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pENTR223.1 (4311 bps DNA Circular) #  
Alias pENTR223.1-Sfi and pENTR221-Sfi

Invitrogen Custom Gateway Entry Vector 

This vector carries two genes, ccdB and CmR, in the region between the two Sfi I sites that will be replaced by cloned DNA segments.  The ccdB gene (DNA gyrase inhibitor) provides strong negative selection against vector molecules retaining this region, whereas CmR (chloramphenicol resistance gene) provides positive selection for propagating the vector. Because ccdB is toxic to most standard strains of E. coli, it is important to propagate this vector in E. coli DB3.1 (gyrA) or in ccdBSurvival competent cells (ccdB-resistant; T1 & T5 phage resistant), both available from Invitrogen. 
Sequencing primers (M13F and T7 Rev) that prime from outside of the attL sites are generally suitable for sequencing inserts larger than ~500 nt, but they may provide incomplete sequences for smaller inserts, due to L1-L2 hairpin formation (Esposito et al. Biotechniques 35:914, 2003).  In contrast, the use of sequencing primers GW1 and GW2 should be suitable for sequencing of all sizes of inserts.
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Molecule Features:

Start     End   Name          

   1     534   ori          

1113    1149   fwd Seq primers (includes M13F: 1113-1129)  

1264    1165 C attL1   
1203
   1237   GW1  

1617    1312 C ccdB         

2618    1959 C CmR          

2786    2885   attL2 
2823
   2847 C GW2       

2943    2902 C rev Seq primers (includes T7Rev: 2903-2922)  

3154    4164   SpnR
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