Figura 1

QDGNEEMGGITQTPYKVSISGTTVILTCPQYPGSEILWQHNDKNIGGDEDDKNIGSDEDHLSLKEFSELEQSGYYVCYPRG
SKPEDANFYLYLRARVDDGSADDAKKDAAKKDDAKKDDAKKDGSQSIKGNHLVKVYDYQEDGSVLLTCDAEAKNITWFKD

GKMIGFLTEDKKKWNLGSNAKDPRGMYCKGSQNKSKPLQVYYRM (N.° ID de Sec.: 282)
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Figura 3A
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Figura 3B
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Figura 3C
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Cadena liviana, Kappa: Anticuerpo de ratoén alineado con 72H6

Figura 4A

Numeracion Kabat
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Figura 4B
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DIVLTQSPSSLAVSAGEKVTMSCKSSQSLLNSRTRKNYLAWYQQKPGQSPKLLIYWAS
TRESGVPDRFTGSGSGTDFTLTISSVQAEDLAVYYCKQSYILRTFGGGTKLEIK (N.© de ID de
Sec.: 227)

GIVMTQSPSSLAVSAGEKVTMSCKSSQSLLNSRTRKNYLAWYQQKPGQSPKLLIYWA
STRESGVPDRFTGSGSGTDFTLTISSVQAEDLAVYYCKQSYILRTFGGGTKLEIK (N.° de ID de
Sec.: 243)

EIVLSQSPSSLAVSAGEKVTMSCKSSQSLLNSRTRKNYLAWYQQKPGQSPKLLIYWAS
TRESGVPDRFTGSGSGTDFTLTISSVQAEDLAVYYCKQSYTLRTFGGGTKLEIK (N.© de ID de
Sec.: 241)

NIVMTQSPSSLAVSAGEKVTMSCKSSQSLLSGRTRKNYLAWYQQKPGQSPKLLIYWA
STRESGVPDRFTGSGSGTDFTLTISSVQAEDLAVYYCKQSYYLLTFGAGTKLELK (N.° de ID de
Sec.: 231)

QAVVTQESALTTSPGGTVILTCRSSTGAVTTSNYANWVQEKPDHLFTGLIGGTSNRAPG
VPVRFSGSLIGDKAALTITGAQTEDDAMYFCALWYSTHFVFGGGTKVTV
(N.© de ID de Sec.: 221)

QAVVTQESALTTSPGGTVILTCRSSTGAVTTSNYANWVQEKPDHLFTGLIGGTSNRAPG
VPVRFSGSLIGDKAALTITGAQTEDDAMYFCALWYSTHFVFGGGTKVTV
(N.° de ID de Sec.: 245)



Figura 4C
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EVQLQQSGPELVKPGASVRISCKASGYTFTSYYIHWMKQRPGQGLEWIGWIYPGNVNT
KYNEKFKGKATLTADNSSSTANMQLSSLTSEDSAVYFCARNHDYYFDYWGQGTTLTVSS (N.© de
ID de Sec.: 226)

EVQLQQSGPELVKPGASVRISCKASGYTFTSYYIHWMKQRPGQGLEWIGWIYPGNVNT
KYNEKFKGKATLTADNSSSTANMQLSSLTSEDSAVYFCARNHDYYFDYWGQGTTLTVSS (N.© de
ID de Sec.: 242)

EVQLQQSGPELVKPGASVKISCKASGYSFTSYYIHWVKQRPGQGLEWIGWIFPGSDNT
KYNEKFKGKATLTADTSSSTAYMQLSSLTSEDSAVYFCARNGNYAMDYWGQGTSVTVS S (N.© de
ID de Sec.: 240)

QVQLKESGPGLVAPSQSLSITCTVSGFSLTNYAIHWVRQPPGKGLDWLGVIWAGGNTK
YNSALMSRLSFSKDNSKSQVFLEINSLQTDDTAMYYCAREDSSGYVALDYWGQGTSVT VSS (N.°
de ID de Sec.: 230)

QIQLVQSGPELKKPGETVKISCKASGYTFTNYGMNWVKQAPGKGLKWMGWINTNTGK
PTYAEEFKGRFVFSLETSASTTYLQINNLKNEDTATYFCARRGDYRYAWFLYWGQGTLVT VSA (N.©
de ID de Sec.: 220)

QIQLVQSGPELKKPGETVKISCKASGYTFTNYGMNWVKQAPGKGLKWMGWINTNTGK
PTYAEDFKGRFAFSLETSASTAYLQINNLKNEDTATYFCARRGDYRYAWFTYWGQGTLVT VSA
(N.% de ID de Sec.: 244)



Figura 5A
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DWMTQTPSSLAVSTGEKVTMTCKSSQSLLNIRTRKNCLAWY QQKPGQSPKLLIFWASTRYSGVPDRFTGSGSGTDFTLTIRSVQPEDLAV
YYCTQSYTLRTFGGGTKLEIK (N.© de ID de Sec.: 247)

DIVMTQSPSSLAVSAGEKVTMSCKSSQSLLNSRTRKNYLAWYQQKPGQSPKLLIYWASTRESGVPDRFTGSGSGTDFTLTISSVQTEDLAV
YYCCQSFILRTFGGGTKLEIK (N.° de ID de Sec.: 249)

DIVMTQSPSSLAVSAGEKVTMTCKSSQSLLNSRTRKNYLAWYQQKPGQSPKLLIYWASTRESGVPDRFTGSGSGTDFTLTISSVQAEDLAV
YYCKQSFILRTFGGGTKLELK (N.° de ID de Sec.: 251)

DIVMTQSPSSLAVSVGEKVTMSCKSSQSLLNSRTRKNYLAWYQQKPGQSPKLLIYWASTRESGVPVRFTGSGSGTDFTLTISSVQAEDLAV
YYCTQSFILRTFGGGTKLEIK (N.° de ID de Sec.: 253)

DIVMTQSPSFLAVSAGEKVTMSCKSSQSLLNSRTRKNYLAWYQQRPGQSPKLLIYWTSTRKSGVPDRFTGSGSGTDFTLTISSVQAEDLAL
YYCKQSFILRTFGGGTKLEIK (N.© de ID de Sec.: 286)

DIVMTQSPSSLAVSAGEKVTMTCKSSQSLLNSRTRKNYLAWYQQKPGQSPKLLIYWASTRESGVPDRFTGSGSGTDFTLTISSVQAEDLAV
YYCKQSFILRTFGGGTKLEIK (N.© de ID de Sec.: 255)

DIVMTQSPSSLAVSAGEKVTMSCKSSQSLLNSRTRKNYLAWY QQKPGQSPKLLIFWASTRESGVPDRFTGSGSGTDFTLTISSVQAEDLAV
YYCKQSFILRTFGGGTKLELK (N.° de ID de Sec.: 257)

DIVLTQSPSSLAVSAGEKVTMSCKSSQSLLNSRTRKNYLTWYQQKPGQSPKLLIYWASTRDSGVPDRFSGSGSGTDFTLTISSVQAEDLAV
YYCTQSYTLRTFGGGTKLEIK (N.© de ID de Sec.: 292)

DIVMTQSPSSLAVSAGEKVTMSCKSSQSLLNSRTRKNYLAWY QQKPGQSPKLLIYWASTRESGVPDRFTGSGSGTDFTLTISSVQTEDLAV
YYCCQSFILRTFGGGTKLEIK (N.© de ID de Sec.: 259)

DIVMTQSPSSLAVSAGEMVTLHCKSSQSLLNIRTRKNYLAWYLQKPGQSPRLLIYWASTRASGVPDRFTGSGSGTDFTLTISSVQPEDLAV
YYCTQSFILRTFGGGTKLELK (N.° de ID de Sec.: 261)

DIVMTQSPSSLAVSAGEKVTMSCKSSQSLLNSRTRKNYLAWYQQKPGLSPKLLIYWASTRESGVPERFTGSGSGTDFTLTISSVQTEDLAV
YYCTQSFILRTFGGGTRLEIK (N.¢ de ID de Sec.: 263)



Figura 5B
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EVQLQQSGPELVKPGTSVKISCKASGFSFTNYYIHWMKQRPGQGLEWIGWIYPGSDNTKFNDKFKGKATLTADTSSTTAYMQLSSL
TSEDSAVYYCARDSITNYYFDYWGQGTTLTVSS (N.© de ID de Sec.: 246)

QVQLQQSGSELVRPGASLKLSCKASGYTFTSYWMHWVRQRPGQGLEWIGNFYPGDLTVNYDEKFKNKVTLAVDTSSSTAFLQLSSL
TSEDSAVYYCTRDAYSRYFFDYWGQGTTLTVSS (N.© de ID de Sec.: 248)

QVQLQQSGPELVKPGASVKISCKASGYSFTNYYMHWVKQRPGQGLEWIGWISPGSGSIKYNEKFKGKATLTADTSSSTAYMQLSSL
TSEDSAVYYCARDGYSLYFFDFWGQGTTLTVSS (N.© de ID de Sec.: 250)

QVQLQQSGPELVKPGTSVKISCKTSGYSFINYYTHWVKQRPGQGLEWIGWIYPGNGNIKYNEKFMGKATLTADTSSTTAHMHLSSL
VSEDSAVYYCARDSYGSYYFDYWGQGTTLTVSS (N.© de ID de Sec.: 252)

QVQLQQSGPELVKPGASVTISCTASGFTFTSYYIHWVRQRPGQGLEWIGWIYPENDNTKYNEKFKDKATLTADTSSSTAYMQLSSL
TSEDSAVYYCARDGYSRYYFDYWGQGTTLTVSS (N.© de ID de Sec.: 285)

QVQLQQSGPELVKPGTSVKISCKTSGYNFINYYTHWVKQRPGQGLEWIGWIYPGNGNIKYNEKFMGKATLTADTSSTTAHMHLSSL
VSEDSAVYYCARDSYGSYYFDYWGQGTTLTVSS (N.© de ID de Sec.: 254)

