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Supplemental Figure |. eNOS inhibitor L-NAME dose-dependently
reduces DHFR expression in HUVECs. L-NAME reduced DHFR expression

from 1mM to 2mM range, but had no effect on GTPCH expression.
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Supplemental Figure Il. ONOO- does not alter DHFR expression in
HUVECSs. Tyrosine nitration of proteins as determined by 3-nitrotyrosine (3-NT)
increased as the dose of ONOO- supplementation increased. ONOO-
treatment reduced GTPCH expression in a dose-dependent manner, but had

no effect on DHFR expression.
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Supplemental Figure lll. NO depletion reduces DHFR activity and BHas
levels in HUVECs. MG132 (1uM, 6h) prevented eNOS silencing caused DHFR
activity (A) and BHa4 contents (B) reduction. GSNO (100uM) supplementation
reversed DHFR activity (C) and BH4 contents (D) reduced by eNOS silencing.
MG132 (1uM, 6h) and GSNO (100uM) also prevented PTIO (150uM) induced
DHFR activity (E and G) and BH4 contents (F and H) reduction in HUVEC. (n=3;
*p<0.05 vs. Scr siRNA in A-D, or p<0.05 vs. control in E-H; #p<0.05 vs. eNOS
SsiRNA in A-D, or p<0.05 vs. PTIO in E-H)
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Supplemental Figure IV. S-nitrosylation of DHFR does not affect its
activity in vitro. (A) GSNO (100uM) incubation increased S-nitrosylation of WT
DHFR but not C7S DHFR in vitro. (B) Recombinant WT and C7S DHFR
exhibited no difference in activities. GSNO incubation did not alter their

activities.



