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FIG. 3

Dimerization .
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FIG. 4

Bivalent secretory IgA.
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FIG. 5

Multivalent IgM like
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FIG. 10
LCR
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FIG. 21

ELISA of single chain IgM and lgG antibod
positive hybridoma
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FIG. 22

Generation of the diabody expression plasmid

Plasmid Bl d
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BN

Expression plasmid
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Expression of HClgm in CHO cells ~

. oHSP70 agag
VIActin]TOvVHH DJ [CH2 CH3h]] VHH2 [

Expression plasmid

1

superfect into CHO cells
and select expressing cells
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‘: I
.
;

Test individual clones by ELISA

Western blots

v FIG. 23

Western blots of clone 1
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FIG. 24

Characterisation of the diabody

gel electrophoresis and Western blot analysis
1 2 3 4 5 6

HSP70 70 kD |
Gag 65 kD ,&'w e
Diabody 85kD |.°¢ - -
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FIG. 25

Generation of heavy chain only IgA
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immunize with antigens
generate hybridomas generate phage display libraries
optional

clone antibodies in expression plasmids isolate individual clones

N /

engineer by recominant DNA

technology bispecific bivalent
antibodies as shown in figures
above, e.g. i

Effector
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FIG. 26

Generation of multivalent [gM only antibodies

HS3 HS12 HS4
Not 1 Not|

L_l | [-;rt ‘ Li ll_] | lgM only locus
VH(1-n) D(n) J(1n) A ”ACH\’LCR
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CH2 CH3 CH4 M1M2

l

generate transgenic mice in mice with a defective heavy chain locus (e.g. pMT)

immunize with antigens

PN

generate hybridomas generaie phage display libraries
clone antibodies in plasmids \isolateinc}lividual clones
co-express different specificity JgM , engineer by recominant DNA
2.g. different VH sol technology bi specific bivalent

antibodies as shown In figures
ahove, e.g.




