Resveratrol Inhibition of Racl-Derived Reactive Oxygen Species by AMPK Decreases
Blood Pressure in a Fructose-Induced Rat Model of Hypertension
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Supplement Method
ROS production in the RVLM

The endogenous in vivo ROS produced in the RVLM was determined by staining
RVLM slices with 2°,7°-dichlorofluorescein (H2DCF) (Sigma Chemical Co., St.
Louis, MO, USA). The RVLM dissected out of the studied rats was placed in OCT
compound (Shandon Cryomatrix; Thermo Electron Co., Pittsburgh, PA), flash-frozen
in a methylbutane-chilled bath, and then placed in liquid nitrogen. Cryostat slices (10
um) were stained in the dark for 30 min at 37<C in a humidified 5% CO, incubator
with 10 uM H2DCF. The samples were analyzed using fluorescence microscopy and
Zeiss LSM Image software (Carl Zeiss Microlmaging, Jena, Germany).

Supplement Figure

Supplement figure 1. Cross section of the medulla oblongata rostral to the obex,
indicating the location of the RVLM.

Supplement figure 2. Resveratrol abolish the ROS generation in the RVLM of rats
with fructose-induced hypertension. Confocal microscopy analysis of green
fluorescence was used to estimate ROS levels in the RVLM after treatment with
resveratrol. The representative images shown demonstrate that the elevation of the
ROS level was significantly decreased in the RVLM after treatment with resveratrol.
The images were photographed at >400 magnification. We examined 4 groups
(control;  10%  fructose-treated;  10%  fructosetresveratrol and  10%
fructose+resveratrol+compound C; n=6 for each). The values shown are the means +
SEM, n=6. *P<0.05, **P<0.01. Scale bar: 20 pm.

Supplement figure 3. Full Western blots and fluorescent gel scans. Red boxes
indicate regions cropped for main figure 2B-C.

Supplement figure 4. Full Western blots and fluorescent gel scans. Red boxes
indicate regions cropped for main figure 3F-G.

Supplement figure 5. Full Western blots and fluorescent gel scans. Red boxes
indicate regions cropped for main figure 4A-B.
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Supplement figure 3.

Figure 2B p22-phox 22kDa Figure 2C SOD1 23kDa
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Figure 4A P-ERK1/2 T202/Y204 44 42kDa
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