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Hard stops

Some regions can only be sequenced with difficulty using the Sanger 
technology ("hard stops"). In above case a walk primer was set and a Sanger 
dGTP run was attempted across the gap. The resulting sequence (PPfs_2kb-
28_J17_C655L.abi) did still not bridge the gap. The gap was sequenced 
without problem using the pyrosequencing method offered by the 454 
technology. 

The combination of Sanger and 454 methodologies ana lysed with 
state-of-the-art SeqMan (Pro™ and Genome Assembler™)  allows 
an optimal and flexible assembly that emphasizes th e strengths of 
each sequencing technology. 

The high coverage of GS20® and the large insert size  of the 
shotgun and fosmid clone libraries can be brought t ogether to 
give more, better genome sequence information. 

Downstream experiments and analysis are simplified by having 
the shotgun and fosmid clone libraries. 

The high coverage of the 454 sequencing allows the highly 
accurate sequencing of the genome including regions  that cannot 
be cloned or cannot be easily sequenced using the S anger 
technology. 

SeqMan Pro™ assembles sequence data from Sanger and
Next-Generation sequencing technologies (e. g. 454®).

Assemble small (5kbp) and large (whole genomes) with just a 
few mouse clicks.

SeqMan Pro™ removes unreliable data, including poor 
quality ends, sub-minimal length reads, and vector and
contaminating host sequences in a single pass, then 
assembles the trimmed data and calls the consensus.

SeqMan Genome Assembler™ also uses dual-end sequence 
data when available to guide the assembly, group and order
contigs, allowing to fill in gaps quickly with minimal additional
sequencing effort.
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Different sequence technologies

The short pyrosequencing reads of the 454 technology 
and the high coverage allowed by the massivly parallel 
processing can be optimally assembled with a low 
coverage Sanger assembly to provide depth of 
sequence and a scaffold for assembly and finishing 
steps.

Gap closure

By increasing the sequence coverage using the cost effective 454
technology it is possible to generate sequence information to fill gaps in 
the assembly.

Contigs generated by the Newbler™ Assembler can be added to an 
existing assembly of Sanger data.

Number of contigs in relation to the raw data production
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