








POST - FUSION SELECTI ON OF ANTIGEN- 5 P:: CH I C HYBRIDOMAS

By

JA NE C. GAMBERG RT, ART

A tnesc,s aubau.t t ed t o t he

Sc hool of Graduate Stud i es

in part ial fulfilmen~ of the

r equ a reeent e f o r the deg r e e o f

Master o f s e aeee e

Fac '.;l t y of Med ic i ne

Memor i al Uni versi t y of Newfou nd land

september , 1996

St. Jo hn 's Newfo undlan d



1+1 NatiOf1at li bl'a ry
ofCanacla

Acquisilionsand
Bibliographic scvcce Branch

~1~?:'K>51,eol

Bibllotheque nationale
duCanad a

Oirecl ion des acqu isilionsel
des services blbliogfaph iques

:l95.r ueWeJlIIIglon

~\I:(N~OnI""o)

The author has granted an
irrevocable non-exclusive licence
allowing the National Library of
Canada to reproduce, loan,
distribute or sell copies of
his/her thesis by any means and
in any form or format , making
this thesis available to interested
persons .

The author retains ownership of
the copyright in his/her thesis.
Neither the thesis nor substantial
extracts from it may be printed or
otherwise reproduced without
his/her permission .

L'auteur a ecccrde une licence
irrevocable et non exclusive
permettant it la Blbllctheque
nationale du Canada de
reproduire, preter, distribuer ou
vendre des copies de sa these
de quelque menlere et sous
quelque forme que ce soit pour
mettre des exemplaires de cette
these a la disposition des
personnes inb~ressees.

L'auteur conserve la proprlete du
droit d'auteur qui protege sa
these. Ni la these ni des exlraits
substantiels de celle-c l ne
doivent etre imprimes ou
autremenl reproduits sans son
autorlsation.

ISBN 0·6 12-17594-4

Canada



ABSTRACT

The ability to create monoclona l a nt i bod i es has a llowed g reat
strides to be made i n research and clinical medi c ine, and
continues to contribute to progress ion in many areas . However,
the t e c hno l ogy i nv ol ve d is labor- intensive and often
inefficient . A typical cell hybr idizat ion procedure will
generate thousands of hyb r idomas, with the grea t majority
being irrelevant. Convent ional technology r-equ.i re s maintenance
and testing of the total population, i n order t o i d e nti f y the
ve ry few hybrids that are s ec re t Lnq a ntibody of t he des ired
specificity . Part icular ly for antigens of l ow immunogeni cit.y,
this is clearly i ne f ficient .

The purpose of t h i s study i s t o explore methods fo r selec ting
antigen-specific hybridomas soon a ft e r the fus ion procedure.
Th is wou ld eliminate the unnecessary maintenance of irre l evan t
hybrids, reduci ng much of the time, e f f o r t and materials t hat
are currently consumed in this techno logy.

For these fusions, transfec tant cells e xpressing HLA-DP
molecules were the immunogens . Monoclonal ant ibodies
recognizing OP polymorphisms were des ired as serologi c
reagents , for matching donor-recipient pairs in bone marrow
transplantation . Fused cells were grown as bulk cultures and
Ag-specific sel ection was attempted , us i ng t he ant igen as a
p robe for hyb r i do ma s expressing specific i mmunoglobu lin
receptors . Two methods were tested: immunomagnetism (by use of
ant igen-coated i nummometallic beads) , and panning (by use of
the immunizing t r a n s f ec t a n t cells). The yield of a n t fqen­
specific hybridomas was compared t o that obtained i n
conve ntional fusions .

The results i ndicate that panning, us ing the procedure
outlined in this study, is not a useful me t hod for selecting
DP-specific hybridomas from a post-fu:don bulk pop u lation.
Immunomag net i sm, on the other ha nd, produced satisfactory
results, offering a potential l y useful way to rncreese the
efficiency of monoclonal ant ibody generation .
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