QVQLQQSGPELVKPGASLKISCKASGYSFANYYTHWVRQRPGQGLEWIGWLYPGNGDTRYNEKFKDKATLTADTSSNTASMQLNSL
TSEDSAVYYCTRDSYGNYFFDYWGQGTTLIVSS (N.© de ID de Sec.: 256)

QVQLQQSGPELVKPGTSVKMSCKASGYTFTNYYIHWVRQRPGQGLEWIGWIYPGDVSTKYNEKFKGKTTLTADKSSSTAYMLLSGL
TSEDSAIYFCARDGYSFYYFDYWGQGTTLTVSS (N.© de ID de Sec.: 291)

QVQLQQSGSELVRPGASLKLSCKASGYTFTSYWMHWVRQRPGQGLEWIGNSYPGDLNVNYDEKFKNKVTLAVDTSSSTAFLQLSSL
TSEDSAVYYCTRDAYSRYFFDYWGQGTTLTVSS (N.© de ID de Sec.: 258)

QVQLQQSGPEMVKPGASVTISCKTSGFTFTSYYIHWMMQRPGQGLEWIGWLYPGDVSTRYNEKFRDKATLTADKSSTTAYLYLSSL
TSEDSAVYFCARDSSASYYFDFWGQGTTLTVSS (N.© de ID de Sec.: 260)

QVQLQQPGSELVRPGASVTLSCTASGYSFTSYWMHWVKQRPGQGLEWVGNIYPGGEIINYAEKFKTKGTLTVDISSSTAYMHLSSL
TSDDSAVYYCTRDTTGNYFFDYWGQGTTLTVSS (N.© de ID de Sec.: 262)



Figura 6A
DIQMTQSPSSLAVSLGERATINCKSSQSVLYSSNNKNYLVWYQQKLGQPPKLLIYRASTR

ESGVPDRFSGSGSGTDFTLTISSLQAEDVAVYYCQQYYSVPWTFGQGTKVEIK (N.© de ID de Sec.: 235)

21A9
DMTQTPSSKSVPVGDTVTINCQASETVYSNNYLAWFQQKPGQPPKRLIYGVSTLDSGVP
PRFSGSGSGTQFTLTISDVVCDDAATYYCAGYKTSSSYAIAFGGGTELEIL
(N.% de ID de Sec.: 265)
Conl7
Figura 6B

21A9  EVQLVESGGGVVQPGGSLKLSCAASGFTFSGSAMHWVRQASEKGLEWVGRIRSRANSYA
TAYAASVKDRFTISRDNSKNTAYLQMNSLKTEDTAVYYCIRDTMVRGIDYWGQGTLVTVSS (N.© de ID de

Sec.: 234)

Con 17 QSVKESEGGLFKPTDTLTLTCTVSGCSLSSCAISWVRQAPGKGLEWIGFMSVTGSAYYAN
WAKSRSTITRNTNENTVTLKMTRLTAADTAIYFCARVGIGSGLNIWGQGTLVTVSS (N.© de ID de Sec.:

264)



Figura 7

Cadena liviana

Numeracion Kabat

ID de Sec.
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N.°deID 247 14C7

de Sec. 249
N.° de ID

de Sec. 251
N.odep 253

de Sec. 2%
N.odeID 255

de Sec. 257
N.°deID 252

de Sec.
N.°deID =sg

de Sec.
N.° de ID g

12783
1EF12
27H5-1
3EE4
3987
40D2
40GS5

TOBT
9542
118G9

40G5¢ (consensus sequenca)
SEQ 1D NO: 187

DyvMTQTPESLAVS TSERVIMTCKSSQSLLNIRTRKNGLAWY QQKPGQSPKLL I FANASTRYSGVPDRFTGSG, . SGTOFTLTIREVQPEDLAVYYCTQSYTLRTIFGGGTKLELK
DIVMTQSPESSLAVSAGEKVTMSCKSSOSLLNSRTREKNY LAWY QOKPGOSPKLLI YNASTRESGVPDRFTGSG, . SGTDFTLTISSYQTEDLAVYYCEDQSFILRTFGGGTKLEILK
DIVMTQSPSSLAVSAGEKVTMTCKSSOSLLNSRTRENY LAWY QQKPGOSPKLL I YWASTRESGVPDRFTGSG, . SGTDOFTLTISSVOAEDLAVYYCKISFILRTFGGGTKLE LK
DIVMTOEPSSLAVSYSEKVYTMSCKSSQSLLNSRTRENY LAWY QOKPGOSPKLLI YNASTRESGVPNRFTGSG. . SGTOFTLTISSVOAEDLAVYYCTQSFILRTFGGGTKLELK
DIVMTQSPS FLAVSAGEKVTMSCKSSOQSLLNSRTRKNY LAWY QQRPGQSPKLLI YN TSTRKSGYPDRFTGSG. . SGTDFTLTISSVOAEDLAIYYCKISFILRTFGGGTKLEILK
DIVMTQSPSSLAVSAGEKVTIMTCKSSOSLLNSRTRENY LAWY QOKPGOSPKLL I YNASTRESGVPDRFTGSG. . SGTOFTLTISSVOAEDLAVYYCKDSFILRTFGGGTKLELK
DIVMTOSPSSLAVSAGEKYTMSCKSSQSLLNSRTREKNY LAWY QQKPGOSPKLLIFNASTRESGYPDRFTGSG, . SGTDFTLTISSVOAEDLAVYYCKISFILRTFGGGTKLE/LK
DIVETQSPSSLAVSAGEKVTMSCKSSQSLLNSRTRENY LF#Y QOKPGQSPKLLI YWASTRBSGVPDRF8656G. . SGTDOFTLTISSVOAEDLAVYYCTQSWTLRTFGGGTKLELK

DIVMTQEFSSLAVSAGEKYTMSCKSSOQSLLNSRTRENY LAWY QQKPGQSPEKLLIYNASTRESGVPDRFTGSG. . SGTOFTLTISSVOQTEDLAVYYCEQSFILRTFGGGTKLELK
DIVMTQSF‘SSLAVSAGEMVTLHCKSSQSLLP"_I'RTRKN‘I‘LAWYLQKPGQSF‘ RLLIYAMASTRASGYVPORFTGSG., .SGTODFTLTISSVQPEDLAVYYCTOSFILRTFGGGTKLE LK
DIVMTQSPSSLAVSAGEKVYVTMSCKSSOSLLNSRTRENYLAWYQOQEKPG LSPEKLLIYNASTRESGVPERFTGSG. . SGTDOFTLTISSVOTEDLAVYYCTOQSFILRTFGGGTRLELK

DIVMTOSPSSLAVSAGEKYTMSCKSSQSLLNSRTRENY LAWY QOKPGOQSPEKLLIYMASTRESGVPDRFTGSG ., . SGTOFTLTISSVOQAEDLAYVYYCTOQSFILRTFGGGTKLEIK

Cadena pesada

Numeracion Kabat

. Kapat ~ HVR H1 Kabat - HVR H2 Kabat - HVR H3
ID de Sec.
v-W(')Q‘IﬂOI\»O'DﬂVNQ’Iﬂp'\CD)DHN"TV’ SONOHIMOTW O :ﬂxgzne-n-or\mo.:-axmﬁ' DODNNM*DO\(DJO?‘N%N% v'lﬁlD\CD?'D—‘C\'nQ‘B'O\ﬂ)OSBBS 5880383“ l"’)
AN NOSOA Attt et el A vt e YOI N OO D ummvmnmﬂm%vmﬂ9¢¥v$ sv;s"nmnmnmnmmmmooaoo \DO‘O\P«!\'\I\ :om:nmmcowcnm:acono-)ctn
NOodeIDde .24614C7 gVQLQQSGPELVKPGTSVKISCKAsersrruvnHv\ﬁmﬁmvpasomxprkFKGKATLTAoTss‘rTAYMQLssnSEDSAVYYCARDSanvFoncQGTTLTvss
Sec. 24812783 QVQLQQSGsELVR‘PGASLKLSCKASGYTFTS{w"HwVRQRPGQGLEN[G'NFYPGD‘LTVNYHEKFKuK'v‘I’L{AvDTSSSTA[LQLSSLTSEDSAVYYCTRDAYSRYFFDYNGQGTTLTVSS
N.odeIDde :2501BF12 QVQLQQSGPELVKPGASVKISCKASGYSFTNY Y MHWVKQRPGQGLENIGNISP EGS IKYNEKFKGKATLTADTSSSTAYMQLSSLTSEDSAVYYCARDGYSLY FFDFNGQGTTLTVSS
Sec. 25227H5-1 QVQLQQSGPELVKPGTSVKISCKTSGYSFUANYY THWVKQRPGQGLENI GAIYPGNGNIKYNEKFMGKATLTADT SSTTAHMHL SSLYSEDSAVYYCARDSYGSYYFDYNGQGTTLTVSS
N.odeIDde  oag38E4 QVQLQQSGPELVKDGASVTISCTASGFTFTSYYIHWVgQRPGQGLENIGNIYP‘!NQNTKYNEKFKDKATLTADTSSSTAYMQLSSLTSEOSAVYYCARDGYSRYYFDYNGQGTTLTVSS
oo 158 2543987 QVQLQQSGPELVKPGTSVKISCKTSGY NFIINY Y THWVKQRPGQGLENI GHI YP GNGNIKYNEKFMGKATLTADT SSTTAHMHLSSLUSEDSAVYYCARDSYGSY YFDYWGQGTTLTVSS
N. "e“;"e 12564002 QVQLQQSGPELVKPGASIEK I SCKASGYSF ANY Y THWVIRQRPGQGLEWN I GMEYP GNGBT RYNEKF KBKATLTADT SSINTASMQLINSLT SEDSAVYYCTRDSYGNY FF DYWGQGTTLIIVSS
N..,deme;e' 201 40GS QVQLQQSGPELVKPGTSVKMS CKASGYTFTNYY I HWVRQRPGQGLENI GAI YPGD USTKYNEKFKGK TTLTADKSSSTAYMILLSGLT SEDSATYECARDGYS FY YFDYWGQGTTLTVSS
Sec.
N.odeIDde 2587987 QVQLQQSGHE LVEP GASIIKIIS CKAS GY TF T YWHHWVIRQRPGQGLEW I GINS'Y P GD/LNWNYBE K F KINK\V T LIEVOT SSSTAFEQL SSLTSEDSAVYYCTRDAYSRY FFDYNGQGTTLTVSS
Sec. 2509542 QVQLQQSGPEMVKPGASVT!SCKTSGFTFTsYYlHV\fHMQRPGQGLENIGA‘LYPGDVSTRYNEKFRDKATLTAOKSSTwAYLYLSSLTSEDSAVYFCARDSSASYYFDFNGQGTTLTVSS
N.°deIEde 282 118G9 QVQLQQPGSELVRPGASVTLSCTASGYSFTSYWMHWVKQRPGQGLENVGHIYPGGE[IuYAEKFKTKGTLTVDISSSTAYMHLSSLTSDDSAVYYCTRD'I'TGNYFFDYNGQGTTLTVSS

