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Eputein Barr Virus (EBV)- and Adeno-Asm¢iated Virus (AAV)- 
based Vectors as Novel Tools for CIJ~targeted Gene Thecapy 
C-M. Wendmer 1~, C. Karzeder .J, D. Kofler U, H.D. Tbeiss x~, W. 
14amnmrsdnnidt 3, I-L B t u m ~  and M. Hallek l '~ 
1Medical Clinic III, and :Gene Center, Ludwig-Maximilians-UniversitF; 
GSF-National Research Center for Environment & Health, Munick 

Gene the~py for B-CLL rema~ a chdi~ge due to the low ~ o n  
eflicimcy and lack of celhdn~ tarscting of ctm~tly available vector~ We 
explored the characteristics of recombinant EBV vectors for mmsducmg 
B-CLL ceil& A packaging cell line which contains the ea&e EBV 
genome but incks the tm'mlnal repents allows encapsidation of 
nonUansformi~£ rEBV vectors in the absmce of EBV helpervims. 
Samples derived from 14 B-CLL patimts were mmsduced with rEBV 
virlons (MOl<l) encoding EGFP res~kin£ in transgene expression up to 
85% of cell~ Transduction could be speciflcany abrogated by the mAb 
7ZAI blocking the viral mvelope glycoprotein gp350/220. Due to its 
high packaging capacity (150 kb), this EBV-based vector system holds 
pronfise for the deveJopment ofcelkdar vaccines for B-CLL patimts. 

Furthermore, recombinant AAV was explored for CLL-targeted 
gene transl., Using an opthni,~d adenovims.frce packaging system, 
rAAV vectors coding for EGFP and CD40 ligand were packaged (titers 
up to 3xl0n). Cells obtained from 15 patients with B-CLL were infected 
(MOI of 100) resullmg in transgme expression ia up to 48% of cells, 
Transduction with AAV/CD40L induced upregulafion of the 
cog"/mulatory mole~e  CDS0 not only on directly transduced cells, but 
also on no-infected bystander leukemia B cells, while both effects could 
be specifically blocked by an anti-CD40L mAb. Vaccinarion strategies 
umg B-CLL celk infected ex vivo by rAAV vectors seem now posm'ble. 

