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Figure 1. CELsignia Analysis Uses Biosensor to Quantify Signaling Activity in Real-Time in Live Cells
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Figure 3: Neratinib and tepotinib reduce xenograft tumor growth in OvC cells with hyperactive c-Met

and ErbB signaling
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Figure 5: CELsignia analysis identifies OvC patients with hyperactive c-Met and ErbB signaling
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Cell Lines: The ovarian cancer cell lines used in this study (listed in Table 1) were maintained according to ATCC
recommendations and authenticated by ATCC.

Tissue Specimens: A training set of de-identified ovarian cancer tissue specimens was obtained from 19 patients
(patient characteristics are lsted in Table 2). Methods for tissue extraction and primary cell culture were based on
(Laing et al. 2016, 2017)
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These results show that neratinib and tepotinib induce significant tumor reduction in an OVCAR4

xenograft model found by the CELsignia test to have hyperactive ErbB and c-Met signaling.

Figure 4: Establishment of ovarian cancer primary cultures for CELsignia analysis
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(A) Table showing HER receptors expression (FACS stain index) and CELsignia responses: HER1 signaling (EGF activation),
HER3 signaling (NRG activation), HER? signaling (CELSignia HER? Test score), c-Met (HGF activation). FACS reference
ranges for Her2 expression: SKBR3 (IHC 3+; 408); MDA-L75 (IHC 1+; 66); MDA-231 (IHC 0; 13).

(B) Plot showing lack of correlation between HSF score and HER? expression (FACS stain index).
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4 ng/ml HGF) with or without an antagonist (24, a HER2 dimerization inhibitor; neratinib, a pan-HER inhibitor;
o tepotinib, a c-Met kinase inhibitor) was measured and quantified using an xCELLigence impedance biosensor
(Agilent Technologies). Signaling activity above a previously established cut-off value (250 signaling units) was used
toidentify abnormal levels of EGFR, HER2, and c-Met signaling activity. A HER2 Signaling Score, reflecting NRG and
EGF responses that can be attenuated by 2C4, was calculated as was previously described (Laing et al. 2016, 2017)
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1.3 of 18 OVC cell lines (OVMANA, OVACR3, OVCARA) have hyperactive c-Met and/or ErbB signaling
2. Hyperactive ErbB signaling does not correlate with HER1-4 expression

3. Neratinib significantly attenuates NRG and EGF response

4. Tepotinib significantly attenuates HGF signaling response

These results show that :
1. Primary cultures are enriched for epithelial cancer cells present in the original OvC tissue.
2. HER2 is expressed at low levels in all specimens tested.
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