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CLAIMS  

 

W hat i s claimed is:  

1.  A host cell  comprisi ng a donor plasmi d and a help er plasmi d,  

(a) wh erein t he h elper pl asmi d comprises: (i) und er control of a first prom oter, an open 

readin g fr ame en codin g lambda red recombi nas e; and (ii ) under control of a second promot e r, an 

open readin g frame enco ding a r estriction endonu clease that h as a r eco gnit ion sequence that is  

not present i n the host ce ll  genome; and  

(b) whe rein t he donor pla smi d comprises: (i) from 5' to 3 ': (1) the rec o gnit ion sequence o f 

the restriction endonucl e ase; (2) a first hom olog y re gion of at l e ast 0.5  kil obases (kb), (3) a 

heterolo gous i nsert DNA  of at l east 8 k b; and (4 ) a  second homol og y re gion  of at l east 0.5  kb ;  

and (ii) a count ersele cti on marker.  

2.  Th e host  cell  of an y on e of claim 1 , wher ein t he h eterolo gous i nsert DNA i s at l east 20 kb.  

3.  The hos t cell  of an y on e of claims  1 - 2 , furthe r co mprisi ng an oli gosac char yl  transf er ase.  

4.  The ho st cell  of an y on e of claims  1 - 3, furthe r co mprisi ng at l east one gl ycos ylt r ansfer ase.   

5.  The hos t cell  of an y on e of claims  1 - 4 , whe rein o ne or more genes nati ve t o the host cell  

have be en deleted o r inac ti vated.   

6.  The hos t cell  of an y on e of claims  1 - 5 , whe rein sa id heterologous i nse rt D NA comprises 

an rfb  clust er of a p rokar yo ti c or ganism .  

7.  The hos t cell  of an y on e of claims  1 - 6 , whe rein sa id hos t cell  further compr ises a nucleic 

acid encodin g a ca rrier p r otein comprisi ng a conse nsus s equence for N - gl yc os ylation.  

8.  A method of producin g  a  gl yco conjugate comprisi ng a car rier p rotein and a n anti gen, 

wherein said m ethod co mprises cult u ring the hos t cell  of claim 7  under co ndit ions s uit able for 

the producti on of protein s.  

9.  A gl yco conju gate produ c ed b y th e method of cl ai m 8 .  

10. 9.  An isol ated host  cell , wh erein a h eterolo gous gen e that encod es an oli gos a cchar yl 

transfer ase has b een inse rted int o the genome of t he host  cell .  

11. 10.  Th e isol ated host cell  of claim 9 10 , wherein s aid hos t cell  is E. coli .  

12. 11.  The isol ate d host  cell  of claim 9 or 10 10 or 11 , w herein said gen e is t he C . jejuni  pglB  

gen e.  
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13. 12.  The isol ated host  cell  of an y on e of cl aim s 9 - 11 10 - 12 , wher ein t he cop y nu mber of the 

heterolo gous gene in t he host  cell  is 1, 2, 3, 4, or 5.  

14. 13.  The isol ated host  cell  of an y on e of cl aim s 9 - 12 10 - 13 , wher ein sai d host  ce ll  comprises a 

carri er protein comprisi ng a consensus s equ ence Asn - X - S er (Thr), wher ein X can be an y ami no 

acid ex cept P ro.  

15. 14.  A method of producin g a n N - gl yc os yl ated protein,  wherein said m ethod co mprises cult uring 

the host  cell  of an y one o f claims  9 - 13 10 - 1 4  unde r  condit ions s uit able for the producti on of 

proteins.  


