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Theseresultsled us to examinewhether the stimulation step could be extendedto different animal

speciesForthis purpose,splenocytedreshlyisolatedfrom immunizedmice were stimulatedfor 3 days
with the BoostersystemexceptEBVpefore beingfusedwith the SR/0 myelomacell line, accordingto
the proceduredescribedby Kohlerand Milstein. The percentageof Ig-secretingwells increasedfrom
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TheBloodB Boostersystemisintendedto generateimmortalizedB lineswith highcellnumberandwithin a
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short delay The further usage of this biological material is submitted to the E « E htéEefts gcured - samples)
(antibodiesgeneration genomig transcriptomicand proteomic studies. _ _ o i . Neutralization kinetic —— Aesearch (better understanding of CHIV infection through
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Principle of B cell activation Important remarks
All Ig isotypescan be obtained Most of antigens can be targeted Diversity of the applications
)k mAb107B5 _ The human Blood B Booster®processgeneratesa very large panel of
The human Blood B Booster®processallows the rapid o Immunoglobulin isotypes antibodies, which cover most of the usually requested applications
5 5 Y mAb CD40 development of human antibodies with remarkable : (immunofluorescence immunohistochemistry, ELISA, WesternBlot).
‘ FoR properties provided that donor and screeningmethod More interestingly,functional properties were also evidenced,rendering
(transfected) selectionsare pertinently done. these natural human antibodies useful for fundamental as well as for
mAb107BSntigen therapeuticorientedinvestigations
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( codL (ranshcte Increase ofclonaldiversity during the generation of antigen specific murine monoclonal antibodies
B chxa
: : % oflg secreting wells after C lUSi .
Stimulation 1 v MHCI . . : : onclusions:
Stimulation 2 fusion with SP2/0 myeloma Whereasthe classicahybridomamethod allowedthe obtention of an averageof 30%
P » . . o . . . . . . o of immunoglobulinsecretingwells after fusion, the transientin vitro stimulation of
Process and timing Dendritics routinely performed immunization programsusing the classicalfusion method with a murine myelomaline, as - B the spleno%yteswith the glood B Booster system (except EBV)resulted in a
originally described by Koéhler & Milstein. In an attempt to improve the hybridoma method efficiency, freshly isolated ” " expt significantincreaseof the positive wells number Further analysis(data not shown)
splenocytesfrom immunizedmice were cultured either in stimulation 1 systemor in stimulation 2 system After 3 days,cells * e suggestedthat this increasedpercentagecorrelated with broader clonal diversity,
were harvested,pooledand fusedto the murine myelomacell line. Thisoptimizedprocessalloweda significantincreaseof the % - rather than a simple proliferation of the starting splenocytes These data
v ; ; numberlgsecretingwellswhen comparedio the classicamethod i I B demonstratedthat the Blood B Booster system was able to render quiescentB

Without Blood B Booster lymphocytesmore susceptibleo fusionafter stimulation

stimulation (except EBV)

s culure C Extension of the Blood B Booster system : from Human to Canine B cell immortalization
Conclusions
Leptospirosis is a bacterial zoonotic disease caused by These antibodies are currently under further  This strategy demonstratedthat in particular

@ supernatant

spirochaetesLeptospirathat affects humans and a wide
range of animals (mammals, birds, amphibians, reptiles)
Bloodsamplesfrom a naturally infected humandonor and a
Leptospirasubunit-vaccinatedcaninedonor were processed
usingthe Blood B Booster system Whererasthe human B
lymphocyteswere submittedto stimulation1 and 2 andEBV
transformation, canine lymphocytes were stimulated as
describedabove for murine splenocytesand the resulting

characterization; however, our preliminarydata infection diseases animal models in

revealed very particular structures associated 5ssociationwith the Blood B Booster system
with Leptospiragrowth, at leastin vitro. Human ¢ould be used to characterizethe repertoire
antibodiesstainedthe bacteriaitself, a cocoon  associatedwith a specifichumoralresponsein
like structure enveloping the bacteria and a attempts to improve vaccine or therapy
biofilm recoveringand protecting the bacterial  strategiesn humans

culture layer Consistently, whereas some Fyrthermore the evidence of particular

overlapping patterns are observed using the  stryctures revealed by oligoclonal but not
canine antibodies, the bacteria itself remains polyclonal  antibodies  (not  shown),

biofilm cocoon
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cells were stabilizedthrough fusion with the murine S”/0
| v | VA myelomaline. Both humanand canineoligoclonalantibodies undetectableas the dog was immunizedwith a  gemonstratedthat theseanti Leptospirgpatoc
/ l were tested by immunofluorescentstaining of Leptospira Leptopira subunit Of note, some antibodies canine and human monoclonal antibodies
patocstraincultures inducedthe cocoondisruptionand consequently  could be usefultools to better understandthe
Source: naturaliLeptospirainfected | | | promote bacterialgrowth (datanot shown). mechanismsassociatedwith Leptospira life
human donor Sourcel eptospirasubunitvaccinated cycle

canine donor

TheBlood B Boostestimulation system (except EBV), combined with fusion with SP2/0 myeloma cells was successfully usaden rabbit, sheejandrat.

FromD20, 10° cells/well (24w plates)obtainedwithin 2 weekswith a mediumchangetwice aweek _
Concluding remarks

TheHumanBlood B Booster®systemwas demonstratedhere asgivingaccesdo a broader B peripheralrepertoire, which naturally existsbut whichis not accessiblaisingthe traditional approachesit representsa powerful tool for the generationof natural
humanantibodiesaswell asfor peripheralB cellrepertoire studies Thecombinationof the BloodB Boosterwith fusionwith the classicahybridoma approachprovidesan alternative to efficiently generate monoclonalantibodieseither raisedagainst antigen
with low immunogenicity(broaderrepertoire) or directly from the target speciegextensionto diverseanimalspecie$. Furthermore we are currently investigatingthe capacityof the Blood B Boostersystemto immortalize B cellsisolatedfrom patientswith
The HumarnsBlood B Beostei® kitallows: thenimmorializationueftup t0:20% oftheistaring diseaseslirectly targetingthe B cellcompartment Thus immortalizationof humanB CLL(chroniclymphoidleukemig cellsaswell ascaninelymphomaB cellsare currently under progressin the contextof collaborativeprojects Theobtention of immortalizedB

cell population cellsfrom suchsourceswill facilitate genetic,transcriptomicand proteomic studiesfor a givenB related disease Finally,the Human Blood B Booster®systemis thus a powerful tool which is availablefor the overall scientificcommunity,and which will be
combinedwith a significanttechnicalsupportfrom Dendriticsteam.

An average 05.10* to 2.1 independent immortalized B cells lines obtained, starting fidh
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