
 

Figure S1. HPLC purity and LC–MS characterization of FMM-66. 

  



 

Figure S2. HPLC purity and LC–MS characterization of FA-MMAE. 

  



 

Figure S3. HPLC purity and LC–MS characterization of GE137-MMAE. 

  



 

Figure S4. HPLC purity and LC–MS characterization of FMM-66-Cy5. 

  



 

Figure S5. HPLC purity and LC–MS characterization of FA-Cy5. 

  



 

Figure S6. HPLC purity and LC–MS characterization of GE137-Cy5. 

  



 

Figure S7. Chemical structure and molecular weight of GE137-MMAE, FA-MMAE, 
FA-cy5, FMM-66-Cy5 and GE137-Cy5. 

  



 

Figure S8. Receptor-blocking analysis of FMM-66-Cy5 binding to FOLR1/c-Met-co-
expressing Caov3 cells. Binding of FMM-66-Cy5 to Caov3 cells was evaluated by flow 
cytometry in the absence or presence of receptor-specific blocking agents. Cells were 
treated with vehicle, 10 μM folate to block FOLR1, 1 mg/mL telisotuzumab to block c-
Met, or a combination of folate and telisotuzumab, followed by incubation with 
increasing concentrations of FMM-66-Cy5. Cell-associated mean fluorescence 
intensity was quantified by flow cytometry. Data are presented as mean ± SEM (n = 3 
independent biological experiments). 

  



 

Figure S9. Expression profiles of c-Met and FOLR1 in ovarian cancer cell lines. 
Surface expression of c-Met and FOLR1 was evaluated by flow cytometry in Caov3, 
SKOV3, JHOS4, DOV13, A2780, and COV434 cells. (A) Representative overlaid flow 
cytometry histograms (left) and quantitative analysis of relative c-Met expression 
(right). (B) Representative overlaid flow cytometry histograms (left) and quantitative 
analysis of relative FOLR1 expression (right). Mean fluorescence intensity (MFI) 
values for each cell line are shown in the accompanying tables. Caov3 and SKOV3 
cells exhibited relatively high expression of both FOLR1 and c-Met; JHOS4 cells 
showed high FOLR1 but low c-Met expression; DOV13 cells showed high c-Met but 
low FOLR1 expression; and A2780 and COV434 cells exhibited relatively low 
expression of both receptors. 

  



 

Figure S10. Cathepsin B inhibition attenuates FMM-66-mediated cytotoxicity in 
Caov3 cells. (A) Effect of the cathepsin B inhibitor CA-074 (5 nM) on the viability of 
Caov3 cells. (B) Concentration-dependent cytotoxicity of FMM-66 in Caov3 cells in 
the presence or absence of CA-074 (5 nM). Data are presented as mean ± SEM (n = 3 
independent biological experiments). 

  



 

Figure S11. Effect of a single intravenous dose of FMM-66 on body weight in female 
SD rats. Female SD rats received a single intravenous dose of vehicle or FMM-66 at 
1.25 or 2.5 mg/kg. Body weight was monitored for 14 days after administration. Data 
are presented as mean ± SEM (n = 5 biologically independent animals per group). 

  



 

Table S1. Pharmacokinetic profiles of intact FMM-66 and the released MMAE in 
plasma and tumor tissues following a single intravenous administration of FMM-66 
(2.5 mg/kg) in Caov3 tumor-bearing mice. 

  
T1/2 Tmax Cmax AUClast 

(h) (h) (ng/mL or g) (h*ng/mL or g) 

FMM-66 
plasma 0.75 0.5 7979 2747 

tumor 4.1 1 4228 46100 

MMAE 
plasma 0.78 0.5 1255 466 

tumor 48.6 6 103.5 4290 

 

 


