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Figure 3
NB: CDR numbering according to Kabat et al (1991)

AT14-012 (2H15-1A10)
Isotype IgG, Subtype IgG3, Light chain kappa

Variable region heavy chain

Recombined from gene segments:
IGHV3-9*01

IGHD3-3*01

TGHJ4*02

AMINO ACID:

FW1l EVQVVESGGGLVQPGRSLRLSCAASGFTEFD
CDR1 DYAMH

FW2 WVRQAPGKGLEWVS

CDR2 GISWNSGSIVYADSVKG

FW3 REFTISRDNAKNSLYLQLNSLRAEDTAFYYCAK
CDR3 AVSGYYPYFDY

FWw4 WGQGILVTVSS

NUCLEOTIDE:

FW1l gaa gtg cag gtg gtg gag tct ggg gga ggce ttg gta cag cct ggc agg tce ctg aga ctc tece tgat
gca gcc tet gga ttcec acc ttt gat

CDR1 gat tat gcc atg cac

FW2 tgg gtc cgg caa gct cca ggg aag gge ctg gag tgg gtc tca

CDR2 ggt att agt tgg aat agt ggt agc ata gtc tat gcg gac tct gtg aag gge

FW3 cga ttc acc atc tcec aga gac aac gcc aag aac tcc ctg tat ctg caa ctg aac agt ctg aga gct
gag gac acg gcc ttce tat tac tgt gca aaa

CDR3 gcc gtg agt ggt tat tat ccc tac ttt gac tac
FW4 tgg ggc cag gga att ttg gtc acc gtc tcc tca

Variable region light chain

Recombined from gene segments:
IGKV4-1%01
IGKJ5*01

AMINO ACID:
FWl DIVMTQSPDSLSVSLGERATINC

CDR1 KSSQSVLYSSNNKNYLG

FW2 WYQQKPGQPPKLLIY

CDR2 WASTRES

FW3 GVPDRFSGSGSGTDFTLTISSLOAEDVAVYYC
CDR3 QQYYTTP

FW4 STFGQGTRLEIK

NUCLEOTIDE:

Fwl gac atc gtg atg acc cag tct cca gac tcc ctg tct gtg tct ctg gge gag agg gcc acc atc aac
tgc

CDR1 aag tcc agc cag agt gtt tta tac age tcc aac aat aag aac tac tta ggt

FW2 tgg tac cag cag aaa cca gga cag cct cct aag ctg ctc att tac

CDR2 tgg gca tct acc cgg gaa tcc

FW3 ggg gtc cct gac cga ttc agt gge age ggg tct ggg aca gat ttc act cte acc atc age age ctg
cag gct gaa gat gtg gca gtt tat tac tgt

CDR3 cag caa tat tat act act cct

FW4 tcc acc ttc gge caa ggg aca cga ctg gag att aaa
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Figure 4A

Caco2 BLM HLED Caco2 BLM HLSD

Non-teguced feduced

AT14-012 + g-a-h-HRP

TritonX114 lysis {50 ug of lysate on gel}
AT14-012 @ 0.5 ug/mi {1 hr}
Goat-anti-human-igG-HRP 1:10.000{0.5 h}
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Figure 4B

Caco?2 BLM HL-60

- = AT10-002
+ =  AT14-012
Figure 4C
Caco2 HL-60

\\\\\\\ aCD9 (ALB6)
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CDY EC2m4 alanine mutants

Epitope mapping {(FACs)

Figure 5B
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Figure 6A
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Figure 6C

CD9 Hi%a Ac47
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Figure 7TA
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Figure 7C
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Figure 8A

fixed not fixed
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Figure 8B
TRAP ALB& anti FLAG
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Figure 8C
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Figure 9A

AT10-002 AT14-012

Figure 9B

Primary tumor growth
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Figure 9C
unstainad AT10-002 {lambda} AT14-012 {kappa}
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Figure 9E-G
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Figure 10B
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Figure 11A
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Figure 11C
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Figure 12B
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Figure 13B
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Figure 13E
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Figure 15
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Figure 17B
CDY-EC2 CDY-EC2-m4
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Figure 18A
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Figure 18C

Gréﬁﬁl: faster égéaéiation__(ké')',ms;rlower diséaéiétipn (kd) - Mutqtiaﬁgﬁ """"" - B
ka kd: KD Heavy chain Light chain

1D5 281.8E+3 6.41E-04 2.3E-9 |H40Y -

1F5 232.8E+3 8.36E-04 3.8E-9 Y112F -

4H10 190.3E+3 1.06E-03 6.1E-9 _|H40Y L120V

10B9 267.6E+3| 6.67E-04 2.5E-9 H40Y - A45V (+silent) -

10D1 230.9E+3|  9.04E-04 3.99)  |H40Y -

Group 2: faster association (ka), faster dissociation (kd) _ Mutations: _
ka kd: KD Heavy chain Light chain

2D12 896.5E+3 4.6E-3 5.2E-9 D116H -

4D4 99.5E+3 1.6E-3 15.9E-9 - T66I - L94P

6E10 498.0E+3 3.1E-3 10.5E-9 T29N -

9ES 925.4E+3 6.1E-3 6.7E-9 D116H S28N

:GZFQ“P..?’: no clear difference e, FE— . Mutations:
ka: kd: KD Heavy chain

1C9 52.7E+3 2.2E-3 4199/ |Q3P - (+4silent)

2H10 60.7E+3 2.1E-3 33.9E-9 A24T -

9A9 48.4E+3 2.1E-3 43.4E-9 |G27R -

9D12 42.7E+3 1.1E-3 26.0E-9 S64N - V66l -

2H15 similar IS S Mutations: e
ka' kd: KD Heavy chain Light chain

1G2 33.4E+3 2.4E-3 73.0E-9 - -

1G3 33.4E+3 2.4E-3 73.0E-9 - -

1G4 33.4E+3 2.4E-3 73.0E-9 |- -

1G5 33.4E+3 2.4E-3 73.0E-9 A96G (+silent) -

dlsPROVE ............ e | ........... e o
ka kd KD Heavychain Light chain

1E3 - - - V108L -

1E4 - - - Y37C - (+silent) - A45V - K85R - G110A - G121A |-

1E5 - - - |Y117C -

1F12 - - - S62T -

2A3 - - - (+silent) - G110D - (+silent)

5B1 - - - G558 - (+silent) - A96V-T1251 -
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Figure 19A
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Figure 19C
MelWBO ATI002 vs ATI42
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Figure 19C continued
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Figure 19D
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