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Chromosomes

©

Normal T or B cell Cancerous T or B cell
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of normal cancer cell
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Random chromosomal loss

2
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Hybridoma
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Culbure condikions musk
lead ko Param&at cell deakh
and kjbridoma prowfera&on
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HAT selection
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Molecular basis of
hvbridoma seleckion in HAT
med ilum

De novo pathway Aminopterin

Simple sugars *Nucleotides B cells™ Hybrid cells myeloma cell
HGPRT* HGPRT* HGPRT-

De novo pathway is bloked in all cells

Salvage pathway

HGPRT
Hypoxanthine essss====) Guanine * myalggaR_??”S

02_ACBB_WB_2019.key - 5 October 2018



Alkernakive mubank mvetoicﬂ cells

Genotype:* TK - TK+/TK - TK +

Cell type: ' '

HAT fate: DIES SURVIVES DIES

Explanation: Unable to synthesize Immortal and restored Mortal:
DNA: DNA synthesis:
(1) Thymidine kinase* (1) Immortality from (1) Functional DNA syn-
mutation causes a loss- plasmacytoma and thesis, but
of-function in the “sal- (2) rescued ability to (2) eventually dies
vage” pathway and synthesize DNA due to because of limited
(2) Aminopterin blocks restored thymidine number of replication
“De novo” pathway. kinase* function. cycles

*HGPRT (hypoxanthine-guanine phosphoribosyltransferase) mutants can be used in place of TK (thymidine kinase) mutants
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Monoclonal an&ibodv production fLowchart

/ e spleen cells
No needs for X o

antigen purification
Select and grow
hybrid cells only.

(*]
Qequires m:jei.o na o

cell culture cells cells and allow
myeloma line them to proliferate

83, —_ %

into clones

CQLL S (hybridomas).

HAT seleckion A

desired
antibody.

R

Screen for the ...
desired clones l

Chosen hybridoma is then grown to
produce large batches of desired mAB.
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Western Blotting

also called immunoblobting




Scientific questions:

o Protein Molecular Weight?
o Expression level?

s Activation or Modification state?
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