40G5¢ (consensus sequence)
SEQ IDNO. 186

QVQLQQSGPELVKPGASVKISCKASGYTFTNYYI HWVKQRPGQGLENIGWNI YPGDGNTKYNEKFKGKATLTADTSSSTAYMQLSSLTSEDSAVYYCARDSYSNYYFDYWGQGTTLTVSS



Figura 8A
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Figura 8C

Cadena liviana, Lambda: Anticuerpo de ratén alineado con linea germinal humana
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Figura 9A

Murino 13A3 = 0.7 nM

Variantes humanizadas de 13A3:

Cadena pesada Injerto K4 Injerto K4 + S43A
Injerto VHI 1.5 nM 1.8 nM
Injerto VHI + R71A 1.0 nM 1.4 nM
Injerto VHL + V37M + V67A + R71A + T73N 0.8 nM ND

Injerto VHL + V37M + V67A + R71A + T73N + Y91F 1.2 nM 1.4 nM




Figura 9B

murino 30A1= 0.4 nM

Variantes humanizadas de 30A1:

Cadena pesada Injerto K4 Injerto K4 + S43A
Injerto VH3 2.9nM 1.4 nM
Injerto VH3 + A24V 1.7 nM 1.7 nM
Injerto VH3 +R71K+L78V 1.8 nM 2.2 nM
Injerto VH3 + A24V +R71K+L78V 2.3 nM 1.5 nM
Injerto VH3 + A24V + V48L + F67L + 169F + R71K + L78V 2.4 nM 1.4 nM
Injerto VH4 +V71K+F78V 15.4 nM 5.7 nM
Injerto VH4 +137V +148L+ V67L+ I69F + V71K + F78V 2.4 nM 1.7 nM




Figura 9C

murino 41D9 = 1.1 nM

Variantes humanizadas de 41D9:

Cadena pesada injerto A7 + F36V + Q38E + A43L + P44F
+ T46G + Y49G + G69D + Y87F

Injerto VH7 + V2| + A78T +
Y91F ND




Figura 9D

murino SP34 = 7 nM
Variantes humanizadas de SP34:

Cadena liviana injerto VH3 injerto VH3 injerto VH3 injerto VH3
+ G49A G49A + N73D +
+T93V +T93V + N73D + T93V T93V
Injerto A7 union
Y456 débil
Injerto A7 15.9 nM 3.5nM 14.5 nM
+ F36V + T46G + Y49G
Injerto A7 21 nM 3.1nM |8 nM
+ F36V + Q38E + A43L + P44F + T46G + Y49G + T58V + Y87F
Injerto A2 sin
+Y49G .,
union
Injerto A2 union 13nM 47 nM
+ A43L+ PA4AF+ L46G + MATL+Y49G débil




Figura 9E

murino 38E4 = 0.75 nM
Variantes humanizadas de

38E4: injerto K4 + P43S

0.5 nM

Cadena pesada
Injerto VH1 + R71A




Figura 9F

Las RDC de Murino 40G5c se derivaron a partir de una secuencia de consenso

Variantes humanizadas de 40G5c:

Cadena pesada injerto K4
Injerto VH1 + V67A + R71A 37 nM
Injerto VH1 + [69L+ R71A 36 nM

Injerto VH1 + V67A + 169L + R71A 24 nM



Figura 10



Figura 11

Version ka (1/Ms) kd (1/s) KD (nM)
38E4 vl 6.06E+06 0.0051 0.8
38E4 v2 2.29E+06 0.0036 1.6
38E4 V3 4.11E+06 0.0140 3.4
38E4 v4 3.25E+05 0.0034 10
40G5 c 1.20E+06 0.01764 16
38E4 V5 2.05E+06 0.0225 11
38E4 v6 5.11E+04 0.0017 34
38E4 v7 2.83E+05 0.0246 87
38E4 v8 1.12E+06 0.2018 180
38E4 v9 7.26E+04 0.0166 229




Figura 12A

Cinética del ciclo Unico

Cinética del ciclo completo
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Figura 13A
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Figura 13B
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Figura 13C
38E4v1 unido a mutantes CD3
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Figura 13D

SP34v52

Afinidad KD (nM)
WT 12
Q1A NB
D2A NB
G3A 172
N4A 20
ESA 19000
EGA 17
M7A 17
G8A 27
G9A 25

38E4v1

Afinidad KD (nM)

WT
Q1A

D2A

G3A
N4A
ESA

EGA
M7A

G8A
G9A

3
1000
1500

7
3
7

65
13



Figura 14A-14F

A Una secuencia de péptido 16mer: pyroGlu-D-G-N-E-E-M-G-G-I-T-Q-T-P-Y-K
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Figura 14G

Cadena liviana, Kappa: Anticuerpo humanizado alineado con Xcd3E(hu40G5C)

Numeracion Kabat

*CD3e(hudDE5c)
xCD3e(hu3BE4,v1)
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xCD3e(hu3BE4.v1)

Cadena pesada: Ant
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iy Posiciones de Vernier; Foote and Winter JMB (1992) 224:487
* | interacciones FW-CDR; Padian Mol. Immunol (1994) 31:169

» 1 interacciones VH-VL; Padian Mol. Immunol (1994) 31:169



Figura 14H




Figuras 14I-14L




Figuras 14M-14N




Figura 15

f aCD3 \ / Antigeno \ Long!lt_gc; total

antitumoral




Figura 16

Bjab / Brazo CD20 Juakat / Brazo CD3
-® K&H 2H7v16/hu UCHT1v9 -0~ K&H 2H7v16/hu UCHT1vO
- K&H 2H7v114/hu UCHT1v9 & K&H 2H7v114/hu UCHT1v
—& K&H 2H7v511/hu UCHT1\9 —A K&H 2H7v511/hu UCHT1v
<= K&H 2H7v16/hu UCHT1v1 <= K&H 2H7v16/hu UCHT1v1
== K&H 2H7v16/hu UCHT1wM1 i K&H 2H7v16/hu UCHT1vM1
60- 35-
504 904 :
25+ 2
404
g g &
= 30+ -
W
b= < 15
20+
10+
10- 5
c L L) L) L] L) L) 0 L] L} 1) LJ ) L
0.1 1 10 100 1000 10000 100000 0.1 1 10 100 1000 10000 100000

ng/ml ng/mi



Figura 17
Afinidad de unién monovalente

clon vI6 vil4 v511 v9 vMI vi
KD (nM) 54 44 53 4.2 318 NA

*unidon Kd monovalente medida por Scatchard

Afinidad de unidén bivalente

clon v16 v114 v511 V1 vMI v9
KD (nM) 46 4.5 2.3 300 40 3

*union Kd monovalente medida por Scatchard



Figura 18

Unidn de brazo CD3 con células Jurkat

-2 KH CD20 2H7v16/UCHT1v9
4 KH CD20 2H7v16/SP34v52
=& KH CD20 2H7v16/ch40G5

== KH CD20 2H7v16/hu40G5¢

3509 =& KH CD20 2H7v16/hu38E4c
UCHT 1v2: 533 na/ml
300+
2504
hu38E4c: 1015ng/ml
W 200+
o
e SP34v52: 1115ng/ml
= 1504 VB2 ng/m
100+ hu40G5¢: 1206 ng/ml
ch40GS: 8173 ng/ml
50+
c L | LI L] L] ] "
0.01 0.1 1 10 100 1000 10000

ng/mi



Figura 19

MFI/PE

400+

Unidn de brazo CD3 con células Jurkat

@ KH CD20 2H7v16/UCHT1v9
4 KH CD20 2H7v16/SP34v52
+ KH CD20 2H7v16/40G5¢
-~ KH CD20 2H7v16/38E4v1

38E4v1:0.243 pg/m (1.6 nM)

SP34v52: 0.600 pg/ml (4.0nM)
UCHT 1v9: 0.09. pg/ml (0.6 nM)

40G5¢: 1.25ug/ml (8.3 nM)




Figura 20

MFI/PE

Unién de brazo CD20 con células Bjab

@ KH CD20 2H7v16/UCHT1v9
4 KH CD20 2H7v16/SP34v52
= KH CD20 2H7v16/40G5¢
-4 KH CD20 2H7v16/38E4v1

with UCHT 1v9: 1.60 pg/ml
with SP34v52: 1.04 pg/ml
with 40G5¢: 1.60 pg/ml
with 38E4v1:1.32 ug/ml



