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1. Methods  

1.1. Quantitative real-time polymerase chain reaction (qRT-PCR) 

Total RNA was isolated using a TrizolTM Reagent as described previously [1]. Brief-

ly, the cells were homogenized in 1 mL of TRIzolTM reagent. The total RNA was then 

converted to cDNA using SuperScriptTM III reverse transcriptase. PCR amplification of 

cDNA encoding each target gene was conducted using the following primers: eNOS-F, 

5’-GAG TTA CAA GAT CCG CTT CA-3’ and eNOS-R, 5’-AGT CCG AAC ACA CAG 

AAC CT-3’; GAPDH-F, 5’-ACG TGT CTG TTG TGG ATC TG-3’ and GAPDH-R, 5’-GTA 

GCC TAG AAT GCC CTT GA-3’. PCR was performed with Power SYBRTM Green Mas-

ter Mix (Applied Biosystems, Foster City, CA) using QuantStudioTM 3 Real-Time PCR 

system (Applied Biosystems). The expression of eNOS relative to GAPDH was quanti-

fied using the ΔΔCt method.  

1.2. Western blot analyses 

For the Western blot analyses, BAECs treated with a nongenomic estrogen receptor 

agonist G-1 (Tocris bioscience) in the absence or presence of G-15, a nongenomic estro-

gen receptor antagonist, were washed with ice-cold DPBS and lysed with lysis buffer (20 

mM Tris-HCl at pH 7.5, 150 mM NaCl, 1% Triton X-100, 1 mM EDTA, 1 mM EGTA) con-

taining Protease Inhibitor CocktailTM, 1 mM β-glycerophosphate, 1 mM phenylme-

thanesulfonyl fluoride, 1 mM NaF, and 1 mM Na3VO4. The protein concentrations were 

determined using a BCA protein assay. Equal quantities of protein (20 μg) were separat-

ed on sodium dodecyl sulfate polyacrylamide gel under reducing conditions and then 

electrophoretically transferred onto nitrocellulose membranes. The blots were then 

probed with phosphorylated eNOS (p-eNOSSer1179) or eNOS (BD bioscience, Franklin 

Lakes, NJ) at a 1:1000 dilution or tubulin at a 1:3000, followed by their corresponding 

secondary antibodies. The membranes were then developed using ECL reagents. Pro-

teins on the nitrocellulose membranes were quantified using Image J software. The tubu-

lin was used as a loading control to normalize the quantified values of target proteins of 

interest. 

2. Results 
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Figure S1. The inhibitory effect of ICI182,780 on eNOS mRNA expression in BAECs. After pretreatment with 10 μM of 

ICI182,780 for 1 h, BAECs were incubated with 1 nM 17β-estradiol for 24 h. The eNOS mRNA expression was quantified 

using qRT-PCR. The plots depict the mean fold changes relative to control (± SD) from at least three independent exper-

imental trials. The different alphabetical letters refer to significant differences (p < 0.05) among groups, which were de-

termined by one-way ANOVA followed by Tukey’s multiple comparisons. 

 

Figure S2. The inhibitory effect of G-15 on the expression of total eNOS and p-eNOSSer1179 in BAECs. After pretreatment 

with 1 µM of G-15 for 1 h, BAECs were incubated with 100 nM G-1 for 24 h. The protein expression of p-eNOSSer1179 rela-

tive to eNOS was quantified using western blot analyses. The plots depict the mean fold changes relative to control (± 

SD) from at least three independent experimental trials. The different alphabetical letters refer to significant differences 

(p < 0.05) among groups, which were determined by one-way ANOVA followed by Tukey’s multiple comparisons. 
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