
Supplemental Experimental procedures 

In vitro culture experiments 

Cultured cells were infected with H. pylori for the indicated time points and multiplicities of 

infection (MOI). The human LTβR agonist monoclonal antibody BS-1 provided by Jeff 

Browning, (Biogen Idec, Cambridge, Massachusetts) was used as a positive control at a 

concentration of 0.5µg/ml. LTβR was blocked by incubating cells with a LTβR-Ig fusion 

protein also provided by Jeff Browning, (Biogen Idec, Cambridge, Massachusetts) at the 

indicated concentrations.     

Inhibition of the canonical NF-kB signaling pathway was performed by treating cells with an 

inhibitor of IkB Kinase-2 (IKK2), TPCA-1 (2-[(aminocarbonyl)amino]-5-(4-fluorophenyl)-3-

thiophenecarboxamide) (Sigma-Aldrich, Steinheim), in a concentration of 1µM or 5µM.  

Western blotting 

Cells were lysed using SDS sample buffer (62.5 mM Tris-HCl (pH 6.8), 2% w/v SDS, 10% 

glycerol, 50 mM DTT, 0.01% w/v bromophenol blue). Equal amounts of lysate were loaded 

on 8% SDS-PAGE gels and separated proteins were transferred to nitrocellulose membrane 

(Protran, Germany). After blocking, anti-p100/p52, p-p65 and p65 (Cell Signaling, USA) or 

anti-β-actin (Sigma-Aldrich, USA) antibodies were used according to manufacturer’s 

instructions. Quantification of band density was performed using LabImage 1D software 

(INTAS).  

Real-time PCR 

Total RNA from human biopsy samples was extracted from cryo-fixated tissue sections or 

formalin-fixed paraffin-embedded (FFPE) tissue sections, according to manufacturer’s 

protocol of RNeasy FFPE kit (QIAGEN, Hilden, Germany). Total RNA from human gastric 

cancer cell lines and gastric mouse tissue was purified using the peqGOLD HP Total RNA kit 

from Peqlab, Erlangen, Germany. 1µg of total RNA was used to synthesize cDNA using the 



QuantiTect Reverse Transcription Kit (QIAGEN, Hilden) according to the manufacturer’s 

protocol. Expression levels were quantified by real time PCR (primers listed in 

Supplementary Table 3) on a 7900 HT qRT-PCR system (Applied Biosystems, Life 

Technologies Darmstadt, Germany) using the ∆∆CT method, and analyzed using the second 

derivative maximum method that includes both normalization to the reference gene and 

primer efficiency. Relative mRNA levels of all target genes were normalized to GAPDH RNA 

levels. 

Flow cytometry 

106 MKN45, KATO III, St3051, HepG2 (positive control) and HEK293 (negative control) cells 

were seeded, fixed and permeabilized using Cytofix/Cytoperm reagent kit (BD Pharmingen). 

Cells were intracellularly stained with anti-LTβR antibody (clone 6D66, Santa Cruz) for 45 

min. A BD LSR II Flow Cytometer and FlowJo sofware (TreeStar) were used for acquisition 

and data analysis. 

In situ hybridization  

RNA in situ hybridization was performed by using RNAscope 2.0 brown FFPE Assay from 

Advanced Cell Diagnostics according to protocol. Tissues treated with in situ probes 

specifically for human LTβ receptor (Advanced Cell Diagnostic) were incubated for 2 h at 

40°C in a hybridization oven, followed by signal amplification and detection according to 

manufacturer’s protocol. Counterstaining was done following protocol using Gill’ Hematoxylin 

I (American Master Tech Scientific) and slides were finalized by using EcoMount mounting 

medium (Biocare). Pictures were taken with LEICA SCN400 Slides Scanner. 

Immunoprecipitation 

MKN45 cells were infected with the H. pylori G27strain for 3 hours and lysed in cold RIPA 

buffer containing proteases and phosphatases inhibitors. Lysates were sonicated for 10 min 

at 4°C and centrifuged at 10000 g for 10 min at 4°C. Supernatants were pre-cleared adding 

1µg of control rabbit IgG together with 20µg of protein A-agarose for 30 min. After 



centrifuging at 3000 rpm, supernatant was incubated by primary antibodies recognizing LTβR 

(Santa Cruz) or CagA (kindly provided by R. Vogelmann). Rabbit IgG were used as control 

for 2 h at 4°C. 20µl of protein A-agarose were added and incubated for 3h at 4°C. 

Immunoprecipitates were collected by centrifugation at 3000 rpm. Pellet was washed 5 times 

with PBS and after the final wash, resuspended in 50µl of SDS sample buffer, boiled and 

subjected to western blot analysis using an antibody recognizing H. pylori (Thermo 

Scientific). 

 