Figura 21A-21C

A ¥ = awocsec - C Brazo CD3  Fuente EC50/|jg/ml
4004 - A0G5 CHO v
& 3841 CHO
S804 & 3842 CHO
Br 3343 CHO 40G5c¢ E.coli 1.85 (~12nM)
3004 ~& 38E4v4 CHO
- 38EANSCHO
& 2504
= 40G5¢ CHO 2.01 (~13nM)
= 2004
50 i
: 38E4v1 CHO 0.24 (~1.6nM)
1004 40G5c/Ecoli
{ /i
501 ARBCHC v2 CHO 0.52 (~3.4nM)
0.001 001 0.1 ] 10 (90
ug/n v3 CHO 0.29 (~1.9nM)
B 9 - scscEc 40G5c/Ecoli
paliseds va CHO 3.51(~23nM)
3 A E#GCHO
- 2BE4v7 CHO 7
| i V5 CHO 4.11 (~27nM)
ol -~ 3BE4v9 CHO 40G5¢/CHO
o v6 V6 CHO 5.56 (~36nM)
E 50+
=
401 o V7 CHO 22.6 (~147nM)
30+
- v8 CHO 7.23 (~47nM)
1C 1) L] L] L) .
0.0 0.01 0.1 1 10 100 v9 CHO 15.0 (~97nM)

ug'ml

*variante de N297G para todo el material de un CHO



Figura 22A-22B

: ﬁg? Ef_;; & 40G5c Ecdi
S 3&5431 o B 40GEc CHO
o e & J2E4E CHC
o = & 38E4T CHO
SBEHG CHO L 38ENE CHO
& 35E4w GHO 4 38E4/8 CHO
= 38E4v5 CHO
6009 600
L
5004 5004
v
4004 400 3
i h
= 3004 = 3004
= =
200 K4
100- 100+
': L] L] L] L 1 c L] L] L] L ]
0.001 0.01 0.1 i 10 100 0.001 0.01 0.1 h 10 100

ug/mi s ligy]



Figura 23

Unidn de brazo CD3 con células

~-@- CD20KH (2H7v16/UCHT1v8)

=i CD20KH (2H7v16/40G5¢)
=& CD20KH (2H7v16/125A1)

== CD20KH (2H7v16/21B2)

=#r CD20KH (2H7v16/21A9)
500=
[ ] 3 - 7
UCHT 1v9: 0.21.ug/ml (1.4 nh)
4004 ¢
21A9: 1.6 pg/mi (11 nM)
w3004
& 40G5: 1.6 pg/ml {11 nM)
I'é 2004 21B2: 6.1 pg/ml (40 nM)
Al (
100+ 125A1: 38 pg/ml (253 nM)
C \J L) L) L L)
0.0001 0.001 0.01 0.1 1 10



Figura 24

Niumero de
muestra

40G5c (E. coli)
40G5c (CHO)

sp34.v52
38E4v1
38E4v2
38E4v3
38E4v4
38E4v5

JBE4vE
38E4vT

38E4v8
38E4v9

ka (1/Ms)
3.58E+05
5.97E+05
6.09E+05
4.03E+06
2 11E+06
4.98E+06
7.21E+05
3.22E+06
2.34E+04
1.14E+06
1.13E+04
1.59E+04

kd (1/s)
0.0256
0.03069
0.00535
0.00515
0.00513
0.01599
0.0984
0.05154
0.8784
0.2897
0.04426
1.018

TDBs
KD (M)
7.15E-08
5.15E-08
8.78E-09
1.28E-09
2 43E-09
3.21E-09
1.37E-07
1.60E-08
3.76E-05
2.54E-07
3.93E-06
6.42E-05

KD (nM)
715
51.5
8.8
1.3
24
3.2
136.5
16.0

37600.0
254.2

3933.0

64210.0

ka (1/Ms)
4.01E+05

6.06E+06
2.29E+06
4. 11E+06
3.25E+05
2.05E+06
51140
2.83E+05
1.12E+06
72610

Fabs

kd (1/s) KD (nM)

0.02533

0.005074
0.003586
0.014
0.003361
0.02246
0.001749
0.02464
0.2018
0.0166

63.2

0.8

1.6

3.4
10.3
11.0
34.2
87.0
179.5
228.6




Figura 25A-25B

A Activacion de la B Ensayo de destruccion
célulaT de Bjab
- CD20 K&H 2H7v16 “®- CD20 K&H 2H7v16
4 CD20 K&H 2H7v114 ¥ CD20 K&H 2H7v114
=+ (CD20 K&H 2H7v511 = CD20 K&H 2H7v511
100+ 100+
= 804 o
0 e
a ©,
::j E 60-
60+
: 5
nn ; o 40+
@ v16:2.2ng/mi § v16: 9.4 ng/ml
3 404 v114: 2.0 ng/ml _é v114: 3.8 ng/ml
8 vo11: 7.7 ng/mi 3 20 v511:12.4 ng/ml
S X
X 204 Ol
A
C L L} L ) L 1 -2C L L] L ¥ L 1
0.01 0.1 1 10 100 1000 10000 0.01 0.1 1 10 100 1000 10000
ng/mi ng/ml

20000 Bjab con 5* células hu CD8+T purificadas, dilucion de anticuerpo 1:5 a partir de 1000ng/ml, 24 horas.



% de CD69+CD25+ en CD8+T

Figura 26A-26B
Activacion de lacélula T

A
@ CD20 K&H 2H7v16
4 CD20 K&H 2H7v114
-4 CD20 K&H 2H7v511
40~
|
35+
4]
304 v16: 16 ng/ml .
25+ v114:25ng/ml A
v511: 74 ng/ml
20+
154
104
5
O o
-5 ¥ L T ] U )
0.01 0.1 1 10 100 1000 10000

ng/ml

% de destruccion de endo B

Ensayo de destruccion de endo B
B
“®-  CD20 K&H 2H7v16
4 CD20 K&H 2H7v114
-+  CD20 K&H 2H7v511
100+
80+
60=
404
v16: 4.1 ng/ml
204 v114: 3.6 ng/ml
v511: 36 ng/ml
oo SRR PR AR SRl IS N R AR e
A
'20 L Ll L L L)
0.01 0.1 1 10 100 1000 10000



Figura 27A-27B

% de CD69+CD25+ en CD8+T

Activacion de la B Ensayo de destruccion de
célula f Bjab
“® CD20 K&H UCHT1v9 @ CD20 K&H UCHT1v9
4 CD20 K&H UCHT1v1 B CD20 K&H UCHT1v1
-+ CD20 K&H UCHT1vM1 -+ (D20 K&H UCHT1vM1
60+ ° 80+
L J
50 v9: 4.6 ng/ml v8: 13 ng/ml
v1:382ng/ml Q 60= vi: NIA
vM1: 19 ng/ml o’ vM1:12ng/ml
40+ ()
©
S
304 g
2
7]
20+ 3
S
10 S5 )
L o e S s
L) L} L) L} L) 1 '20 L} L} L _ Ll L} L]
0.01 0.1 1 10 100 1000 10000 0.01 0.1 1 10 100 1000 10000
ng/ml ng/mi

20000 Bjab con 10* PBMC humanos, dilucién de anticuerpo 1:5 a partir de 1000ng/ml, 24 horas.



Figura 28A-28B

Activacion de la B Ensayo de destruccion de
célula f endo B
@ CD20 K&H UCHT1v9 @ CD20 K&H UCHT1v9
¥ CD20 K&H UCHT1v1 W CD20 K&H UCHT1v1
i = CD20 K&H UCHT1vM1 = (CD20 K&H UCHT1vM1
100+
35+ L
= ve: 4.1 ng/ml
+ 304 o 80 . ,
8 ° v1: 659 ng/ml
c 257 vo: 16 ng/ml g ” VIM1: 29 ng/ml
.j; 204 vi: N/A g
a vM1: 1631 ng/ml S
Q 154 § 40+
2 5 5
8 % S 2.
() (O]
© 5- ©
X X -3
o4 i RS R A i N (e et
= | |
001 0. 1 10 100 1000 10000 -20 : Y ' - . "
—_— 001 0.1 1 10 100 1000 10000

solamente PBMC 200000 humanos, dilucion de anticuerpo 1:5 a partir de 1000ng/ml, 24 horas.



Figura 29A-29B

Donante Destruccidon de
n.° 3 endo B
A
9 KH CD20 2H7v16/UCHT1v9
W KH CD20 2H7v16/SP34v52
+= KH CD20 2H7v16/hu40G5¢c
<%~ KH CD20 2H7v16/hu38E4c
100+
30+
UCHT1v: 16 ng/ml
804 SP34v52: 27 ng/ml 254
hu40G5c: 1397 ng/ml
60+ hu38E4c: 285 ng/ml 20

% de destruccion de endo B en humanos

% de células CD69+CD25+ en humanos CD8+T

404 154
204 10+
0-1 -------------- 5-4
O
a
-20 T T T T T 1 ' 0+
001 01 1 10 100 1000 10000 0.01
ng/mi

B Activacion de
CD8+T

@ KH CD20 2H7v16/UCHT1v9
% KH CD20 2H7v16/SP34v52
<= KH CD20 2H7v16/hu40G5c
= KH CD20 2H7v16/hu38E4c

UCHT1v8: 125 ng/ml
SP34v52: 85 ng/ml
hu40G5c¢: 369 ng/ml
hu38E4c: 109 ng/ml

0.1 1 10 100

200000 huPBMC por pozo, 24 horas. Las células humanas B se etiquetaron con CD19-v450(BD).



