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Figure 2. Effects of THNF-a (10 ng/mil), IL-10 {10 ng/mil), THF-a+IL-10 (ratic 1) on Akt phosphorylation in adult rat cardiomyocytes. a)
Upper panel, western blot analysis using specific Akt antibodies and [Factin as an internal control; Lower panel, densitometric analysis and the
values are ratios of phosphorylated to total Akt serine 473 (left panel) and threonine 308 (right panel);: and b} Show Akt phosphorylation as measured
by cell based ELISA, values are normalized as relative fluorescence units (AFW's), € and d) immunofluorescenc= cells were stained with phospho-Aakt
antibody and secondary antibody Alexa Flour 555. Flourescein phalloidin was used to stain =-actinin. Represe ~ E“-i'ure l.u.'l-r-=-5c i r'r'n-r

of cardiomyocytes (e). Quantification of the Akt expression. Data are expressed as mean=SEM from 4-6 [ J'LI':-]LE_E} ik e ,_,J'}" :l:uf’,.l'fnd
= P=—0.001 significantly different from the control group; ## #p-=-0.001 significantly diferent when A:l:rmr.::arbq.r W|th THF-= group.

doi:10.1371 fjournal. pone 00250099002
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Figure 3. ACh and cholinergic agonists block adhesion molecule comparing treatment + TNF versus TNF alone using the Student’s f test
expression by TNF-treated endothelial cells in vitro. Confluent mono- Data are shown as the percent control [ £5D), with TNF alone as control
layers of HuMVECs were untreated, treated with TMNF (1 ngfml) alone or (D) ICAM-1 expression was assessed using flow cytometry methods (mean
were treated with (A) ACh, (B) nicotine, or [C) CAPSS before TMF stimula- fluorescence intensity, MFI) using ICAM-1-specific antibodies: (1) untreated
tion (1 ng/mi). Cell surface expression of I(CAM-1 (IR), E-sclectin (#), or cells [isotype control], MFI = 297, ,"] untreated cells, MFI = 164; 13
VCAM-1 (&) was determined using a cell-based ELISA method. 100% nicotine (10=% M) + TNF (1 ng/n. _ .: e ] ETBEDrERk -9y Jr*_,f-a-jfrmr{/_l'i]'
represents 055 (0.04), 1.12 (0.05), and 0.864 (0.03) OD (=5D) at 450 for alone, MFl = G77. ’

E-selectin, ICAM-1, and VCAM-1, respectively. ®, P == 0.05, **, P <= 0.01
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