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Patent Claims
An expression vector comprising
- an antibody light chain expression cassette,
- an antibody heavy chain expression cassette, and
- aselection marker expression cassette,
wherein the expression cassettes are arranged unidirectional,

wherein the expression cassettes are arranged in the 5° to 3’ sequence of
antibody heavy chain expression cassette, antibody light chain expression

cassette and selection marker expression cassette, and

wherein all three expression cassettes comprise the human elongation factor

1 alpha promoter.

The expression vector according to claim 1, characterized in that the

expression cassettes do not comprise a terminator sequence.

o e -~ Yy o 3 sl 3 why e o k‘ Y BT hat-the

B Y S x 1y 13 % T L 2 8 1 § by e T Aty

Senm £ L R Y e dhaven g FRX AN mas & TaWay IR I RO E ;
WX LAV Sl | Lx X ¥ 2275 Sy SEVRVAE S ¥ 83 S e ¢ N SR LAY ¥




10

15

20

25

&3,

| s7.

8.

-60 -

The expression vector according to claim 1, characterized in that one, two, or
three expression cassettes comprise the bovine growth hormone polyA signal

sequence.

The expression vector according to claim 1 or 43, characterized in that the
antibody light chain expression cassette and/or the antibody heavy chain
expression cassette and/or the selection marker expression cassette comprise
independently of each other the bovine growth hormone polyA signal

sequence.

The expression vector according to any one of claims 1, 4-3 or 54,
characterized in that the antibody light chain expression cassette and/or the
antibody heavy chain expression cassette and/or the selection marker
expression cassette comprise independently of each other a polyA signal
sequence selected from the bovine growth hormone polyA signal sequence

and the SV40 polyA signal sequence.,

The expression vector according to any one of claims 1 and 4-3 to 65,
characterized in that one, two, or all three expression cassettes comprise the

human gastrin terminator sequence after the polyA signal sequence.

The expression vector according to any one of claims 1 and 4-3 to 76,
characterized in that the antibody light chain expression cassette and/or the
antibody heavy chain expression cassette and/or the selection marker
expression cassette comprise independently of each other the human gastrin

terminator sequence after the polyA signal sequence.

The expression vector according to any one of claims 1 and 4-3 to %7,

characterized in that the antibody light chain expression cassette and/or the
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antibody heavy chain expression cassette and/or the selection marker expression
cassette comprise independently of each other in 5° to 3’ direction the bovine

growth hormone polyA signal sequence and the human gastrin terminator sequence.

+09. The expression vector according to any one of claims 1 to 98, characterized
in that the promoter of one, two, or all three expression cassettes comprises

an Intron A.

44+10. The expression vector according to any one of claims 1 to 3-2 and 7-6 to 87,
characterized in that one, two, or all three expression cassettes comprise the

SV40 polyA signal sequence.

4+211.The expression vector according to any one of claims 1 to 4410,
characterized in that the nucleic acid encoding the antibody light chain and/or
the nucleic acid encoding the antibody heavy chain comprises at least one

intron.

4312.The expression vector according to any one of claims 1 to 1211,
characterized in that the nucleic acid encoding the antibody light chain and/or

the nucleic acid encoding the antibody heavy chain is cDNA.

1+413.Use of an expression vector according to any one of claims 1 to 43-12 for the

recombinant production of an antibody.

1514.Use of an expression vector according to any one of claims 1 to 13-12 for the

generation of a stable cell line.

1+615.Use of an expression vector according to any one of claims 1 to 43-12 for the

generation of a production cell line.

4+716.Use of an expression vector according to any one of claims 1 to 43-12
comprising at least one expression cassette comprising a human elongation

factor 1 alpha promoter for the generation of a stable cell line.

1+817.Use of an expression vector according to any one of claims 1 to 43-12
comprising at least one expression cassette comprising a human elongation

factor 1 alpha promoter for the generation of a production cell line.
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1918. Use of an expression vector according to any one of claims 1 to 43-12
comprising at least one expression cassette comprising a human elongation factor 1

alpha promoter for the recombinant production of an antibody.
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2619. A method for the production of an antibody comprising the following steps:

- cultivating a eukaryotic cell that has been transfected with an

expression vector according to any one of claims 1 to 1312, and

- recovering the antibody from the cell or the cultivation medium.
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' 2420.The expression vector according to any one of claims 1 to 4312,

characterized in that the expression vector is encoding a bispecific antibody.

| 2221.The expression vector according to claim 2420, characterized in that the

bispecific antibody has a first binding specificity or binding site that

specifically binds to a first antigen or a first epitope on a first antigen and the

bispecific antibody has a second binding specificity or binding site that

specifically binds to a second antigen or second epitope on a second antigen.

