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Supplement Figures 1to 4 and description 

Supplement Figure 1 

A-E. Effect of different pre-infecting strains (Strain A) on wild type I strains (Strain B) and it 

capacity to translocate CagA . Cells were pre-infected for 60 min with strain A (P12ΔT4SSs, X47 or 

Tx30a), then infected with one of the wild type Type I strains (P12, P145, G27, P217 and 26695) as Strain 

B (n=20). Each Strain B time point control was used as normalization control (100% CagA translocation). 

Amount of phosphorylated CagA, in percentage, relative to the control infection for each single type I 

strain tested (n=4). All graphics are shown as Boxes (Median and quartiles) with whiskers (Min-Max 

values). All statistical analysis was performed as described in Material and Methods. Significance: 

P<0,05, *; P<0,01, **; P<0,001, ***; P>0,05, #. 

Supplement Figure 2 

A. Effect of time of pre-infection in the induction of IL-8 by the Cag T4SS. From the experiments used for 

CagA translocation (Figure 1B), supernatants from time points t=0 to t=15 and t=60 where collected and 

IL-8 quantified by sandwich ELISA (See Material and Methods). Data of A is shown as Boxes (Median 

and quartiles) with whiskers (Min-Max values). This figure shows mean values and SEM. All statistical 

analysis was performed as described in Material and Methods. Significance: P<0,05, *; P<0,01, **; 

P<0,001, ***; P>0,05, #. 

B-F. IL-8 production by AGS cells after pre-infection experiments using different combinations of Strains 

A and Strain B. Scatter dot blots (mean and SEM) graphs showing single the different effects on IL-8 

induction by the type I strains (Strain B: P12, P145, G27, P217 and 26695) during pre-infection 

experiments using  pre-infecting strains (Strain A: P12ΔT4SSs , X47 or Tx30a) (n=5). 

Supplement Figure 3 

A-C. Evaluation of IL-8 production by the Cag T4SS in AGS, human blood lymphocyte  (leucocytes) and 

THP-a using P12ΔT4SSs and P12 strains in single infections. Statistical analysis was performed as 

described in Material and Methods. Significance: P<0,05, *; P<0,01, **; P<0,001, ***; P>0,05, #. 

F. Western blots and Stain-free signals of co- and pre-infection lysates in different AGS, THP-1 and 

primary leucocytes. For detection of phosphorylated CagA (℗-CagA), the antibody 4G10 (Millipore-

Merck) was used. CagA protein (CagA) was detected using the AK257 (previously published). Stain-free 

signals were activated for 1 min and detected after excitation at 305 nm, as described in protocol 

G. Western blots and Stain-free signals from pre-infection in AGS cells using three different pre-infecting 

strains. Pre-infecting strains used were P12 dT4SSs, X47 and Tx30a. CagA translocating strains were the 

wild type isolates P12, P145, P217, 26695 and G27. Phosphorylated CagA (℗-CagA) was detected using 

the antibody 4G10 (Millipore-Merk). CagA protein (CagA) was detected using the AK257 (previously 

published). Stain-free signals were activated for 1 min and detected after excitation at 305 nm, as 

described in protocol, before transfer to PVDF membrane took place. 

Supplement Figure 3 

A. IL-8 secretion and synchronization. Effect of synchronization in IL-8 secretion levels by AGS cells 

during infection with strains lacking the CagA Type IV secretion system (P12 dT4SS) compared to the 

wild isotype strains (P12). 

B. Table describing the strains used in this study. Details for each strain on their CagA translocation and 

IL-8 inducing capability are shown, together with their type of hopQ allele 
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