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Table S1. Used antibodies. 

H-293, Santa Cruz Biotechnologies, USALTBP4 –

Immunohistochemical 
staining

#3535, Cell Signaling, USAGata1

#9389, Cell Signaling, USASP1

ABIN483876 , antikoerper-online.de, GermanyE2F4

#9523, Cell Signaling, USASMAD3

IMG-6824A, Biomol, Germanyc-Myc

#2118, Cell Signaling, USAGAPDH 

GTX101725, GeneTex, USALTBP4 –

Western Blot
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Table S2. Used PCR primers. 

GAG GCT CCC CAC CAG ATG GCC TCA Trev

CCT ATA GAT CTG GGG GCT ATA GGforCpG III

-methylation specific

CCC CAC AAT CTT AAA CAT TTA ATA Crev

GAT TAT TGA GAA GGA GGT TTT TAT AGforCpG IV

-methylation specific

CCC CCT CCT CAC CAC TCCrev

TAT TAT TTT TAA TGG ATT TTT TTT TTforCpG V

-methylation specific

AAA ATC TAA ACT CCC TCT CCC TAA Arev

GTT AGG GTT GTA GTT TGG ATT GGforCpG VI

-methylation specific

CCC CTA ACT ATA CCC CCT TTA TAA Crev

TTG TTT TTA GTT GTT TTT TGT AGT TTforCpG VII

-methylation specific

ATA AAA TTA TCA CCA CTC CCC AACrev

CpG VIII

-methylation specific

GGT AAG TTT TGT TAG TTG TAT TTT Tfor

CCC TAC CCC AAT AAA CTA AArev

TTG TTG GTG TTG TTG TTGforCpG II

-methylation specific

CAA TCA AAA AAC AAC AAA AAC AAA Trev

GTG AAT TTG GGA TTT TTA GAG GforCpG I

-methylation specific

GCA ATC TAG AGT CGA GTC GGG CCCrev (XbaI)

AGT GCG GGA TCC TGG ACGfor (BamHI)LTBP4 cloning primers

CTA AGC TTC AGC AGC ACC AAT AGC GACrev (HindIII)

AAG ATC TCG TTG TAG CTC AGC ACC CAfor (BglII)LTBP4S promoter

CTA AGC TTG AAG AGC GGC AGC AAC AGrev (HindIII)

AAG ATC TGA ACT CCT GAC CTC ATG ATCfor (BglII)LTBP4L promoter

GAG GCT CCC CAC CAG ATG GCC TCA Trev

CCT ATA GAT CTG GGG GCT ATA GGforCpG III

-methylation specific

CCC CAC AAT CTT AAA CAT TTA ATA Crev

GAT TAT TGA GAA GGA GGT TTT TAT AGforCpG IV

-methylation specific

CCC CCT CCT CAC CAC TCCrev

TAT TAT TTT TAA TGG ATT TTT TTT TTforCpG V

-methylation specific

AAA ATC TAA ACT CCC TCT CCC TAA Arev

GTT AGG GTT GTA GTT TGG ATT GGforCpG VI

-methylation specific

CCC CTA ACT ATA CCC CCT TTA TAA Crev

TTG TTT TTA GTT GTT TTT TGT AGT TTforCpG VII

-methylation specific

ATA AAA TTA TCA CCA CTC CCC AACrev

CpG VIII

-methylation specific

GGT AAG TTT TGT TAG TTG TAT TTT Tfor

CCC TAC CCC AAT AAA CTA AArev

TTG TTG GTG TTG TTG TTGforCpG II

-methylation specific

CAA TCA AAA AAC AAC AAA AAC AAA Trev

GTG AAT TTG GGA TTT TTA GAG GforCpG I

-methylation specific

GCA ATC TAG AGT CGA GTC GGG CCCrev (XbaI)

AGT GCG GGA TCC TGG ACGfor (BamHI)LTBP4 cloning primers

CTA AGC TTC AGC AGC ACC AAT AGC GACrev (HindIII)

AAG ATC TCG TTG TAG CTC AGC ACC CAfor (BglII)LTBP4S promoter

CTA AGC TTG AAG AGC GGC AGC AAC AGrev (HindIII)

AAG ATC TGA ACT CCT GAC CTC ATG ATCfor (BglII)LTBP4L promoter

 

 

 



Table S3. Used qPCR primers.  