2322.The expression vector according to any one of claims 1 to +3-12 and 2420 to

22721, characterized in that the expression vector comprises either

1

or

a first expression cassette comprising in 5° to 3’ direction a promoter, a
nucleic acid encoding a first antibody light chain, a polyA signal
sequence, and optionally a terminator sequence,

a second expression cassette comprising in 5° to 3’ direction a promoter,
a nucleic acid encoding a second antibody light chain, a polyA signal
sequence, and optionally a terminator sequence,

a third expression cassette comprising in 5° to 3’ direction a promoter, a
nucleic acid encoding a first antibody heavy chain, a polyA signal
sequence, and optionally a terminator sequence,

a fourth expression cassette comprising in 5° to 3’ direction a promoter,
a nucleic acid encoding a second antibody heavy chain, a polyA signal

sequence, and optionally a terminator sequence,

a first expression cassette comprising in 5° to 3” direction a promoter, a
nucleic acid encoding an antibody light chain, a polyA signal sequence,

and optionally a terminator sequence,
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- asecond expression cassette comprising in 5’ to 3” direction a promoter,
a nucleic acid encoding a first antibody heavy chain, a polyA signal

sequence, and optionally a terminator sequence, and

- a third expression cassette comprising in 5’ to 3” direction a promoter, a
nucleic acid encoding a second antibody heavy chain, a polyA signal

sequence, and optionally a terminator sequence,

whereby the antibody light chain is a common light chain for both antibody
heavy chains.

2423.The expression vector according to any one of claims 1 to 43-12 and 23-20 to

2322, characterized in that the expression vector comprises

an antibody light chain expression cassette,

- a first antibody heavy chain expression cassette,

a second antibody heavy chain expression cassette, and
- a selection marker expression cassette,

wherein at least one of the antibody heavy chain expression cassettes and the
antibody light chain expression cassette and the selection marker expression

cassette are arranged unidirectional, and

wherein the unidirectional expression cassettes are arranged in the 5° to 3’
sequence of antibody heavy chain expression cassette, antibody light chain

expression cassette and selection marker expression cassette.

2524.The expression vector according to any one of claims 1 to 43-12 and 2320 to

2322, characterized in that the expression vector comprises

a first antibody light chain expression cassette,

- a second antibody light chain expression cassette,

- a first antibody heavy chain expression cassette,

- a second antibody heavy chain expression cassette, and

- a selection marker expression cassette,
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wherein one of the antibody heavy chain expression cassettes and one of the
antibody light chain expression cassette and the selection marker expression

cassette are arranged unidirectional, and

wherein the unidirectional expression cassettes are arranged in the 5° to 3’
sequence of antibody heavy chain expression cassette, antibody light chain

expression cassette and selection marker expression cassette.

‘ 2625.The expression vector according to any one of claims 21-20 to 2524,
characterized in that one of the antibody heavy chain expression cassettes

encodes an antibody heavy chain comprising a hole mutation.

! 2726.The expression vector according to any one of claims 21-20 to 2625,
characterized in that one of the antibody heavy chain expression cassettes

encodes an antibody heavy chain comprising a knob mutation.

l 2827.The expression vector according to any one of claims 21-20 to 2726,
characterized in that one of the antibody light chain expression cassettes
encodes an antibody light chain variant comprising an antibody light chain
variable domain and an antibody heavy chain CH1 domain as constant
domain and/or one of the antibody light chain expression cassettes encodes
an antibody light chain comprising an antibody light chain variable domain

and an antibody light chain CL domain as constant domain.

2928.The expfession vector according to any one of claims 21-20 to 2827,
characterized in that one of the antibody heavy chain expression cassettes
encodes an antibody heavy chain variant comprising as first constant domain
an antibody light chain constant domain (CL), and/or one of the antibody
heavy chain expression cassettes encodes an antibody heavy chain

comprising as first constant domain an antibody heavy chain CH1 domain.