Figura 30A-30B

Destruccion de endo

Donante
n.°4 B —
A 9 KH CD20 2H7v16/UCHT1v9
® KH CD20 2H7v16/SP34v52
= KH CD20 2H7v16/hu40G5c
< KH CD20 2H7v16/hu38E4dc
8 100
©
= UCHT1v9: 13 ng/ml
< 80 :
S SP34v52: 12 ng/ml
() hu40G5c: 36 ng/ml
% 6(0= hu38E4c: 27 ng/ml
()
©
XS 40+
Q
S
2 204
©
(]
©
SN - 4
v
-20 ] ] L] L} ] 1
0.01 01 1 10 100 1000 10000

ng/ml

% de CD69+CD25+ en células CD8+T en humanos

Activacion de

CD8+T
@ KH CD20 2H7v16/UCHT1v9
% KH CD20 2H7v16/SP34v52
= KH CD20 Z2H7v16/hud0G5c
= KH CD20 2H7v16/hu38E4c
50+
45+ UCHT1v9: 30 ng/ml
404 SP34v52: 53 ng/ml
hu40G5c: 114 ng/ml
854 hu38E4c: 80 ng/ml
30+
25+
20+
15+
104
5
0 T T T T
0.01 0.1 1 10 100 1000
ng/ml

200000 huPBMC por pozo, 24 horas. Las células humanas B se etiquetaron con CD19-v450(BD).

10000



Figura 31A-31B

Donante Destruccion de endo Activacion de
n.o 2 B CD8+T
A
9 KH CD20 2H7v16/UCHT1v9 9 KH CD20 2H7v16/UCHT1v9
#® KH CD20 2H7v16/SP34v52 4 KH CD20 2H7v16/SP34v52
= KH CD20 2H7v16/hu40G5c¢ " = KH CD20 2H7v16/hud40G5¢c
50+ “ KH CD20 2H7v16/hu38E4c S 40 = KH CD20 2H7v16/hu38E4c
S
a £ v
0 S 35+ UCHT1v@: NA
8 40 o
S + SP34v52: 8.2 ng/ml
© [ce] 30'
£ 8 hu40G5¢: 48 ng/ml
o) 30 n :
c‘g ke 25 hu38E4c: 15 ng/ml
S ‘3
E 204 UCHT1vo: NA g 20+
° SP34v52:8.8ngiml  ih
e A 151
S 10+ hu40Ggbc: 4.1 ng/ml O
= +
2 hu38E4c: 14 ng/ml 3 10+
0] [a)]
o (@)
% 0.. ...................... 8 5.
S ° X
£ T R FOR KR 00T o1 1T 1 10 1w 1w
001 0.1 1 10 100 1000 10000 01 1 1 1

ng/ml ng/ml

200000 PBMC en macacos por pozo, 24 horas. Las células B de macacos se etiquetaron con cynoCD79b-PE (interno).



Figura 32A-32B

% de destruccion de endo B en macacos

Destruccion de endo B Activacion de CD8+T
B
% KH CD20 2H7v16/UCHT1v9 ® KH CD20 2H7v16/UCHT 1v9
® KH CD20 2H7v16/SP34v52 # KH CD20 2H7v16/SP34v52
& KH CD20 2H7v16/hud40G5¢c = KH CD20 2H7v16/hud40G5c
5 < KH CD20 2H7v16/hu38E4c < KH CD20 2H7v16/hu38E4c
30+
c
[ a v :
4= - |I UCHT1va: NA
@ 25+ SP34v52: 13 ng/ml
© hu40G5c: 17 ng/ml =
30= o
% 20= hu38E4c: 9.0 nafml
()
20 UCHT1ve: NA o =
SP34v52: 1.4 ng/ml Q
()]
10- hu40G5c: 2.9 ng/ml E 0
hu38E4c: 2.0ng/ml Q
O
- RN LR R WY O R | S S 5
X
e 3
-10 Hr T T T T 1 & —— = $ 1
0.01 0.1 1 10 100 1000 10000 001 0.1 1 10 100 1000 10000
ng/ml ng/ml

200000 PBMC en macacos por pozo, 24 horas. Las células B de macacos se etiquetaron
con cynoCD79b-PE (interno).



% de destruccion de Bjab

Figura 33A-33B

Destruccion de B Activacion de
A Bjab CD8+T
9 KH CD20 2H7v16/UCHT1v9 9 KH CD20 2H7v16/UCHT1v9
W KH CD20 2H7v16/SP34v52 4 KH CD20 2H7v16/SP34v52
4 KH CD20 2H7v16/SP34v52 -+ KH CD20 2H7v16/SP34v52
£ KH CD20 2H7v16/hu40G5¢ £ KH CD20 2H7v16/hu40G5c
80+ “ KH CD20 2H7v16/hu38E4c “ KH CD20 2H7v16/hu38E4c
w 609
] ]
©
®
60+ E 504
o
i
SP34v52:0.83ng/ml R 40
409 SP34v52:0.52ng/ml
hu40G5c: 1.6 ng/ml % 30+ UCHT1ve: NA
(8] '
204 hu38E4c: 2.4 ng/ml 5 SP34v52:1.7 ng/ml
+ SP34v52: 1.1 ng/ml
[Fp]
N 204 hu40G5c: 2.9 ng/ml
(0 L i R | <2 DCHT e by E hu38E4c:1.4ng/ml
5 10
& 3 A—————
-20 . - . s % - 4 0 A J L} A ] Ll Al L)
0.01 0.1 1 10 100 1000 10000 0.01 01 1 10 100 1000 10000

ng/ml ng/ml

200000 PBMC en macacos por pozo, 24 horas. Las células Bjab se etiquetaron con CD19-PE(BD).



% de destruccion de Bjab

Figura 34A-34B

A Destruccion B
de Bijab
9 KH CD20 2H7v16/UCHT1v9
#® KH CD20 2H7v16/SP34v52
4 KH CD20 2H7v16/SP34v52
£ KH CD20 2H7v16/hu40G5¢
80 “ KH CD20 2H7v16/hu38E4c
60+
SP34v52: 0.63ng/ml
40 SP34v52: 0.52ng/ml
hu40G5¢: 1.6 ng/ml
204 hu38E4c: 2.4 ng/ml
@
0 UCHT1vg: NA
/
@&
-20 T | 1 |} T 1
0.01 0.1 1 10 100 1000 10000
ng/mi

% de CD69+CD25+ en células CD8+T en macacos

Activacion de
CD8+T

KH CD20 2H7v16/UCHT1v9
KH CD20 2H7v16/SP34v52
KH CD20 2H7v16/SP34v52
KH CD20 2H7v16/hu40G5¢c
KH CD20 2H7v16/hu38E4c

8 4

=
A
=
E=3

60+
50+
404
UCHT1vE: NA
30+ SP34v52: 1.7 ng/ml
SP34v52: 1.1 ng/ml
20+ hu40G5c: 2.9 ng/ml
hu38E4c: 1.4 na/ml
104
& =]
0 L L] L) L) L] )
0.01 0.1 1 10 100 1000 10000
ng/mi

200000 PBMC en macacos por pozo, 24 horas. Las células Bjab se etiquetaron con CD19-PE(BD).



Donante n.° 3 Destruccion de B Activacion de

A endo B CD8+T

Figura 35A-35B -
~ KH 2H7v16/UCHT1v9 - KH 2H7v16/UCHT1v9
& KH 2H7v16/SP34v52 & KH 2H7v16/SP34v52
= KH 2H7v16/40G5c¢ <= KH 2H7v16/40G5¢
e

=& KH 2H7v16/38E4v1 KH 2H7v16/38E4v1

(%))
o
C
100+ S 2 124
g 23 v N
5 904 c - UCHT1v@: 35.7 ng/ml
2 » 804 = 3 101  sp34vs2:104ngiml @ 3
c = [ee) ~
] 49 ! /
Das 2 704 8 2 . hu40G5c¢: 336 ng/ml
o 2 @ g 7  hu38E4v1:15.3ngiml
2 3 60+ =l
(] 2 \8 2
S b 504 c o 61
S 5 UCHT1v9: 6.3 ng/ml "
S 2 404 5 3
S 3 SP34v52: 6.3 ng/ml IS
= [a i, 4+
3 - 304 hu40G5c¢: 19 ng/ml g
c 2 & -
o ° hu38E4v1: 2.7 ng/ml o 3
oS = 204 8 3 od
=3 v D
10+ o 5
X
0 ? 0 L] . T T 1
g 1 ; 0 . 0.1 1 10 100 1000 10000
0.1 1 10 100 1000 10000 '
ng/mi ng/mi

200.000 huPBMC por pozo, 24 horas. Las células humanas B se etiquetaron con CD v450-v450(BD).



Donante n.° 4

A

% de destruccion de endo B en humanos

Figura 36A-36B

Destruccion de endo B

“® KH 2H7v16/UCHT1v9
=+ KH 2H7v16/40G5¢
=4~ KH 2H7v16/38E4v1

Activacion de CD8+T

@ KH 2H7v16/UCHT1v9
== KH 2H7v16/40G5¢
=2 KH 2H7v16/38E4v1

(%]
2
100+ g 45+
90+ = 40+ UCHT1v9: 31.1 ng/ml 4
c
- o 55¢; 198 ng/! v b4
80 |: 354 hu40G5c: 198 ng/ml
o hu38E4v1: 16.3 ng/ml
70 g 304
o 8 25
50+ =
40 S |
- c
o]
30+ UCHT1v9: 3.9ng/ml + 154
LN
20- hu40G5c: 49 ng/ml g 10+
104 hu38E4v1: 2.9 ng/ml é 54
()]
oo I et reresnssormasmese sosmsmmsesosasotens O Oufpssisisissy
S
-10 T T T U 1 O\O -5 L T LA T T B
0.1 1 10 100 1000 10000 01 1 10 100 1000 10000
ng/mi ng/mi

200.000 huPBMCsperwell, 24 horas. Las células humanas B se etiquetaron con CD19-v450(BD).
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% de CD69+CD25+ en CD8+T

% de CD69+CD25+ en CD8+T

Figura 37A-37C Donante n.°1- 24 h
Activacion de CD8+T

40m ® 40G5¢ Ecol

® wocta . o v v2 C brazo CD3  Fuente EC50/ng/ml
354 o 3BE4VI CHO

£ 38EMV2 CHO 40G5c/Ecoli
30+ <4 3BEM3CHO o 40G5c¢ E.coli 59,4

2 40G5¢/CHO

20 ™ 40G5c CHO 74,2
15+
38E4v1 CHO 5,46
10+
5 v2 CHO 2,27
c L L) L) L) )
0.1 1 10 100 1000 10000
ng/ml v3 CHO 8,10
32+
- 40G5c CHO o va CHO 530
g4 W 38E4w CHO v5
-+ 38E4\5 CHO 3
ud & 38E46CHO 40G5¢/CHO V5 CHO 59,2
A 38E4V7 CHO v4
20+ 38E4\8 CHO
. 38E4\9 CHO v6 CHO NA
h v7 CHO NA
ER
- - v8 CHO NA
0 - 1
0.1 1 10 100 1000 10000 v9 CHO NA

* variante de N297G para todo el material de un CHO

200.000 huPBMC solamente.



