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According to a first aspect, there is provided a method for producing at least 

two different Ig-like molecules from a single host cell, wherein each of said two 

Ig-like molecules comprises two CH3 domains that are capable of forming an 

interface, said method comprising providing in said cell 

a. A first nucleic acid molecule encoding a 1st CH3 domain-

comprising polypeptide chain, 

b. A second nucleic acid molecule encoding a 2nd CH3 domain-

comprising polypeptide chain, 

c. A third nucleic acid molecule encoding a 3rd CH3 domain-

comprising polypeptide chain, and 

d. A fourth nucleic acid molecule encoding a 4th CH3 domain-

comprising polypeptide chain, 

wherein said first CH3 domain-comprising polypeptide chain comprises a lysine (K) 

residue at amino acid position 366 and wherein said second CH3 domain-comprising 

polypeptide chain comprises an aspartic acid (D) residue at amino acid 351ftfr4e«64-

t-wo-f)f acid preferential-

aad^^-GHg-d^nain comprising-p^lypeptMes, said method further comprising 

the step of culturing said host cell and allowing for expression of said at least 

four nucleic acid molecules and harvesting said at least two different Ig-like 

molecules from the culture. 

According to a second aspect, there is provided a mixture of at least two 

different Ig-like molecules obtainable by the method as defined herein. 

According to a third aspect, there is provided a recombinant host cell 

comprising nucleic acid sequences encoding at least a first, a second, a third 

and a fourth CHS- domain-comprising polypeptide chain, wherein 

e^aM-^attelete-aeM^e^acnces-arge provided-with 

e^said first a-nd-tne<*m-d-CH3-_domain-comprising polypeptides chain comprises a 

lysine (K) residue at amino acid position 366 and wherein said second aaJ-eaidr-fegdr 

aad-fe«rtfe-CH3-_domain-comprising polypeptide* chain comprises an aspartic 

acid CD) residue at amino acid 351. 

According to a fourth aspect, there is provided a pharmaceutical composition 

comprising the at least two different Ig-like molecules as defined herein, and a 

pharmaceutically acceptable carrier. 
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According to a fifth aspect, there is provided a method for making a host cell 

for production of at least two different Ig-like molecules, the method 

comprising the step of introducing into said host cell nucleic acid sequences 

encoding at least a first, a second, a third and a fourth CH3-_domain-

comprising polypeptide chain, wherein e4-4efH4r4wo ncid-

seq«eneee-effe-^¥eyided with moa-BB-fef-^¥efe¥eB.tial p a ir rog-ef-s aid first and-

*eeoml CH3- domain-comprising polypeptides chain comprises a lysine (R) residue 

at amino acid position 366 and wherein said second a^r-eaidr#igdr^B^r^mrfeb-CH3-

domain-comprising polypeptides chain comprises an aspartic acid (D) residue at 

amino acid 351. and wherein said nucleic acid sequences are introduced 

consecutively or concomitantly. 

According to a sixth aspect, there is provided a culture of recombinant host 

cells as defined herein, or of recombinant host cells obtained by the method as 

defined herein, producing at least two different Ig-like molecules. 
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Claims 

1. A method for producing at least two different Ig-like molecules from a single host 

cell, wherein each of said two Ig-like molecules comprises two CH3 domains that are 

5 capable of forming an interface, said method comprising providing in said cell 

a. A first nucleic acid molecule encoding a 1st CH3 domain-comprising polypeptide 

chain, 

b. A second nucleic acid molecule encoding a 2nd CH3 domain-comprising polypeptide 

chain, 

10 c. A third nucleic acid molecule encoding a 3rd CH3 domain-comprising polypeptide 

chain, and 

d. A fourth nucleic acid molecule encoding a 4th CH3 domain-comprising polypeptide 

chain, 

wherein-at least twe-ef-saM-roeleic-acid m^lee«le&-afe^«mded with meaeS'-fogprcfe^eefabl 

15 domaie-^empri6m-g-pol5rpoptidee-aB4-6€tid-^-aadr4tb-€S&-

said first CH3 domain-comprising polypeptide chain 

comprises a lysine (K) residue at amino acid position 366 and wherein said second CHS 

domain-comprising polypeptide chain comprises an aspartic acid (D) residue at amino acid 

351. said method further comprising the step of culturing said host cell and allowing for 

20 expression of said at least four nucleic acid molecules and harvesting said at least two 

different Ig-like molecules from the culture. 

