+0.04 437.9+25.8
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Original blots for Fig.3
Fig.3a

Fig.3b




Original blots for Fig.2a
x anti-FGFR1, QED A/B. x anti-pY766-FGFR1

x anti-pY653/654-FGFR1. E Ponceau S stain
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Original blots for Fig.4

Fig.4a

Fig.4b

- Fig.4c

-Fig-4d
Fig.4e




Original blots for Fig.5
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Fig.5e




Repeat experiment: SSM and IFM preparations probed
with anti-pY653/654-FGFR1

-

ws mt053 FEFR4p653/654

Repeat experiment: SSM and IFM preparations probed
with anti-pY653/654-FGFR1

ws mt053 FGFR p766



Repeat experiments: Western blots showing supernatant cytochrome c after
exposure to Hi-FGF2, and Lo-FGF2

Repeat experiments: Western blots showing supernatant cytochrome c after
exposure to Hi-FGF2 in the presence of non-immune antibodies (upper gel) or
neutralizing antibodies (lower gel)




Repeat experiment: SSM and IFM
treated with Lo-FGF2 in the
presence and absence of FGFR1
inhibitors (SU-, PD-) and subjected
to calcium overload: Cyt-C at
supernatant

Repeat experiment: SSM treated with Lo-
FGF2 in the presence and absence of
FGFR1 inhibitor SU-, and subjected to
calcium overload: Cyt-C at supernatant
and at particulate fraction

Repeat experiment: SSM treated with Lo-FGF2 in
the presence and absence of FGFR1 inhibitor SU-,
and subjected to calcium overload: Cyt-C at
supernatant and at particulate fraction

Repeat experiments: Western blots of SSM and IFM treated with Hi-FGF2 in the presence
and absence of FGFR1 inhibitor PD-, SU-: Cyt-C at supernatant
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