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Supplementary Tables.

Table S1. Summary of status of tumors used in cell line and patient-derived xenograft models.
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Table S2. SYD985 and T-DM1 IC50, 95% confidence interval and % efficacy values from the in vitro cytotoxicity assays as depicted in Figure 1B.
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Table S3. Pharmacokinetic parameters for ADC (SYD985 and T-DM1) in BT-474-tumor-bearing mice after a single i.v. bolus injection of ADC.
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Supplementary Figure Legends.

Figure S1. In vitro cytotoxicity. Comparison of two batches of T-DM1. Four tumor cell lines were treated for 6 days with T-DM1 EU batch N0001B02 or US batch 535405. Induction of cytotoxicity was quantified by measuring the percentage of cell survival
Figure S2. A-G HER2 expression in BT-474 (A.) and breast cancer patient derived xenografts (B-G). Tumors were stained with the primary Ab anti-HER2/neu (4B5) rabbit monoclonal on a Discovery automated platform (Ventana-Roche). 

Figure S3. HER2 cell surface expression quantified on a panel of 8 cell lines using the DAKO Qifikit. HER2 binding sites were saturated with mouse anti-human HER2 MAB1129.

Figure S4. In vitro cytotoxicity. A) Induction of cytotoxicity by seco-DUBA quantified after 6 days for the NCI-N87 and UACC-893 cells and after 12 days for the MDA-MB-175-VII and ZR-75-1 cells. B) Lack of trastuzumab cytotoxic response on the UACC-893 cells treated for 6 days with trastuzumab and SYD985. C) Intact ADC (SYD985 conjugated antibody) concentrations of 100 µg/ml SYD985 after 96 hrs incubation at 37°C in human plasma with increasing concentrations of recombinant mouse carboxylesterase 1c  (mCES1c) (± SEM, n=2).  D) SYD985 and T-DM1 lack cytotoxic activity on HER2-negative NCI-H520 cells measured after 6 days of treatment.


Figure S5. In vitro bystander killing. (A) Cytotoxicity induced on HER2-positive, HER2-negative and co-cultured cells after 12 days of treatment with 1 g/ml of ADCs or 10 nM of active toxin using the CellTiter-Glo luminescence assay. Percentage survival was calculated related to untreated cells (B.) Cytotoxicity induced by different ratios of co-cultured HER2 3+ SK-BR-3 and HER2 0 NCI-H520 cels after treatment of 6 days with 1 µg/ml of ADCs or 10 nM of active toxin, quantified by measuring the percentage of cell survival.

Figure S6. Mean ADC (SYD985 conjugated antibody) concentrations in plasma in carboxylesterase CES1c knock-out (-/-) , CES1c heterozygeous (+/-) and CES1c wild type (+/+) mice, after single i.v. bolus injection of SYD985 at 5 mg/kg (+/- SEM, n = 3).
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T-DM1 ADC 1 67 15 16 527 1.8 120

ADC 5 141 99 106 2970 1.7 198

SYD985 ADC 1 9.5 17 17 54.9 18.2 92.9

ADC 3 55 50 59 151 19.7 201.8
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Figure S1.
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Figure S2.
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Figure S3.
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Figure S4.
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Figure S5.
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Figure S6.
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Model Type HER2 FISH HER2 IHC ER/PR

BT474 CDX + 3+ +

MAXF 1162 PDX + 3+ -

ST313 PDX - 2+ +

HBCx-34 PDX - 2+ +

MAXF 449 PDX - 1+ -

MAXF MX1 PDX - 1+ -

HBCx-10 PDX - 1+ -
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Cellline HER2 level

SYD985 T-DM1

IC50 

(ng/ml)

95% CI

% 

efficacy

IC50 

(ng/ml)

95% CI

% 

efficacy

SK-BR-3  3+ 6.9 6.5 to 7.3 99 15.7 14.7 to 16.9 98

UACC-893 3+ 54.1 49.1 to 59.6 93 35.9 33.6 to 38.3 88

NCI-N87 3+ 24.5 23.0to 26.0 94 44.9 41.3to 48.7 91

SK-OV-3 2+ 32.4 30.2 to 34.8 86 112 66.4 to 189 72

MDA-MB-

175-VII

1+ 67.4 37.4 to 121 94 314 201 to 490 93

ZR-75-1 1+ 14.9 10.8 to 20.6 61 >1000 89

SW-620 0 >1000 34 >1000 29

NCI-H520 0 >1000 66 >1000 81


