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(57) Abstract: The invention relates to a procedure for linking cognate pairs of V|, and V, encoding sequences from a popula-

& tion of cells enriched in particular surface antigen markers. The linking procedure involves a multiplex molecular amplification
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procedure capable of linking nucleotide sequences of interest in connection with the amplification, in particular polymerase chain
reaction (multiplex PCR). The method is particularly advantageous for the generation of cognate pair libraries as well as combina-
toria libraries of variable region encoding sequences from immunoglobulins. The invention also relates to methods for generation
of chimeric human/non-human antibodies and expression libraries generated by such methods.
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This International Searching Authority found nultiple (groups of)
inventions in this international application, as follows:

1. claim: 1-42, (59-68) partially

A nethod for producing a library of cognate pairs conprising
I inked variable region encoding sequences, said nethod
conprising: a) providing a |ynphocyte-conprising cell
fraction from the donor; b) obtaining a population of
isolated single cells, conprising distributing cells from
said cell fraction individually into a plurality of vessels,
wherein at |east a subpopulation of the cells express CD43
and CD138 antigen; and c) anplifying and effecting |inkage
of the variable region encoding sequences contained in said
popul ation of isolated single cells by amplifying, in a

nmul ti pl ex molecular anplification procedure, nucleotide
sequences of interest using a tenplate derived from an
isolated single cell, or a population of isogenic cells; and
effecting |inkage of the nucleotide sequences of interest
amplified, a library of vectors encoding chinmeric antibodies
each antibody nember consisting of a non-human

i mmunogl obulin variable region encoding sequences, and human
i mmunogl obulin heavy and light chain constant regions or
fragments thereof, wherein said vectors are obtained by said
net hod above.

1.1. clainms: 1-42, (59-68) partially

Idem as subject 1, but limted to: wherein at least a
subpopul ation of the cells express B220 and MHCI| anti gen;

2. claims: 43-58, (59-68) parti ally -
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FURTHER INFORMATION CONTINUED FROM  pcTisa/ 210

A method for generating a vector encoding a chineric

anti body with human constant regions and non-hunman variable
regions, said nethod conprsing: a) providing a

| ynphocyte-conprising cell fraction froma non-human aninal;
b) obtaining a population of isolated single cells,
conprising distributing cells from said cell fraction
individually into a plurality of vessels; c) anplifying and

effecting linkage of the variable region encoding nucleic
acids contained in said population of isolated single cells
by anplifying, in a multiplex nolecular anplification
procedure, said nucleic acids using a tenplate derived from
an isolated single cell, or a population of isogenic cells;
and effecting linkage of the amplified nucleic acids
encoding variable regions of heavy and light chains; d)
effecting linkage of the anplified variable regions to human

constant regions; and e) inserting the obtained nucleic acid
into a vector; a library of vectors encoding chineric

anti bodi es each anti body nenber consisting of a non-human

i mmunogl obulin variable region encodi ng sequences, and hunman
i mmunogl obulin heavy and light chain constant regions or
fragnents thereof, wherein said vectors are obtained by said
net hod above.
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