2. The method of claim 1, further comprising providing said host cell with a nucleic 

acid molecule encoding a common light chain. 

25 

comprising polyp optid<^efeaiB-eeB3p4ses-the-aH*Hra-a3M-««betj£a&einU3-§jj^ 

30 43. The method of claim M, wherein said first CH3_-domain-comprising polypeptide 

chain further comprises^he-^ftiB^-a^M-^bsfefetttiej^LSMK a lysine (K) residue at amino 

acid position 351. 
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64. The method of claim 1 or 8-C-HP -4, wherein said second CH3_-domain-comprising 

polypeptide chain further comprises-an amine aeM-sttbstitetion seleeted from-the-g¥e«p 

eeasisti&e-ef^yMftE, Y349D a glutamic acid (E) residue or an aspartic acid (D) 

residue at amino acid position 349. and/or a glutamic acid (E) residue at amino acid position 

5 368. 

65. The method of claim M, wherein said second CFT3 domain: comprising polypeptide 

chain further comprises4h^-«BAtM)-9^y-su¥sfeitetion L368E- a glutamic acid CE) residue at 

amino acid position 368. 

10 

+6. The method of any one of claims 1 -65, wherein said third CH 3 -dom a in-comp rising 

polypeptide chain comprises-Ac amiae-ae-id a lysine (K) 

residue at amino acid position 356 and a lysine (K) residue at amino acid position 399. and 

said fourth CHS-domain-eeffl^risifig-pelypeptide-efcmiHXMBfmfes-tiie-^Bjse-Aeid: 

15 e«:b6tittttiea6-K392D-£HadLK4Q0P comprises an aspartic acid (13) residue at amino acid 

position. 392 and an aspartic acid (D) residue at amino acid position 409. 

87. The method of any one of claims 1-76, wherein each of the CH3_-domain;comp rising 

polypeptide chains further comprises a variable region recognizing a target epitope. 

20 

#8. The method of claim 87, wherein each of the 4 variable regions of the 4 CH3_-

domam;comprising polypeptide chains recognizes different target epitopes. 

409. The method of claim 87, wherein the variable regions of the 1st and the 2nd CH3_-

25 domain^comprising polypeptide chains recognize different target epitopes, whereas the 

variable regions of the 3rd and the 4th CH3 -domain: comprising polypeptide chains recognize 

the same target epitopes. 

4410. The method of claim 44Mt wherein the target epitope recognized by the variable 

30 regions of the 3rd and 4th CH3 domain-comprising polypeptide chain is the same as the 

target epitope recognized by the variable region of the 1st or the 2nd CH3_-domain: 

comprising polypeptide chain. 
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1311. The method of claim 4©-9wherein the target epitope recognized by the variable 

regions of the 3rd and 4th CH3 domain-comprising polypeptide chain is different from the 

target epitope recognized by the variable region of the 1st or the 2nd CH3_-domain-

5 comprising polypeptide chain. 
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•1312. The method of claim 87, wherein the variable regions of the 1st and the 2nd CH3_-

domain-comprising polypeptide chains recognize the same target epitope, whereas the 

variable regions of the 3rd and the 4th CH3j-domain-comp rising polypeptide chains recognize 

a second target epitope which differs from the target epitope recognized by said 1st and 2nd 

5 variable regions. 

4413. The method of any one of claims §7-43-12 wherein the target epitopes are located on 

the same target molecule. 

10 4-514. The method of claim 4443 wherein the target molecule is a soluble molecule. 

4415. The method of claim 44-13 wherein the target molecule is a membrane-bound 

molecule. 

15 4-710. The method of any one of claims §7-43-12 wherein the target epitopes are located on 

different target molecules. 

48_17. The method of claim 471.6. wherein the different target molecules are expressed on 

the same cells. 

20 

4918. The method of claim 4716. wherein the different target molecules are expressed on 

different cells. 

2919. The method of claim 4-716. wherein the different target molecules are soluble 

25 molecules. 

3420. The method of claim 4716. wherein one target molecule is a soluble molecule 

whereas the second target molecule is a membrane bound molecule. 

30 2-221. The method according to any one of claims 1-2420. wherein said at least two 

different Ig-like molecules are antibodies. 
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3322. The method of claim 1, wherein 

least two of said nucleic acid molecules are provided with engineered complementary knob-

into-hole mutations, disulfide bridges, charge mutations or combinations thereof. 