% de destruccion de

endo B

% de destruccion de

Figura 38A-38C

A

endo B

1009 * 40G5¢ Ecol vl v2v3
& 40G5 CHO
90 & 38E4vi CHO 40G5¢/CHO
804 = 38E4v2 CHO 40G5¢c/Ecoli
-& 38F4v3 CHO
704
60+
50
404
304
204
104
O
'1c L) L] L} L} .
0.1 1 10 100 1000 10000
ng/mi
1009 @ 40G5¢c CHO
4 384\ CHO 40G5¢/CHO
804 =& 38E4VS CHO 5
0O 38Eae CHO Vv
A 3BE4VT CHO
. A8EANS CHO v4
+ 38E4VO CHO
404
20+ 6
O s SR
= — ﬁ\-Fq
~204 v b}
-40 L} T T T 1
0.1 1 10 100 1000 10000

Donante n.°1-24 h

brazo CD3

40G5c

40G5c

38E4v1

v2

v3

v4

v5

v6

4

v8

v9

Fuente

E.coli

CHO

CHO

CHO

CHO

CHO

CHO

CHO

CHO

CHO

CHO

Destruccion de
endo B EC50/
ng/ml

61,4
23,4
9,20
10,5
12,9
391
35,3
NA
NA
NA

NA

* variante de N297G para todo el

material de un CHO

200.000 huPBMC solamente.
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% de CD69+CD25+ en CD8+T

% de CD69+CD25+ en CD8+T

Figura 39A-39C

70+

60+

504

40+

30+

o

- 40G5c Ecoli v3
& 40G5c CHO .
-+ 38E4vl CHO 40G5¢c/Ecoli

@
S 38E4v2 CHO

-~ 38E4V3 CHO

40G5¢/CHO

vl v2

70+

60+

50+

404

30+

204

104

» ul
1 1 10 100 1000 10000
ng/ml
- 40G5¢c CHO
& 38Edd CHO V5
-4 2BE4VS CHO
O 28E4E CHO 40G5¢/CHO
A 28E4T CHO
2BEME CHO
+ 28E48 CHO
v4
A 1 10 100 1000 10000

ng/ml

40G5c

40G5c

38E4v1

v2

v3

v4

v5

v6

v7

v8

v9

* variante de N297G para todo el material de un CHO

200.000 huPBMC solamente.

E. coli

CHO

CHO

CHO

CHO

CHO

CHO

CHO

CHO

CHO

CHO

196

178
8,73
10,5
22,1
829
328
NA
NA
NA

NA



% de CD69+CD25+ en CD8+T

% de CD69+CD25+ en CD8+T

Figura 40A-40C

C

707 .o 40G5¢ Ecol va
& 40G35¢ CHO :
609 - 33E4vI CHO = 40G5c/Ecoli
- 358he CHO 40G5¢/CHO
504 - 38E4\3 CHO
vl v2
404
304
204
10+
c L ] L) )
0.1 1 10 100 1000 10000
na/ml
70+ -® 40G5¢ CHO
4 :8E4vd CHO V5
504 =& 28E4vS CHO
O 28E4vE CHO 40G5¢/CHO
504 A 38ET CHO
2BEMNE CHO
404 &= 2BEANG CHO
30+
204
104 v4
0- Ll Ll .
0.1 1 10 100 1000 10000

ng/mi

Donanten.°1-48 h

Destruccion de

brazo CD3 Fuente endo B EC50/

ng/ml
40G5c E.coli 99,5
40G5c CHO 92,0
38E4v1 CHO 0,197
v2 CHO 0,282
v3 CHO 4,84
v4 CHO 934
V5 CHO 173
v6 CHO NA
V7 CHO NA
v8 CHO NA
v9 CHO NA

* variante de N297G para todo el material de un CHO

200.000 huPBMC solamente.
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% de CD69+CD25+ en CD8+T

% de CD69+CD25+ en CD8+T

Figura 41A-41C Donante n.°2 - 24 h

brazo CD3 Fuente Activacion de CD8+T
407 : :ggz gf_'g " C EC50/ng/ml
i [ it y : | 40G5c  E.col 215
304 & 38E4\3 CHO 40G5c/Ecoli
- bl 40G5c  CHO 233
204
154 38E4v1 CHO 12,0
104
" v2 CHO 11,4
Y 1 10 100 1000 10000 v3 CHO 27,6
ng/ml
324 v4 CHO 9,51
- 40G5¢ CHO
o] W 38E44 CHO
j 48G5cICHO V5 CHO 1,42
20 v6 CHO NA
164
124 v7 CHO NA
v4
1 v8 CHO NA
4
0+ v9 CHO NA

0.1 1 10 100 1000 10000

* variante de N297G para todo el
material de un CHO

200.000 huPBMC solamente.



% de destruccion de

% de destruccion de
endo B

endo B

Figura 42A-42C

100+

@ 40G5c Econ

& 40550 CHO

& 38E4viCHO i

& 38E4v2CHO vl vZv3

= 3854v3 CHO t
o 40G5¢/Ecoli

40G5¢c/CHO

90
30
70+
60
50
404
30+
20
10+

0

-104

~20m

-30

L
10000

(@]
xI
O

£ O
OO0 0O0OO0OY

40G5¢c/CHO
v

0 o WO
<

o
5 2 < -
Ww O N O N

W W www

& &
mimimimimim ¢
B.b b 2O
O00000
= oo o sets SN0 X o

0.1

L L
1000 10000

—
—
(=]

Donanten.” 2 -24h

Destruccion de

C brazo CD3  Fuente endo B EC50/
40G5c E.coli 50,3
40G5c CHO 17,1
38E4v1 CHO 9,21

V2 CHO 0,624
v3 CHO 2,55
V4 CHO 343
v5 CHO 29,4
V6 CHO NA
v7 CHO NA
v8 CHO NA
vO CHO NA

*variante de N297G para todo el
material de un CHO

200.000 huPBMC solamente.



Figura 43A-43C

Asﬂ- - A0G5: Ecdll vl v2 v3 c
& 4A0G5: CHO . - _
& AV CHO 40G5c/Ecoli
- a -
50 & 38Ed2 CHO =]
+
g e 3EE4E CHO 40G5¢/CHO
S 404
+
N
a
g 304
+
[e)]
a
O 204
(0]
©
s 104
E Ll Ll Ll Ll L}
0.1 1 10 100 1000 10000
B L
Y & HaREm ® 40G5¢/CHO
- IE2Edd CHO
S 50 - BENECHO
a = 38E4E CHO 5
(@) A W
c & IBEMT CHO
[} 40
+ - IBENE CHO
§ * 38E4A CHO
A v4
3
8
g ™
L vE
104
G L | L L) L L}
0.1 1 10 100 1000 10000

ng/ml

brazo
CD3

40G5c¢

40G5c

38E4v1

v2

v3

v4

v5

v6

v7

v8

vo

Donante n.° 2

Fuente

CHO

CHO

CHO

CHO

CHO

CHO

CHO

CHO

CHO

CHO

E.coli

-48 h
Activacion

de CD8+T
FCEN/na/ml

90,4

111
16,7
12,6
21,0
631
102
8820
NA
NA

NA

*variante de N297G para todo el material de un CHO
200.000 huPBMC solamente.



. Donante n.” 2 - 48 h
Figura 44A-44C

A i C Destruccién de
100+ V1 'v'._z V3
, brazo CD3 Fuente endo B EC50/
904 40G5c/Ecoli
ng/ml
3 ) 40G5¢/CHO
5 Ly 40G5c¢ E.coli 81,7
2.
£g
&S 40d 40G5c CHO 92,8
©
) 309
© 204 0G5c E
2 @ = 4005 Gio 38E4v1 CHO 1,59
109 & 3BE4V1 CHO
0+ £ 38E42CHO
-104 oo ok v2 CHO 1,97
-20 —— v v v 1
0.1 1 10 100 1000 10000
BIOD @ 410G5¢c CHO V5 V4 CHO 671
1 & 35E44 CHO
-4 3EE4V5 CHO 4265C/CHO
804 O 38E4v6 CHO v
o : A 38E4v7 CHO V5 CHO 49’2
o 60+ 38E4v8 CHO
= 3SEAVS CHO
B o ~ 00 v6 CHO 550
c s vB
25 v7 CHO NA
3 04
X v8 CHO NA
-204
-40 v v T v ) v9 CHO NA
0.1 1 10 100 1000 10000
ng/mi *variante de N297G para todo el

material de un CHO
200.000 huPBMC solamente.



Figura 45A

-8~ KH CD20 (2H7v16)/UCHT1
4 KH CD20 (2H7v16)/SP34
- KH CD20 (2H7v16)/SP34
O KH CD20(2H7v16)/72H86

ECsp 0.48 ng/ml

QO
B,
o
g 504
c ECsy 0.86 ng/ml
".8 40+
5 ECs; 0.90 ng/ml
§ 301
S
] 20+
©
S 10+ w] (]
O
0K ] B | ARROIIOS, > S O] s
o a O
-10=
°
'2C 1 } 1 L] L
0.01 0.1 1 10 100 1000

20.000 células Bjab-luc por pozo con 10xhuPBMCs, 24 horas.