Adenoviru~Mediated Inhibition of NF-6B Activation Promotes 
Chemmenaltization and Apopto~s in Prostate Cancer Cdil, F. 
Vincent, Jr., L. Human, S. Sikka, IL Davis, A. B. Abdel-Mageed, Tulane 
University Health Sciences Cater,  New Orleans, Loni~iana, USA 
Prostate cancer (PCa) patients with hormone refractory disease do not 
only have hisher serum level of  TNF-V, but also exhibit remstance to 
conventional chemotherapy. Recent evidence suggest that the constitutive 
activation of nuclear transcription factor NF-6B may counteract the 
apoptotic stJnadi of TNF-V and c~ncer chmnotherapemi¢ aSmt~ The 
objective of this study was to examlae whether reactivating NF-6B would 
enhance smsiti3------~T of PCa cells to TNF-V- and chemotherapy-induced 
cytotoxicity. Androgen-dependent (LNCaP) and in dapmdmt (DU-145) 
cell lines were transduced (20 MO O with a domlnant-negative super- 
repressor I6B mutant (pAxCAmI6B-M) or wild-type (pAxCA) adenoviral 
constructs prior to addition of Taxol (0, 1 or 10 :M) or rhTNF-V (0, 1 or 
10 ng/ml). NF-6B activation was evaluated by ~hln assay and apuptosis 
was monitored by DNA fregmentafion assay and acridme orange stainia S 
/n s/tu. MDR1 gme expression was monitored using RT-PCIL Treatmant 
of cells with either Taxol or TNF-V had resulted in a dose-dependent 
induction ofapoptosis in cells transduced with the domhumt negative 16B 
construct as opposed to contml~ Induction ofapopto~s was associated 
with a decrease in the MDR-I gene transcripts. The results suggest a role 
for NF-6B in enhancin 8 the expret~an of anti-apoptotic and MDIU gene 
products in the chemoresistent cells, thereby decreasing the hftracelkdar 
conce~'afion and efficacy of  TNF-V and anticancer drugs. We conclude 
that inhibition of  NF-6B activation may have therapeutic implications for 
advanced prostate c~nc~r. 
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DISC-GMCSF for Immqnothtrapy of Metastatic M d u o m  - 
Predinical and Clinical use of HSV for Gene i~livery 
P.Loudon, M.BourmelL E.Choolon, J.Chn~, D.Day, l.Duncan, 
C, Entwisle, ILLowden, C.McLean 1, G.Mertin, M.L.Shaw, S.AIi*, 
J.Lynsm*, R.Rees" 
Xenova, 310 Cambridge Science Park, Cambridge CB4 0WG, UK 
*Nottmgham Treat Univer~y, Nottingham NG1 i 8NS, UK 
We have commmced a phase I clinical trial u~ng an HSV2-based vector 
to deliver the GM-CSF 8ene to subjects with metastatic melanoma. The 
DISC vector was derived by deletion of the ess~tial gl-I gene and 
h~Ttion of GM-CSF. In human tumour cells the vector completes • 
single cycle of replication which lyses cells and expresses GM-CSF. 
DISC-GMCSF thus combines the 'oncolytic' effects of the HSV vector 
with expression of GM-CSF to boost anti-tumour immame responses, 
Precli~ical studies in mice have shown that injection of DISC-mGMCSF 
into tumoors results in turnout regression and complete care in a 
proportion of animals. Animals with r e g r e s ~  tumoors were shown to 
have novel anti-tumour CTL responses. Preciinical safety testing has 
shown that DISC-GMCSF can infect a wide range ofhunum tumonr cells 
with high efficiency and express GM-CSF, but cannot spread from cell to 
ceiL In vivo studies of toxicity, latency, reactivation and biodistn'bution 
provide an assurance of safety. Following approval from the UK 
Medicines Control Asency and Gene Therapy Advisory Committee, 
DISC-GMCSF is now being tested in a phase I clinical trial by direct 
~ra-mmoural injection in metastatic melanoma patimts. This represents 
the first clinical use of HSV to deliver a potentially therapeutic 8me. 
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Proteom snalys/s of mande cell lymphomns - standardization and 
initial snslys/s of differential effector patterns ofcdl cyde regulators 
M. Weinkau~ J. Lu-Hesselmmm, G. Herzog,, W. Hiddemann and M. 
Drey~8, 
Dept. of Medicine HI, University Hospital Grosshadem/LMU, CCG 
Leukemia, GSF-National Research Center for Eovironment and Health, 
and Institute ofgadioblology, Federal Armed Forces Medical Academy, 
Munich 
Secondary 8enefc alterations are detectable ia the vast majority of Mantle 
cell lymphoma (MCL). The t753 and thepl6 gene cinster have been 
shown to be frequently involved in the secondary transformation to 
aggressive MCL variants. So far, little is known on the differemlal effect 
of the pl6n~4A-CycllnDl and p16~V-MDM2-p53 signal pathway. 
Only expression pmfllm 8 expression profilln~ of proteins allows the 
overall analysis ofmolecolar alteretio~s on the posttranslational level as 
well as those which may have occurred on the DNA or RNA level.We 
have established a two-dimfn_ ~ional protein electrophoresis which al~ws 
the reproduc~le analysis of protein patterns applying the computer 
assisted registration of landmarks (CAROL) program (Kriesel et a l  
Electrophore~s 2000). A p53-negative, p 16-negative hematological cell 
llne (HL-60) was transfected with either p53 wild type or p53 natant 
constructs. Comparative two-dimmsional proteom analysis of both 
derivatives and the wfldtype cell line (transfected wkh an empty vector 
construct) has been performed and diff~entiany expressed protein spots 
were identified which will be further characterized by MALDI-TOF. 
Results will be confirmed by Western Blot and RNA array analysis. 


