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The Varicella-Zoster virus (YZV) is a member of the neurotropic alphaherpesvirus 
subfamily, causing chickenpox upon primary infection and shingles after reactivation from 

latency. VZV ORF25, the orthologue of UL33 in Herpes Simplex virus (HSV), is a 156 

aminoacid (aa) protein with a C-terminal region that is highly conserved among all 
herpesviruses. ORF25 comprises a nuclear localization in vrrally infected Melanoma cells, 

as demonstrated by immunofluorescence mrcroscopy with a polyclonal rabbit antiserum. A 

systematic yeast-two-hybrid (Y2H) screen of all known 71 VZV proteins revealed 31 
putative interaction partners, indicating an rmportant role of this small protein in vrral 

replication (Science 311 : 239-242). 
We have performed a PCR mutagenesis strategy to construct 9 different aa-to-alanine 
Substitution mutants within the conserved C-terminal region of ORF25. All 9 aa Substitution 
mutants, a wildtype revertant mutant and a complete deletion mutant of ORF25 were 

analyzed for their ability to reconstitute recombinant VZV by utilizing the cosmid system 
technology within an ORF25 depleted pOKA backbone. So far, the wildtype revertant 
mutant and 3 out of 9 ORF25 aa substitution mutants, namely: PP 82183 AA, W 1231124 

AA, and TRRR 133-136 AAAA, were able to reconstitute infectious virus. No infectious virus 
could be reconstituted from the 7 remaining aa substitution mutants and the complete 

deletion mutant of ORF25, indicating that ORF25 is essential for viral replication of VZV. A 
phenotypical analysis of the ORF25 mutants is in progress and may contribute to our 

understanding of ORF25 function(s). 
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Conserved regions of pestivirus E2 are essential for the formation of an 

E1-stabilizing E1·E2 homodimer and subsequently for virus assembly and egress 
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UtUe rs known about the interaction of the viral envelope proteins of Pestiviruses required 
for lhe assembly of infectious virus partrcles. Here, we analysed the role of two highly 
conserved regions within BVDV envelope protein E2 for assembly and egress: (1) CXXC, a 

disl..~e isomerase motif and (2) a putative fusron peptide region. Single or multiple amino 
acids withrn the conserved regions were substituted or deleted in an infectious cDNA clone, 
and the putative fusion peptide encodrng region was also exchanged with related 

sequences of tick bom encephalitis virus (TBEV). The deletion or Substitution of highly 
conserved amino acids (e.g. glycin_828 or tryptophan_899) completely abrogated the 
generabon of virus progeny without influencing autonomaus RNA replication. Mutanis with 

substtuted TBEV sequences did also not result in infectious virus progeny without impairing 
RNA replication. Western blot analysis demonstrated that all mutants failing lo produce 
111fecbous progeny were unable to form detectable E1-E2 heterodimers as weil as 

E2-homodimers. Furthermore, E1 was de-stabilized in those mutants. Real-time RT-PCR 
as we• as electron microscopic analyses of cells Iransfeeted with the mutated constructs 
demonstrated that all defective mutants accumulated viral RNAs in Iransfeeted cells but did 

not aJ.iow the assembly and release of virions. ln conclusion, we characterized conserved 
aiT\IIlO ae~ds of BVDV-E2 which are essential for the formation of E2-E1 heterodimers and 

E2-homodimers, and subsequently for virus assembly and egress. Furthermore, an 
E1 -slabilizing role of the E1-E2-heterodimer has tobe assumed. 
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