ANTICUERPO RETRO-MUTACIONES SEQ ID NO EXPRESION FAB Tm TINCION DE HPB-
VH / VL CADENAS TRANSITORIA (°C) ALL CON
P/L (mg/L) RELACION A
QUIMERA OKT3
OKT3 N.A. 25/26 20 80.7 +++
QUIMERICO
VH/VL -/- 27/39 50 88.1 -
VH/VL2 |-/ M4L 27/41 47 90.6 -
VH/VL3 |-/ M4L- F71Y 27/42 43 89.8 +
VH1/VL1 |A49G/F71Y 28/40 22 90.1 -
VH1/VL2 |A49G/ M4L 28/41 42 90.5 -
VH1/VL3 |A49G/ M4L-F71Y 28/42 40 90.7 +
VH2/VL1 |134M-A49G/ F71Y 29/40 51 89.5 -
VH2/VL2 |134M-A49G/ M4L 29/41 43 90.1 -
VH2/VL3 |134M-A49G/ M4L- F71Y 29/42 42.5 89.5 +
VH3/VL1 |A49G-A71T/F71Y 30/40 335 89.7 -
VH3/VL2 |A49G-A71T/ M4L 30/41 42 90.4 -
VH3/VL3 | A49G-A71T/ M4L- F71Y 30/42 56.5 89.8 +

FIG. 1A




ANTICUERPO

RETRO-MUTACIONES SEQ ID NO EXPRESION FAB Tm TINCION DE
CADENAS TRANSITORIA (°C) HPB-ALL'CON
P/L (mg/l) RELACION A
QUIMERA OKT3
VH4/VL2 134M-A49G-A71T/ M4L 31/41 20 88.4 +7+
VH4/VL3 134M-A49G-A71T/ M4AL-F71Y 31/42 34 88.7 + +
VH5/VL2 134M-A49G-I69L-A71T-T73K/ M4L 32/41 40 87 ++
VH5/VL3 134M-A49G-I69L-A71T-T73K/ M4L-F71Y 32/42 36 87.2 + +
VH5/VL4 134M-A49G-I69L-A71T-T73K/ M4L-L46R-L47TW-F71 Y 32/43 12 80.3 +++
VH5/VL6 134M-A49G-I69L-A71T-T73K / M4L-LA6R-L47W-F7 1Y- 32/45 15.6 78.6 +++
P96F
VH5/VL7 134M-A49G-I69L-A71T-T73K / M4L-V33M-A34N-F7 1Y- 32/46 354 84.1 ++
P96F
VH6/VL3 134M-V48I1-A49G-169L-A71T-T73K/ M4L-F71Y 33/ 42 23 88.3 ++
VH6/VL4 134M-V48I1-A49G-169L-A71T-T73K/ M4L-L46R-L47 W- 33/43 14 80.8 +++
F71Y
VH6/VL5 134M-V48I1-A49G-169L-A71T-T73K/ M4L-V33M-A34 N- 33/44 26 86.1 ++
F71Y
VH6/VL6 134M-V48I1-A49G-169L-A71T-T73K / M4L-L46R-L4 7W- 33/45 14.8 79.1 +++
F71Y-P96F
VH6/VL7 134M-V48I1-A49G-169L-A71T-T73K / M4L-V33M-A3 4N- 33/46 32 85.3 ++

F71Y-P96F

FIG. 1B



ANTICUERPO RETRO-MUTACIONES SEQ ID NO | EXPRESION FAB Tm TINCION DE
CADENAS | TRANSITORIA (°C) HPB-ALL CON
P/L (mg/l) RELACION A
QUIMERA OKT3
VH6/VL8 134M-V48I1-A49G-169L-A71T-T73K /M4L-L46R-L47 W- 33/47 7 80.6 +++
R66G-F71Y
VH7/VL3 134M-A49G-R58N-169L-A71T-T73K/ M4L-F71Y 34/42 21 86.1 ++
VH7/VL4 134M-A49G-R58N-169L-A71T-T73K/ M4L-L46R-L47 W- 34/43 25 80.5 +++
F71Y
VH7/VL5 134M-A49G-R58N-169L-A71T-T73K/ M4L-V33M-A34 N- 34/44 26 84.12 ++
F71Y
VH8/VL4 134M-V481-A49G-R58Y-169L-A71T-T73K / M4L-L4 6R- 35/43 7 80.9 +++
L47W-F71Y
VH8/VL8 134M-V481-A49G-R58Y-169L-A71T-T73K / M4L-L4 6R- 35/47 23 83.5 +++
L47W-R66G-F71Y
VH9/VL8 134M-V481-A49G-R58Y-G65S-169L-A71T-T73K / M4L- 36/47 13 82 +++
L46R-L47W-R66G-F71Y
VH10/VL4 | 134M-V481-A49G-R58Y-G65S-F67A-I69L-A71T-T73K / 37/43 7 78.6 +++
M4L-L46R-L47TW-F71Y
VH10/VL8 | 134M-V481-A49G-R58Y-G65S-F67A-I69L-A71T-T73K / 37/47 10 80.4 +++
M4L-L46R-L47W-R66G-F71Y
VH11/VL4 | 134M-V481-A49G-R58Y-I69L-A71T-T73K-N82aS/ M4L- 38/43 8 80.3 +++
L46R-LA7TW-F71Y
VH11/VL8 | 134M-V481-A49G-R58Y-I69L-A71T-T73K-N82aS / M4L- 38/47 15 82.3 +++