% de destruccion de endo

Figura 45B-45C -8~ KH CD20 (2H7v16)/UCHT1
- KH CD20 (2H7v16)/SP34
O KH CD20(2H7v16)/72H6

Destruccion periferal B

Activacion de CD8+T

EC:sq: 28 ng/ml

EC:y 26 ng/ml

80~ c 409
70+
60+ O'Io 30+
)
50+ ECsy: 11 ng/ml 8
3
4 T 20
9 ECs,: 19 ng/ml c 1
304 ¢
&
204 5 104
&
10 o é
o - 5
O e i A i 44 A
o TTTETTE o <
~10+
-20 T T T T T 1 -10
0.1 1 10 100 1000 10000 100000 0.1

ng/ml

200.000 huPBMCs solamente, 24 horas.



Figura 46A

-o~ Bjab CD20K&H SP34
-2 Bjab CD20K&H 13A3

80-

L
ECsq 20 ng/mi

60=

40-

20+ .

% de destruccion de células

-20 T T T T 1
0.1 1 10 100 1000 10000

ng/mi

200.000 células Bjab por pozo con 10xhuPBMCs, 24 horas.

Hasta 5000 ng/ml de anticuerpos.



Figura 46B

-9~ Bjab CD20K&H SP34
-8 Bjab CD20K&H 30A1

80+
ECs,: 0.69 ng/ml

204 4

% de destruccion de células

(1 -

0.1 1 10 100 1000 10000

200.000 células Bjab por pozo con 10xhuPBMCs, 24 horas.

Hasta 5000 ng/ml de anticuerpos.
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% de destruccion de Bjab

Figura 46C-46D

-& Bjab CD20K&H SP34 -® endoB CD20K&H SP34
4 Bjab CD20K&H UCHT1WG 4 endoB CDZ0K&H UCHT1vA
=& Bjab CD20K&H 4109a D =& endoB CD20K&H 41D%a

100+

ECsy 1.8 ng/ml
ECsy 2.7 ng/ml

ECs; 1238 ng/ml

% de destruccién de endo

ECsy 2.9 ng/mil
ECzy 1.4 ng/mil

ECsy 50118 ng/ml

0=
_-20' L] L L] LJ Li L} -21: L] L] T T L]
0.01 0.1 1 10 100 1000 10000 0.01 0.1 1 10 100 1000
ng/ml ng/mil

20.000 Células Bjab-luc por pozo con IQxhuPBMCs o PBMC solamente, 24 horas.

10000



Figura 46E

-9 CD8T endoB CD20K&H SP34
-& CDB8T endoB CD20K&H UCHT1v9
-+ CD8T endoB CD20K&H 41D%a

50+
u ECsy: 20 ng/ml

_ 404
OD*;, ECsq: 26 ng/ml
% 30+
+
LN
8 20+
O
+
3
5 104
: /
L

O il lr—p— L o e e

-10 T T T T T 1

0.01 0.1 1 10 100 1000 10000

ng/mi

200.000PBMC solamente, 24 horas.



Figura 47A

Donante n.° 1

% de destruccion de endo

1004
90+
80+
70+
60+

40+
304
204
10

-10

- CD20KH (2H7v16/UCHT1v9)
=& CD20KH (2H7v16/40G5¢)
=& CD20KH (2H7v16/125A1)
== CD20KH (2H7v16/21B2)

=d= CD20KH (2H7v16/21A9)

ng/ml

200.000 huPBMC por pozo, 24 horas.

UCHT1v9: 7.9.ng/ml

21A9: 11 ng/ml

40G5: 20 ng/ml

21B2:NA

125A1:NA



Figura 47B

Donante n.° 1

% de CD69+CD25+ en CD8+T

=@~ CD20KH (2H7v16/UCHT1v9)
=& CD20KH (2H7v16/40G5c)
=&~ CD20KH (2H7v16/125A1)

=& CD20KH (2H7v16/21B2)
=érCD20KH (2H7v16/21A9)

0.1

10 100
ng/ml

200,000 huPBMC perwell, 24 hours.

L)
1000

UCHT 1v@: 18.ng/ml
21A9: 62 ng/ml

40G5: 103 ng/ml

21B2:NA

125A1:NA



Figura 48A

=@ CD20KH (2H7v16/UCHT1v9)
< CD20KH (2H7v16/40G5c)
=&~ CD20KH (2H7v16/125A1)

B CD20KH (2H7v16/21B2)
=2 CD20KH (2H7v16/21A9)

Donante n.° 2

6=
UCHT 1v@: 135.ng/ml
50-
404
S 21A9: 33 ng/ml
o 30+
3
5 20 40G5: 0.95 ng/ml
8 10¢
=
i o
(5]
S 104
X
-201 21B2:NA
= 125A1:NA
-4C LJ L LJ L] L)
0.1 1 10 100 1000
ng/ml

200.000 huPBMC por pozo, 24 horas.



Figura 48B

Donante n.° 2

% de CD69+CD25+ en CD8+T

Activacion de CD8+T

-8~ CD20KH (2H7v16/UCHT1v9)

=B CD20KH (2H7v16/40G5¢)
= CD20KH (2H7v16/125A1)
=== CD20KH (2H7v16/21B2)

=fr= CD20KH (2H7v16/21A9)

50+
45+
40+
35+
30+

25+

|:|.. T

0.1 1 10 100
ng/ml

200.000 huPBMC por pozo, 24 horas.

UCHT 1ve: 41.ngdfml
2142: 171 ngfml

405 366 ngdml

2182 NA

125A1:NA



Figura 49

2H7v16

2H7v16
2H7v16

2H7v16
2H7v16

2H7v16

SP34v52

40G5c¢

38E4c,
38E4V1-V9

21B2
125A1
21A9

K&H
K&H

K&H

K&H
K&H
K&H

alto

alto
alto

muy bajo
muy bajo

alto



Figura 50

Cadena liviana, Kappa: Anticuerpo humanizado alineado con K1H3

HVR L1
Numeraci6n Kabat i3 % 4 5 & 7 & % 10 11 12 13 14 15 16 17 18 19 20 2 3 2slza 5 36 27 3B 9 30 M 3% 32 34135 £t
K1H3 CIQMTQSPSSLSASVGDRVTITC CIRASQQ . .G I SSY LAWY
2H7v16knob D 1 QMTQSPSSLSASVGDRVTITCRASHE. . S ¥ WY
Numeracién Kabat L R L2 J

37 38 39 40 41 42 43 44 45 46 47 48 49 50 51 52 53 54 55 56 57 5B 59 60 61 62 63 G4 65 66 GF 68 G9 MO T1

K1H3 QOKPGKAPKLLIYAASSL . . ... QSIGVPSRFSGSGSGTDEF

2H7 . v16.knob QQKPGKAPK.LIYA = Lo & & & & S GVPSRFSGSGSGTDF

[ HVF L3

]

Numeracion Kabat

EBE 97 98 79 100 101 107 103 104 K0S 1D6 107

2 T3 T4 F5 76 V¥ 7B V9 B0 81 Bl 83 B4 85 96 BT 88 B W0 91 92 93 P4 55
KIH3 TLTISSLQPEDFATYYC[QQYYSYP FT
2H7.v16knob T LT I1SSLQPEDFATYY clQqWsSiEN-r 5 L

Cadena pesada: Anticuerpo humanizado alineado con K1H3

| HVR H1

Numeracién Kabat 1 2 3 4 5 6 7 8 9 101112 13 14 15 15 17 16 19 20 21 22 23 24 25 26 27 24 29 30 31 32 33 34 35 36 37 38 39 40 41 42 43 44
KIH3 EVQLVESGGGLVQPGGSLRLSCAAS[GFTFSSYAMS . .WVRQAPGEKSG
2H7.v16.knob EVQLVESGGGLVQPGGSLRLSCAAS\E.T FEls yBMEl. . WVRQAPGKG
Numeracién Kabat 45 45 47 4B 49 50 51 52 & 53 54 S:I“SIF;H;? 58 596&516}&3&165%‘6 G7 GE 69 70 71 72 FI P4 75 M6 TF TR VO OBD A1 B2 a b ¢ B B4
KIH3 LEWVG[A LSS SGSSTYYADSVKGRFTISRDNSKNTLYLQMNSLRA
2H7.vl6knob L E WV G|A [ . TElY KGIRFTISMDEKSKNTLYLQMNSLRA
Numeracién Kabat [ T |
85 BG6 87 BE 89 90 91 92 93 9495 96 97 93 99 woe a b ¢ d & A01 107 160 hod 195 DR 107 108 10% 010 111 162 113
KiH3 EDTAVYYCIARI. . . . . . . . .. FOYWGQGTLVTVSS
2H7.wi6knob EDTAVY YC[ARVVYYSNSYWY FDiWGQGTLVTUSSSEQIDND:ZEE

FGQGTEKVETIK
FGQGTKYE I K SEQIDNO:267



Figura 51

Cadena liviana, Kappa: Anticuerpo humanizado alineado con K4H1

[ MR L1 ]

Numeracion Kabat

1 2 3 4 5 B 7 & 9 1011 12 13 34 15 15 17 1B 19 20 31 22 23 24 35 26 27 a b ¢ d e f 28 20 30 31 32 33 3¢ 35 36
K4H1 DIVMTQSPFDSLAVSLGERATINCKSSOSVLYSSNNENYLAWY
hu40G5c DIVMTQSPDSLAVSLGERATINTCIKSS S L S KNY L AWY

