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SUPPLEMENTARY METHODS 

Tumor immunohistochemistry 

Fresh tumors were fixed for 24-36 hrs in 10% neutral buffered formalin, rinsed in water and 

stored in 70% ethanol, prior to paraffinization. For mesothelin IHC, slides were deparaffinized in 

four changes of xylene, rehydrated through graded alcohol and put in distilled water. Sections 

were pretreated using heat-mediated antigen retrieval for 20 min. Sections were blocked with 

hydrogenperoxidase for 10 min to quench endogenous peroxidase activity, and blocked with 

serum for 20 min, prior to overnight incubation with the primary antibody MN. Sections were 

then incubated with a biotin-conjugated mouse Ig as a secondary antibody for 30 min followed 

by HRP conjugated streptavidin for 30 min. Tissue sections were visualized by DAB (brown) 

precipitate and counterstained with hematoxylin. Finally, slides were dehydrated, cleared and 

mounted. All incubations were done at RT and TBS-T was used as washing buffer. For cleaved 

caspase 3, the same protocol was followed, except for the use of the avidin/biotin complex 

(ABC) kit for the secondary antibody and avidin-biotin incubations.  
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SUPPLEMENTARY FIGURE LEGENDS 

Figure S1. Representative flow cytometry scatter dot plots and required gating steps for 

quantifying the uptake of RG7787-Alexa647 in KLM-1 tumors 

A: SYTOX Dead Cell Stains allows to gate out viable cells from a representative dissociated 

KLM-1 tumor. B: In the subpopulation of viable cells, cell doublets are excluded. C: CD71+ 

cells (=human KLM-1 tumor cells) are gated out of the subpopulation of viable single cells. D: 

Based on the Alexa-647 background signal in the CD71+ cells of an untreated tumor (not 

shown), a gate is set and the percentage of Alexa-647+ cells in an RG7787-Alexa647-treated 

tumor is determined.  

 

Figure S2. Mesothelin IHC staining of KLM-1 tumors 

A: Untreated KLM-1 tumors stain strongly for mesothelin. B-D: Mesothelin expression is not 

affected by treatment with RG7787, paclitaxel or both. IHC was done by Histoserv, Inc. 

according to a standard protocol. Representative pictures (10X) are shown. 

 
 