L46R-L47W-R66G-F71Y

FIG. 1C
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FUSION DE scFv-Fc | SEQ ID EXPRESION scFv Tm TINCION DE HPB-ALL CON
NO TRANSITORIA| (mg/L) | (°C) RELACION A QUIMERA OKT3

OKT3 DE RATON 52 0.35 - ++

VH5-VL3 53 21 71.2 +

VH6-VL4 54 29 65.3 ++

VH6-VL5 55 27 71.2 ++

VH8-VL4 56 28 66.4 +++

VH8-VL8 57 28 69.2 +++

FIG. 1E
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ANTICUERPO RETRO-MUTACIONES SEQ IDNO |[FORMATO | EXPRESION SPR-UNION A PROTEINAS 1-
VH/VL CADENAS TRANSITORIA 26_Fc EPSILON CD3 DE HUMANO/
P/L (mg/L) MONO CYNOMOLGUS
SP34 QUIMERICO N.A. 62/63 IgG1 7 ++++
VH1/VL1 -/- 64/69 lgG1 8 +
VH1/VL2 -/Q89A 64/70 lgGL 1 ++++
VH1/VL3 -8P DELETADO 64/71 IgGLL 0.5 -
VH1/VL4 -8P-Q89A DELETADO 64/72 IgG1 0.5 ++++
VH1/VL5 -/A21-Q89A 64/73 lgG1 2.6 ++++
VH1/VL6 -IF44P-Q89A 64/74 lgGL 0.9 ++++
VH1/VL7 -/A21-F44P-Q89A 64/75 IgG1] SIN EXPRESION NO PROBADO
VH1/VL8 -IL66G-Q89A 64/76 lgG1 0.8 +
VH1/VL9 -/A21-L66G-Q89A 64/77 IgG1| SIN EXPRESION NO PROBADO
VH1/VL10 -[F87Y-Q89A 64/78 lgG1 6 ++++
VH1/VL11 -/L66G-D69T-Q89A 64/79 lgG1 0.8 +
VH1/VL12 -/D69T-Q89A 64/80 lgG1 1.5 ++
VH1/VL13 -/IS25A/Q89A 64/81 lgG1 1 +++
VH1/VL14 -/G46L-Q89A 64/82 lgGL 3 -
VH1/VL15 -/E38Q-Q89A 64/83 lgG1 3 ++++
VH1/VL16 -/A21-D69T-Q89A 64/84 IgG1] 0. +
VH1/VL17 -IA21-S25A-Q89A 64/85 lgG1L 1 ++
VH1/VL18 -IA21-Q89A-Q100G 64/86 lgG1 1 ++
VH1/VL19 -/A21-D69T-F87Y-Q89A 64/87 IgG1 0.2 +
VH1/VL20 -/A21-E38Q-D69T-F87Y-Q89A 64/88 IgG1 | SIN EXPRESION sion| NO PROBADOsted
VH1/VL21 -/A21-F87Y-Q89A 64/89 lgG1 8 ++++
VH1/VL22 -IA21-E38Q-F87Y-Q89A 64/90 lgG1 2 +++

FIG. 2A




FUSION DE RETRO-MUTACIONES SEQ ID NO | FORMATO |EXPRESION SPR-UNION A PROTEINAS
ScFV-Fc VH/VL CADENAS TRANSITORIA 1-26_Fc EPSILON CD3 DE
P/L (mg/L) HUMANO/MONO

