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Ex Vivo Validation Side Study 

To confirm EMI-137 binding specificity, we performed in vitro experiments using two human 

colorectal cell lines: one with high c-Met overexpression (HT-29) and one with negative c-Met 

expression (SW-480) as a control. Cells were cultured in Gibco RPMI medium with 10% fetal calf 

serum (Bodinco BV, Alkmaar, The Netherlands). Cell lines were tested to be mycoplasma free by 

short tandem repeat profiling at Eurofins Genomics (Germany) and were kept in culture for a 

maximum of 50 passages. Briefly, c-Met membrane expression levels were analyzed in both cell 

lines by immunohistochemistry using a c-Met specific mouse-monoclonal antibody (sc-514148 

clone D-4, Santa Cruz Biotechnology). Fluorescence microscopy was performed as a qualitative 

visual comparison and to demonstrate EMI-137 binding location at a microscopic level. 

Fluorescence-activated cell sorting (FACS) analysis was performed to confirm the specificity of 

the tracer and to measure its binding affinity to the c-Met receptor by a binding and blocking 

experiment.  

C-Met membrane expression levels were analyzed in both cell lines by 

immunohistochemistry using a c-Met specific mouse-monoclonal antibody (sc-514148 clone D-4, 

Santa Cruz Biotechnology). For this purpose, cells were incubated in a 1:500 dilution for 1 hour at 

room temperature. Western blotting was performed to confirm the qualitative c-Met expression on 

a protein level, as reported previously. (17) The cells were incubated overnight at 4C with the 

same antibody (sc-514148) in a 1:500 dilution and a mouse anti-actin monoclonal antibody (Clone: 

C4, MP biomedicals, Santa Ana, CA, USA) in a 1:10.000 dilution as a control. A secondary 

antibody was used to incubate the membrane (rabbit anti mouse-HRP, DAKO, Santa Clara, CA, 

USA) in a 1:1.500 dilution for 1 hour.  

Subsequently, fluorescence microscopy was performed as a qualitative visual comparison 

and to demonstrate EMI-137 binding location at a microscopic level. After seven hours incubation 

in a serum-free phenol-red free RPMI medium at 37C, cells were washed with 4C PBS and 
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detached using a Gibco PBS-based enzyme-free cell dissociation buffer at room temperature. 

Cells were incubated with 10g of EMI-137 or with medium alone as internal control at 37C for 

five minutes. The cells were concentrated after washing steps using a cytospin and stained with 

100l of modified Kaisers glycerin in combination with a 0.5g/ml Hoechst nuclei staining. 

Fluorescence microscopy was performed at a 63x magnification with fixed settings using a 

DM6000 fluorescence microscope coupled to a DFC360FX camera (Leica Microsystems, Wetzlat, 

Germany).  

Fluorescence-activated cell sorting (FACS) analysis was performed to confirm the 

specificity of the tracer and to measure its binding affinity to the c-Met receptor. Both cell lines 

were prepared as described previously and subsequently incubated with four different 

concentrations of EMI-137 (0.5, 5, 50 and 500nM) in room temperature for 20 minutes. (17) In 

addition, blocking of the c-Met receptor was performed using the non-fluorescent unlabeled 

peptide (AH111972) in concentrations of 50nM, 500nM, 5M and 50M to demonstrate binding 

affinity. FACS-analyses were performed using the Accuri C6 flow cytometer (BD Biosciences, San 

Jose, CA, USA). Data analysis was performed using BD Accuri C6 software version 1.0.264.21. 

All of the above described experiments were repeated in triplicate for both cell lines. 
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SUPPLEMENTAL FIGURES 

 

SUPPLEMENTAL FIGURE 1. In vitro experiments. (A) c-Met staining and fluorescence 

microscopy of the SW-480 (minimal c-Met expression) and HT-29 (high c-Met expression) 

colorectal cancer cell lines, showing clear c-Met overexpression and specific binding of EMI-137 

in the HT-29 cell line. (B) Western Blot analysis confirming high c-Met expression in the HT-29 

cell line and minimal-to-negative c-Met expression in the SW-480 cell line. (C) Flowcytometry of 

both cell lines using increasing concentrations of the unlabeled peptide (AH111972) and EMI-137, 

showing blocking of the c-Met receptor by the unlabeled peptide (AH111972 + EMI-137, light 
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grey), while EMI-137 only binds to the c-Met expressing HT-29 cell line (dark grey). Error bars 

represent median values with interquartile range. All experiments were performed in triplicate. 


