
Supplementary Fig. S2 Overexpression of KLF11 cannot reduce the gene expression level of NF-κB, AP-1, and EGR1 signaling. Human umbilical
vein endothelial cells (HUVECs) were infected with Ad-LacZ or Ad-KLF11 (10 MOI) for 48 hours, followed by TNF-α (10 ng/mL) stimulation
for 60minutes. The mRNA level of TF gene (A), key factors in NF-κB signaling (NFKB1 and RELA) (B), AP-1 signaling (JUN, FOS) (C), and EGR1 (D)
are presented. The mRNA level was normalized to GAPDH and is presented relative to the control group. N¼ 3/group. Data are presented
as mean� SEM. �p< 0.05 using unpaired Student’s t-test. SEM, standard error of the mean; TNF-α, tumor necrosis factor-α.

Supplementary Fig. S1 The confirmation of KLF11 expression in the gain-of-function and loss-of-function-modified endothelial cells. Human
umbilical vein endothelial cells (HUVECs) were infected with Ad-LacZ or Ad-KLF11 (10 MOI) for 48 hours, followed by TNF-α (10 ng/mL)
stimulation for 4 hours. The mRNA level and representative Western blot of KLF11 are presented (A). HUVECs were transfected with si-Control or
si-KLF11 (20 nM) for 72 hours, followed by stimulation with TNF-α (10 ng/mL) for 4 hours. The mRNA level and representative Western
blot of KLF11 are presented (B). The mRNA level was normalized to GAPDH and is presented relative to the control group set as 1. N¼ 3/group.
Data are presented as mean� SEM. ��p< 0.01 using unpaired Student’s t-test. SEM, standard error of the mean; TNF-α, tumor necrosis
factor-α.
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Supplementary Fig. S3 The inhibition of KLF11 on TNF-α-induced TF gene transcription is independent of the direct binding between KLF11
and TF gene promoter. (A) TF gene promoter-driven luciferase reporters with wild-type (wt) or KLF11-binding region deleted (del) are shown in
the simplified illustration. The bold and underlined region represents the key KLF11-binding sites. (B) Bovine aortic endothelial cells (BAECs)
were transfected with wt or del TF gene promoter-driven luciferase reporters for 24 hours and then infected with Ad-LacZ or Ad-KLF11 (10 MOI).
Forty-eight hours after infection, BAECs were stimulated with TNF-α (10 ng/mL) for 12 hours. The luciferase activity was measured and
normalized by Renilla activity. The results are presented relative to the group infected with Ad-LacZ. ��p< 0.01 using two-way ANOVA followed by
Bonferroni test. ANOVA, analysis of variance; SEM, standard error of the mean; TNF-α, tumor necrosis factor-α.
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Supplementary Table S1 Primer sequences used in the study

Genea Primer sequences

hKLF11 F GACACACACCTCACGGACAG

R ATCATCTGGCAAAGGACAGG

hTF F GTACTTGGCACGGGTCTTCT

R AATTGTTGGCTGTCCGAGGT

hTFPI F GTTGGGCTATTCCCAACTGC

R TCGCTGCTGTCTGTTAGAGC

hTHBD F CCTAATGACAGTGCGCTCCT

R TCTCCCGTAACCCACTGGAA

hVWF F CAAGCTGGAGTGCAGGAAGA

R CCATCCTGGAGCGTCTCATC

hSELP F TGAAGAAAAAGCACGCATTG

R GGGAGCTCAAGTTCTCCACA

hPECAM1 F CAAGCCTTGAGGGTCAAGAA

R TGCTCTTCATGGAGGAGATG

hPLAU F GCCATCCCGGACTATACAGA

R ACACAGCATTTTGGTGGTGA

hPLAUR F TGAAGAACAGTGCCTGGATG

R TGTTGCAGCATTTCAGGAAG

hPLAT F TCTTACCAAGGTTGCAGCGA

R AGGCTGACCCATTCCCAAAG

hSERPINE1 F TCAGACCAAGAGCCTCTCCA

R TTGTGCCGGACCACAAAGAG

hNFKB1 F CCTGGATGACTCTTGGGAAA

R TCAGCCAGCTGTTTCATGTC

hRELA F GCGAGAGGAGCACAGATACC

R CTGATAGCCTGCTCCAGGTC

hJUN F CCCCAAGATCCTGAAACAGA

R CCGTTGCTGGACTGGATTAT

hFOS F AGAATCCGAAGGGAAAGGAA

R CTTCTCCTTCAGCAGGTTGG

hEGR1 F CACCTGACCGCAGAGTCTTT

R CTGACCAAGCTGAAGAGGGG

hGAPDH F GTCAGTGGTGGACCTGACCT

R TGCTGTAGCCAAATTCGTTG

mKlf11 F CAGGGAACTGTGATGCTGGT

R GCCATGACACTGGATGGACA

mTF F AAAGGGAAGAACACCCCGTC

R ATCAGAGCTCTCCGCAACAG

hTF (ChIP) F AGGGTCCCGGAGTTTCCTAC

R GGGGAGCTCGCAGTCTTG

Abbreviations of gene names: ChIP, chromatin immunoprecipitation assay; EGR1, early growth response 1; FOS, Fos proto-oncogene, AP-1
transcription factor subunit; GAPDH, glyceraldehyde 3-phosphate dehydrogenase; JUN, Jun proto-oncogene, AP-1 transcription factor subunit;
KLF11, Krüppel-like factor 11; NFKB1, nuclear factor kappa B subunit 1 (also known as p50); PECAM1, platelet endothelial cell adhesion molecule 1;
PLAT, plasminogen activator, tissue type (also known as t-PA); PLAU, plasminogen activator, urokinase (also known as u-PA); PLAUR, plasminogen
activator, urokinase receptor; RELA, RELA proto-oncogene, NF-κB subunit (also known as p65); SELP, selectin P; SERPINE1, plasminogen activator
inhibitor-1 (also known as PAI-1); TF, tissue factor (also known as coagulation factor III); TFPI, tissue factor pathway inhibitor; THBD, thrombomodulin;
VWF, von Willebrand factor.
ah: human. m: mouse.
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Supplementary Table S2 Predicted EGR1 binding sites and TF gene promoter-driven luciferase constructs

Five predicted EGR1 binding sites TF gene promoter-driven luciferase constructs

Start
position

End
position

Sequence (capital letters
denote the core sequence)

Plasmid (with mutation
start and end site)

Original
sequence

Mutant
sequence

�134 �116 ccgggaggaGGCGgggcag pTF-(126–123)mt-luc GGCG TTTT

�70 �52 cgggccggGGGCggggagt pTF-(63–60)mt-luc GGGC TTTT

�47 �29 aggagcggcGGGGgcgggc pTF-(39–34)mt-luc GGGGGC TTTTTT

�44 �26 agcggcggGGGCgggcgcc

�31 �13 ggcgccggGGGCgggcaga pTF-(24–21)mt-luc GGGC TTTT

Note: The EGR1 binding sites within�154/þ 58 bp in the humanTF gene promoter were predicted by online software “MatInspector.” To test if these
sites mediate KLF11 function, we generated plasmid containing TF gene promoter-driven luciferase construct, with mutation in each binding site
(�126/� 123 bp, �63/� 60 bp, �24/� 21 bp) or an overlapped binding site (�39/� 34 bp).
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