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Abstract

                    
                 

                
                   
                    
                   
clinical assays to confirm the possibilities of these vaccine prototypes as safe and effective tools for the prevention of O139 cholera.
      

       

1. Introduction

         
      
         
          
identified in India      
      
           
       
       
currently confined to south-east Asia, can spread to other

      

         
        
        
       
         
         
  . The efficacy of these vaccine prototypes
remains to be confirmed by field trials in endemic areas.

   
 
    

      
         
        
      
teins, such as mucin, fibronectin, and lactoferrin   
inactivates the filamentous phage CTX    
         
       
       
        
         
          
     
      ıtez et al. have
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   spontaneous mutant is first presented as
         
          
           
       
            
         
      
    

2. Materials and methods

   

         
         
          
          
        
       
        
          
       
      
         
     

  

       
        
        
restriction and modification enzymes were purchased from
     
     
       
           
      
         
            
        
      
   -mutated allele flanked by

         
         
 

  

          
       
        
         
nitrocellulose filters      
       
probe consisted of a 643 bp fragment amplified by PCR us-
    
   
        
          
cific probe and the         
 specific probe. Finally, the 1.4 kb  
           
 specific probe. All the probes were generated using the
       
      

      . The first generation
         
       
        
       
       
   
Defined mutants, deficient in thymidilate synthase biosyn-

        
         
        
       by filter mat-
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 The RS1 fragment amplified from            
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rified HA/P, kindly provided by R.A. Finkelstein. MSHA
         
using a specific monoclonal antibody 

  
       

        
      
         
         
       
          

 
Microtitre quantification of hemagglutinating activity was

         
      
       
        
fined as the reciprocal of the highest bacterial or protein
   

   
        

       
        
            
         
      
       

    
       

the presence of capsule was verified as described by others
. Briefly,           
         
         
       
         

       
        

    

      
        
         
activity was more accurately quantified using the azocasein
   . Briefly, 1.1ml of buffer (CaCl
         
           
          
        
        
          
of enzymatic activity was defined as the quantity of enzyme
           
     

   

         
        
    vibrios in a final volume of 50 
was intragastrically administered to groups of at least five
       
          
       
        
    

  

        
        
        
      
          
           
          
       
also determined in a microassay (14). Briefly, two-fold se-
           
         
        
     
             
        
           
       
defined as the highest dilution of serum causing complete
        
        
       
O139 strains, complement was used at a final concentration
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five times the concentration used for El Tor  
        

3. Results

    

        
        
toxin reside within the genome of a filamentous, lysogenic
        
        
       
         
       
        
         
            
       
   and RS specific probes. Southern
      
    specific probe showed the absence
        
      
    specific band migrating between
           
      
         specific
          
          
        
         
probes specific for the rest of the CTX  
        
       
        
        
Strain SG25-1a was conserved as our first atoxigenic O139
     
       

       
           
        
       
           
        
        
       
       
      confirmed the expected
        
        
 specific fragment was detected in either SG25-1a, the
         specific
         

          
          
         
     specific probe; (B) the RS1 specific probe; (C)
  specific probe; (D) the  specific probe. In (A), chromosomal
           
           
           
              
          
           
          
             
           
           
    

         specific fragment
        
          
           
           
 -specific fragment of about 6 kb in the former
          
    specific probe (data not shown).
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     specific probe (see  
            
        
      
        
           
         
        
   

  

      
L911T or L912T were serogrouped as O139 with a specific
         
        
        
     
         
           
         
        
      
      
        
         
  
     

      

           
           
            
           
  

       
       
        
        
         
       
         

       

        
       
       
       
ited a filamentous phenotype, when growing in LB or
     
        
          
The filamentous phenotype of these vaccine strains showed
       
        
           
        
        

       

       
        
       
 
       

         
       
L911 and L911T were flagellated, indicating that the lack
of flagella is not the cause of the non-motile phenotype.
The filamentous phenotype of strain L911 seemed not to
        
         
thymidine-limiting conditions where the filamentous pheno-
        
       
          
       

         
        
       
        
         
Capsule production was also verified by electron mi-

        
          
       
site-specific 62 kb conjugative transposon encodes the func-
        
        
          
confirmed to be resistant to SXT and streptomycin.
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curately quantified using azocasein assay (  
      
         
        
      
      
         
 

  

          
          
       
         
         
          
          
         
        
        
mice like L912; thus, the filamentous phenotype had no in-
fluence on its colonisation properties. L911, L912, L911T
        

 
                      

    

       

        
        
        
        

              
          
    

 
         
       

    

   
   
   
   
   
   

           
least five mice were included in the analysis after being inoculated with
 

          
significant differences and the same letter means there are not such
   

       
 

  

        
        
       
       
        
          
          
         
        
statistically significant differences (   
       
        
             
         
       

4. Discussion

      
         

Cólera. Selección de Publicaciones



         

       
          
        
       
         
      
uncommon events can not be disregarded. Several findings
          
      
amplifications or deletions    
         
        
      
        

        
      
         
          
demic indicates that serotype-specific vaccines are needed.
       
        
        
      
      

         
          
        
 
          

      
         
        
       
           
         
    and thereby significantly lowers the pos-
       
        
        
vent or make superfluos reacquisition of CT genes.
         

        
        
      
        
         
        
      
         
strains since the technique for identification is rapid, sim-
          
           
        
         
        
          

       
 
         

          
       
        
        
        
        
        
  
        

           
        
        
      
         
          
a possible weaker interaction of this filamentous strain with
   
       

       
      
        
       
       
         
         
      
        
       
         
       
         
 
        

         
   ). This finding parallels the experience
with motility deficient El Tor O1 strains, such as Peru 14,
         
       

       
         
       
         
non-reactogenic but still elicited significant and protec-
        
     
          
         
         
       
        
        
to release cytokines, which can promote an inflammatory
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a well-tolerated phenotype and elicited significant immune
        
        
       
       
  phenotypes could result profitable to L911 in
       
        

       
         
        
         

         

       
      
       
        
       
       
        

       
       
        
        
       
         
         
        
          
          
          
        
            
        
       
        
   phage results superfluous. Tests in volunteers
should be done to confirm the features of these candidates
   
        

    defined mutations, in addition to CTX
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