GAA CCC GTT GAT GTC CAC TTrev

TCG CCC TGT ACA ACA GCA forTGF-ß1  -
external control

TAA AAG TGG AGC AGC ACG TGprobe

GTA TCG CCA GGA ATT GTT GCrev

GTA CCT GAA CCC GTG TTG CTforTGF-ß1

AGG GGT CGT AGG GTA GCA CTrev

GGC TGG AGT GCG TTG ATA ATforLTBP4 -
external control

AAC AGC CCG GAA GAG TTT GAC CCC A probe

GGG AAC GTG CCA GCA GAArev

GCT GCC CTG TGT GAA AAT GTCforLTBP4

GAA CCC GTT GAT GTC CAC TTrev

TCG CCC TGT ACA ACA GCA forTGF-ß1  -
external control

TAA AAG TGG AGC AGC ACG TGprobe

GTA TCG CCA GGA ATT GTT GCrev

GTA CCT GAA CCC GTG TTG CTforTGF-ß1

AGG GGT CGT AGG GTA GCA CTrev

GGC TGG AGT GCG TTG ATA ATforLTBP4 -
external control

AAC AGC CCG GAA GAG TTT GAC CCC A probe

GGG AAC GTG CCA GCA GAArev

GCT GCC CTG TGT GAA AAT GTCforLTBP4

 

 

 



 

 

 

Figure S1. LTBP4 expression in normal esophageal tissue. 

Immunohistochemical evaluation of LTBP4 expression (red immunoreactivity) in 

normal esophageal tissue. Normal esophageal tissue clearly demonstrated LTBP4 

expression in esophageal epithelial cells and less prominently in resident 

lymphocytes within the lamina propria (black arrows). Bar graph: 100 µm. 

 

 



 

 

 

Figure S2. LTBP4 expression in OE33 and KYSE180 cells before and after 

re-expression of LTBP4. 

A) Amount of LTBP4 mRNA measured in fg in the esophageal adenocarcinoma cell 

line OE33 and the esophageal squamous cell carcinoma cell line KYSE180. The 

amount of mRNA was assessed by qPCR. B) Western Blot analysis of LTBP4 and 

GAPDH in OE33 and KYSE180 cells. C) Western Blot analysis of LTBP4, c-myc and 

GAPDH in OE33 and KYSE180 cells after pcDNA6 as a control or pcDNA6-LTBP4 

transient transfection. 

 

 

 



 

 

Figure S3. Highly methylated CpGs and potential transcription factor binding 

sites in CpG island I. 

In silico analysis of the DNA sequence of CpG island I within the putative LTBP4L 

promoter identified a highly methylated binding site for GATA1 in OE33 and 

KYSE180 cells. Two putative binding sites for MZF-1 were not methylated. The 

methylation status was analyzed by clonal bisulfite sequencing and at least ten 

clones were sequenced for each cell line. The percentage of methylation is visualized 

as pie chart. 

 

 



 

 

Figure S4. Highly methylated CpGs and potential transcription factor binding 

sites in CpG island II.  

In silico analysis of the DNA sequence of CpG island II within the putative LTBP4L 

promoter identified not methylated binding sites for SP1 and MZF1 in OE33 and 

KYSE180 cells. The methylation status was analyzed by clonal bisulfite sequencing 

and at least ten clones were sequenced for each cell line. The percentage of 

methylation is visualized as pie chart. 

 

 

 



 

Figure S5. Highly methylated CpGs and potential transcription factor binding 

sites in CpG island IV. 

In silico analysis of the DNA sequence of CpG island IV within the putative LTBP4S 

promoter identified two highly methylated binding sites for SP1 and E2F4 in OE33 

and KYSE180 cells. Binding sites for GATA1, SMAD3 and MZF-1 were not 

methylated. The methylation status was analyzed by clonal bisulfite sequencing and 

at least ten clones were sequenced for each cell line. The percentage of methylation 

is visualized as pie chart. 

 

 

 



 

 

Figure S6. Expression analysis of Gata1, SP1, SMAD3 and E2F4 after 

transfection with expression vectors. 

Western Blot analysis of HEK293 cells after transfection with A) a Gata1 expression 

vector, B) a SP1 expression vector, C) a SMAD3 expression vector or D) an E2F4 

expression vector in comparison to non-transfected cells (Ø).  

 

 