CYNOMOLGUS

VH2/VL21 G65S /A2] -F87Y-Q89A 91 scFv-Fc| 5 +++

VH3/VL23 G65S-W100eY /A2I-F87Y-Q89A-WIlF 92 scFv-Fc| 10 ++

VH4/VL23 G65S-W100eF /A21-F87Y-Q89A-W91F 93 scFv-Fc| 5.5 ++++

VH5/VL23 W100eY/A2I-F87Y-Q89A-WI1F 94 scFv-Fc | 15 +H

VH1/VL24 -IA21-T27A-G27aA- F87Y-Q89A 349 SCFVFC | SIN EXPRESION | NO PROBADO

VH1/VL25 -[A21-V27cA-T28A- F87Y-Q89A 350 scFvFc | 4 -

VH1/VL26 -/A21-T29A-S30A- F87Y-Q89A 351 scFvFc 12 H++

VH1/VL27 -/A21-N31A-Y32A- F87Y-Q89A 95 scFv-Fc | 2 -

VH1/VL28 -/A21-N52A-K53A- F87Y-Q89A 96 SCFv-FC | SIN EXPRESION 1 | NO PROBADO

VH1/VL29 -/A21-R54A-P56A- F87Y-Q89A 97 scFv-Fc | 4 -

VH1/VL30 -/A21-Y92A-S93A- F87Y-Q89A 98 scFv-Fc| 2 +

VH1/VL31 -/A21-N94A -F87Y-Q89A 99 scFv-Fc | 2 ++

VH5/VL32 W100eY/A2I-T29A-S30A-T51A-F87Y-Q89A- | 100 scFv-Fc | 25 ++++

WOI1lF

FIG. 2B
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FIG. 7G
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FIG. 7J

ANTICUERPO 9G7

ANTICUERPO DE MEJOR -

ANTICUERPO DE MEJOR -

HUMANO AJUSTE 9G7 HUMANIZADO | MARCO 9G7 HUMANIZADO
HC/LC SEQ ID NO 126/127 124/128 131/132
NIVELES DE EXPRESION 20 11 17
TRANSITORIA (mg/l)

CD38 HUMANO KD 0.4 0.5 04

(nM)

MONO CYNOMOLGUS KD 1 3.2 1

CD38

(nM)

FAB Tm (°C) 82.2 94 89.2




FIG. 8
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FIG. 11

50.- DAUDI

100+

Gy
Y S
10 10+ 102 10° 102

CONCENTRACION  (nM)

A ANTICUERPO DE BEAT CD38-767/CD3

w SIN CONTROL DE ANTICUERPO



EHA 3d F1aVIFVA OININOA NIS

[(+)v] EHA 0DdVIN @

[(+) vl €HO 1961 @
[() vIeHO €9B1 §

{
I

:

(zeddeyq-pedS)
3e@D-Nuy

SEdD-Huy

¢l "Old

.

N Y
]
]

]

(¥€dS) 3cdD-nuUy

gedO-nuy

v




% DE CITOTOXICIDAD ESPECIFICA

1001

34
<

FIG. 13

DAUDI

n
<

*

| 1
10°° 10* 102 10°

CONCENTRACION  ( nM)

L}
102

@ ANTICUERPO BEAT CD38-9G7 DE MEJOR AJUSTE/CD3 (SP34)

¥ SIN CONTROL DE ANTICUERPO
& ANTICUERPO DE CONTROL DE ISOTIPO



% DE CITOTOXICIDAD ESPECIFICA

1001

34
<

FIG. 13

DAUDI

n
<

*

| 1
10°° 10* 102 10°

CONCENTRACION  ( nM)

L}
102

@ ANTICUERPO BEAT CD38-9G7 DE MEJOR AJUSTE/CD3 (SP34)

¥ SIN CONTROL DE ANTICUERPO
& ANTICUERPO DE CONTROL DE ISOTIPO



DIF. RESP. (RU)

FIG. 14

BEAT CD38/CD3(SP34-Kappa2)

PROTEINA DE FUSION
1-26_Fc EPSILON CD3
HUMANA

500

400 SUPERFICIE DE LA ASTILLA

300

200

100

0 100 300 500 700 9200

TIEMPO



201
L

(WU)  NorovaLNaINDD
o0l z0l )
1 1

OdI10SI 3d T041NOD 3d Odd3INJILNV ’

Od¥3NJILNY 3A TOMLNOO NIS A&

(zeddey-ye£dS) £ao/aLsncy v
YOr3an 3a 296-8AdD 1v3g OdYINIILNY

&

1anvda

GT "OlI4

o-0L

T
o
nH

-001

Vv314193dS3 avaldIXoLloLld 3d %



FIG. 16

RDL EN CELULAS RAJI - MEDIA DE 2 DONADORES
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