
Segmented polyA Sequence
Ansa pIVT vectors include ‘segmented’ 120 bp polyA 
sequences in the format A30-G-A30-G-A30-G-A30. 
This polyA sequence provides improved stability 
when grown in E. coli host strains with similar or 
improved e�cacy compared to equivalent 
non-segmented polyA’s. More detailed information 
can be found in reference 2 below. We have 
observed high stability for these regions up to shake 
flask plasmid Maxi-prep scales. Following the polyA 
sequence we have provided BspQI and EcoRV 
restriction sites for linearization of the plasmid. The 
polyA sequence and associated restriction sites are 
shown in fig. 2.

Figure 2: polyA Sequence and Associated Restriction Sites
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Ansa IVT Vector Design Guidelines

The Ansa pIVT vector series are in vitro 
transcription vectors designed for RNA 
production using a variety of reagents or 
commercially available kits. This technical 
note provides more detailed information 
about two key design features:

• T7 promoter sequence that accommodates 
alternative initiation bases

• A segmented polyA sequence for improved 
stability and e�cacy

Initiation Sequence
In order to allow IVT reagent kits with alternative 
initiation sequences, Ansa pIVT vectors utilize a 
truncated T7 promoter sequence with the initiation 
bases removed. The start of your insert sequence must 
contain initiation bases. This allows flexibility to select 
either a traditional initiation sequence (GN) or an 
alternative sequence such as AG (fig. 1). AG initiation 
sequences are required for the CleanCap® Reagent AG 
that is used in NEB IVT kits such as catalog numbers 
E2080S and E2080L (reference 1 below).

Figure 1: T7 Promoter Initiation Sequences
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