Numeracién Kabat 37 36 39 40 41 42 43 44 45 46 47 48 49lsu 51 52 53 54 — 55 sslsrsa:o:a 60 61 G2 63 64 65 66 €7 68 €5 70 71
K4H1 QOQKPGQPPEKLLIYWASTHR ESIGVPDRFSGSGSGTDEF
hudG5c QQKPGQPPEKLLIYWASTHR ESIGVPDRFSGSGSGTDEF
[ HWR L3 |
Numeracién Kabat 72 71 74 75 76 77 7B 79 B0 81 BZ 83 84 85 B6 &7 BE B9 90 91 92 93 94 95 196 97 U5 99 100 101 100 103 104 105 106 107
K4H1 T LTI SSLOAEDVAVYYC[QQYYSTP .. ... .  FT|FGQGTKVETIEK
hudDGSc TLTISSLOQAEDWVAVYYC FGQGT KV E I KSEQIDND: 185

Cadena pesada: Anticuerpo humanizado alineado con K4H1

Numeracion Kabat I e |
1 2 3 4 5 6 7 8 9 1011 12 13 34 15 16 17 1B 19 20 21 22 22 24 25 26 27 I8 29 30 31 32 33 34 15 3 37 38 39 40 4 42 43 44
K4H1 EVQLVQSGAEVEKKPGASVEVSCKASIGYTFTSYYIH. WVROQAPGQG
hudDE5c E'Iu"QI.UQSG&EUKKPG&SUKUSEKASGVTFT.\"Y[H..WVRQAPGQG
N i6n Kabat | HWR HZ |
umeracion Kaba 45 45 47 48 99 50 51 52 a 53 54 55 56 57 58 59 60 6l 62 63 69 £5 66 67 68 69 70 F1 F2 73 74 75 76 77 YA 79 BO BL 82 a b ¢ 83 B4
K4H1 LEWIGWINP . . GSGNTNYAOQKFOQGIRVTITRDTSTSTAYLELSSLHRS
husoesc LEWIGWIMP . . cBlon TIRIYINE x r@c|(r BT TMD TSTSTAYLELSSLRS
Numeracion Kabat | L8 |
a5 85 E7 B 89 9D 91 92 S3 G4:95 96 9T 98 99 1o a B 10l 00 103 M4 105 108 107 106 109 1i8 110 B12 0L%
KaH1 EDTAV‘:’YCARE,.,...............FDYWGQGTLVTVSS
hudDES5c EDTAVYYCJARDSYSNYY . ., .. .......FDYWGQGTLWVTWVS SSEQIDND: 184




Figura 52A

Analisis de control de calidad
para CD20 TDB

Analisis SEC: Sin agregados

MWZ1 B8 Sig=280.4 Rat=380,100 (JUL10W0< 1310 2010.07-16 11.50.08'07 1€ 10000003 ,0)
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Figura 52B

:1CD20/CD20

Analisis MS: Solo anticuerpos
hétero-dimétricos (Knob-hole) detectados

CD20/CD3
(146098)

CD3/€ED3

I A\J

s” 145800 145900 146000 146100 146200 146300 146400

Recuentos vs. Masa deconvolutada (amu)



Figura 53A-53B

Concentraciones séricas en anti
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Figura 54A-54B
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Figura 54C-54D
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Figura 54E-54F
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Figura 55
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Figura 56A
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Figura 56B
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Figura 56C
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Figura 56D-56E
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Figura 56F
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Figura 56G
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Figura 56H
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Figura 561
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Figura 57A
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Figura 57B-57C
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Figura 58A

Respuesta a la dosis: Células B
en la sanare

N.° de células (10*6)/ml

D1 Da D15
241 E 20 £ 107 .
o ' © a® ~ i
20 - ¥ 161 v P ass . .
164 * A= = e " = —
[7)) A
— @ 421 ot o o8l
1.29 u & =] l‘ o —_— Ey —
* & ‘@ - —— =) |
O na]her —_ D 041 44 ® P
0.89 2 - 9 - 3 i '4
. * © .
L4 17'- ; 04 o 02 o
L =2
00 Tt 0 trl—r . T . e 04—

Vehiculo ﬁl‘ ﬁ @g@ ﬁg @é,_ Vehiculo . ‘ﬁg &y £y o Vehiculo ‘; é T T
CEPG: ﬁ ;ﬁg’ Q‘f {@'ﬁ ﬁgﬁjﬁ&aﬁﬂg ﬁ‘(ﬁ; éﬁ:{ @{@ﬁgﬂﬁ

]



5 .
[
S *\qﬁ
[ %.
o o
£
i
| |
m [ ] [ . | - .ﬂhﬁ.
: %
T ﬁw.
o
i
-
[ ] [ W ] =
onoIyRA

1

€ 8 3 3 & °

ozeg
/ (9x0TX) Sen[©2 ap oJownN

Figura 58B



Figura 58C-58D
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Figura 59A
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Figura 59B-59E
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Figura 60A
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Figura 60B
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Figura 60C
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Figura 60D
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Figura 60E-60F
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Figura 61A-61B
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Figura 61C
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Figura 62B
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Figura 63
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Figura 64A
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Figura 64B
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Figura 64C
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Figura 64D
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Figura 65A
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Figura 65B

100+
904
804
709
60+
50+
40+
304
204
104

-’

%0 de destruccion

ad Donante n.° 1 TDB
“> Donante n.° 1 TDB + Dex
% Donante n.° 2 TDB
<+ Donante n.° 2 TDB + Dex

10 100 1000 10000
Anticuerpos (ng/ml=)

-

0.1



Células B en la sanare

Células B en bazo

Figura 66
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Figura 67A

Células/uL en sangre (x 10

A9

Células B

1001

1002

1003

Recuento de células B/T en sangre

Células/uL en sangre (x 10

!_

FE

n_

Células T CD4

1001

1002

T
1003

Células/uL en sangre (x 10

B predosis
Dia 7

Células T CD8

!-
7
[k
54
e
3-

=
1l B
oL I ,

1001 1002 1003



Figura 67B
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Figura 67C
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Figura 67D
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Figura 68A
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Figura 68B
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Figura 69A-69B

A20-huCD20 singénico en
A | ratones Balb/c.

| ~ huCD20 >

Expresion de PD-L1 en las
células A20-huCD20

100 1

% of Max

J

10? 10! 10 103
FL2.H: FL2.Height

Vehiculo

—fy—  CD20TDB 0.5mg’kg
anti-PD-L1 10mg/kg
CD20TDB + anti-PD-L1



Figura 70
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Figura 71A-71B
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Figura 72C
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Figura 74A-74C
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Figura 75
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Figura 76A-76B
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Figura 76C
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Figura 77
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Figura 78
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Figura 80
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Figura 82
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Figura 83
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Figura 84
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Figura 85
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Figura 86
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Figura 87A-87B
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Figura 88A-88B
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Figura 89
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Figura 90A-90C
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Figura 91A-91B

A Union a las células CD8 humanas

1600

O 4D5:5P34
1400- s 405:38E4c
12004 #  4D5:40G5c
_ 10004
L
m]_
m_
.ﬂ]_
n_
1 10 100 1000 10000
Her2.TDB (ng/mil)
8 Activacion de la célula CD8+
O 4D5SP34
"-;-' & 4DEc3BE4c
=]
=] *  4[540GSe
0
B
£
o
a
L&

0.0001 0.001 01 0.1 1 10 100
Her2.TDB (ng/ml)



Figura 92A-92D
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Figura 93A-93F
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Figura 94A-94B
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Figura 95A-95C
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Figura 96A-96E
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Figura 97A-97C

A MER2-TOB Trasturemab patds
100 o Thovs  ECupM  sensitvity :umu
s 80 1 == SKBR-3 Pecho 0.5 + +
< 2 «{)~HCC-156) Pecho 1 - .
g 60 3« = KPL4 Pecho 1 . B
S 40 4 wf)~ HCC-202 Pecho 0.4 - -
g o0 5 JMT4 Pecho 13 -
o 6 == CALU-3 Pulmén 2 5
0
0001 001 01 1 10 100
HER2-TDB ng/mi
B ®  BT474-M1 parental c
s BT474-M1 resistente a T-DM1
Sensibilidad T-DM1 Sensibilidad HER2-TDB
o 120 q
x . )
3) 100 E 1
s ™ \ 0
S S
- 97 5 EC
.8 40 ) ECs 2pM
: § o« 2pm
S 20} EC,, 393 pM . =
- S . ;
0.001 00101 1 10 ober 001 01 1 10 100 1000

T-DM1 (ug/ml) HER2-TDB (ng/ml)



Figura 98
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Figura 99A-99G
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Figura 100A-100B
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Figura 101A-101B
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Figura 102A-102B
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Figura 103
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Figura 104
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Figura 105
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Figura 106
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Figura 107

Region variable de la cadena ligera de anti-RET41205.v6

DIOMTOSPSSLSASVGDRVTITCRASKSISKYLAWYOOKPGKANKLLISSGSTLOSGVPSRFSGSGSGTDFTLTISSLOPEDFATY
YCOOHNEYPWTFGOGTKVEIK (N.° DE ID DE SEC.: 620)

Region variable de la cadena pesada de anti-RET41205.v6

EVQ LVESG PG LVKPS ETLS LTCTVSGYSITSDYVWN WIRQPPG KG LE WIG YIHYSGGISYNPSLKSRVTIS RDTS KN Q FS
LKLS SVTAADTAVYYCARGNYDWAFAYWGOGTLVTVSS (N.° DE ID DE SEC.: 619)
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Figura 108A-108B
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—=— 01 = Vehiculo, qwx3, IV
—— (2 - anti-CD20xCD3 TDB (2H7-2C11 murine IgG2}, 0.5 mg/kg, gwx3, IV
——— 03 — aPD1 (8F11 DANA migG2a), 10 mg/kg, tiwx3, IP
—— 04 — aPD1 (8F11 DANA migG2a), 10 mg/kag, tiwx3, IP + anti-CD20xCD3 TDB (2H7-2C11 murine 1gG2), 0.5 mg/kg, qwx3, IV