5 3423. The method of claim 3322, wherein said i»eaHB-feiHMiefefe«4iajr-&ftH4affchar£e 

mutations are selected from Table B. 

The method of said nucleic a^yHambeutes-aje-pisevy^d-^4th 

meass-for proforc]rtktj7^€tH?Hi^-efeaM4^-Bd"2a^-€H3-deffia4Br6eiHpri8ittg^elypeptide6-£tad: 

10 saM-3r^-^Bd-4th4Sj3-4emam-ee«^»6m^^4ypeptMes, wkefeis-eai4-ffieaft6-fer profegea&al 

piH™^ef^eid-46t-asd-3#d45H3-46iwria-e6fflprisiB^elypep*ide6-a#e-diS3#eefr-&6Ht-tia66e 

pair-mg of CHS domal«-^amprioinf; polyfM^pt-kk^r 

3€24. The method of any one of claims 87-4312, 4516-44H8 or 3420, wherein at least one of 

15 said target epitopes is located on a tumor cell. 

3525. The method of any one of claims §7-4312, 4516-49-18 or 3420. wherein at least one of 

said target epitopes is located on an effector cell. 

20 3326. The method of claim 3525, wherein said effector cell is an NK cell, a T cell, a B cell, a 

monocyte, a macrophage, a dendritic cell or a neutrophilic granulocyte. 

3#27. The method of claims 35-25 or 3326. wherein said target epitope is located on a C D3. 

CD 16, CD25, CD28, CD64, CD89, NKG2D or a NKp46 molecule. 

25 

3028. A mixture of at least two different Ig-like molecules obtainable by the methods 

according to any one of claims 1-3027. 

30 
3429. A mixture according to claim 3028. wherein said at least two different Ig-like 

molecules bind to different epitopes on the same antigen and/or to different epitopes on 

different antigens. 
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3330. A mixture according to claim 30-28 or 31-29. wherein said at least two different Ig-

like molecules comprises at least one heterodimeric Ig-like molecule. 

3331. A mixture according to any one of claims 28-30-32, wherein two of said at least two 

5 different Ig-like molecules are heterodimeric Ig-like molecules. 

3432. A recombinant host cell comprising nucleic acid sequences encoding at least a first, a 

second, a third and a fourth C.H3_-domain;comprising polypeptide chain, wherein at least 

twe-ef-ea-id' nucleic acid sequences arc provicte4^ith-ffleaj3B-^i!^efefeetMl-paijmg of said 

10 fest-ftBd-seeendsaid first CH3 -domain:comprising polypeptides and p.aid-4rbit4 and fot«4h 

chain comprises a lysine (K) residue at amino acid position 366 and wherein said second 

CH3_-domain1comprising polypeptides chain comprises an aspartic acid (D) residue at 

amino acid 351. 

15 3533. A recombinant host cell according to claim 3432, wherein said host cell further 

comprises a nucleic acid sequence encoding a common light chain. 

3684. A pharmaceutical composition comprising the at least two different Ig-like molecules 

of any one of claims 3028-3331. and a pharmaceutically acceptable carrier. 

20 

3?35. A pharmaceutical composition according to claim 3#84. wherein said at least two 

different Ig-like molecules have been produced by recombinant host cells according to 

claims 34-32 or 3533. 

25 3336. A method for making a host cell for production of at least two different Ig-like 

molecules, the method comprising the step of introducing into said host cell nucleic acid 

sequences encoding at least a first, a second, a third and a fourth CH3_-domain;Comprising 

polypeptide chain, wherein a£4earst two of said-Btteleie-aeid-eeqaences •age-p^evidcd' with 

m^a^s4eiH»efe¥efffe«yH9amH^#sajd-fest-aa4-eeeeflrdsaid first CH3_-domain-comprising 

30 polypeptides chain comprises a lysine (K) residue at amino acid position 366 and wherein 

said second aad-saM third and-Attrth-CH3 -domain-comprising polypeptides chain 

comprises an aspartic acid (D) residue at amino acid 351. and wherein said nucleic acid 

sequences are introduced consecutively or concomitantly. 
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3S37. A method according to claim §836, further comprising the step of introducing into 

said host cell a nucleic acid sequence encoding a common light chain. 

5 
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4038. A culture of recombinant host cells of claims £4-32 or &&33, or of recombinant host 

cells obtained by the method according to claims 48-36 or 4837, producing at least two 

different Ig-like molecules. 


