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LEGENDS TO SUPPLEMENTARY FIGURES 
 

Figure S1. Summary of primary screens. Hits identified from 2567 clones against 520 kinase genes 

against p53-mutant Her2+ tumorspheres only, tumorsphere plus monolayer or monolayer only. Hits on 

tumorsphere only and on both tumorsphere and monolayer cells were selected for further validation.  

Figure S2. Validation screens with hits in sphere only and double hits in both sphere and 

monolayer. A, Comparison of cell viability by MTT assay after target gene knockdown between 

primary screen and validation screen. B, Comparison of tumorsphere formation after target gene 

knockdown between primary screen and validation screen. Lenti-shRNA clones used for validation 

were freshly re-made. The screens were performed in duplicates and averages are shown. C, Cell 

viability of mammary epithelial cells (HC11) by MTT assay following shRNA transduction. Values 

represent percentage mean (n=3) ± SD. ShRNA that reduced viability of HC11 cells by >25% relative 

to GFP control were excluded.   

Figure S3.  Expression of kinase hits in primary and secondary Her2/Neu tumor cells (1). Arrows 

indicate kinases that were selected for additional analysis.  

Figure S4.  Effects of autophagy inhibitors on HER2+ mouse and human breast cancer cell lines. 

A, Western blot for LC3 in Her2/Neu-monolayer cells after CQ treatment. B, Effects of autophagy 

inhibitors CQ and 5-MA on Her2/Neu tumorsphere formation and growth of HER2+ HCC1954 and 
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SKBR3 breast cancer cell lines. * P<0.05, ** P<0.001 (student t-test). C, Representative AnnexinV 

flow cytometry profile of Her2/Neu monolayer cells treated for 5 days with indicated concentrations of 

CQ. D, Levels of apoptotic Neu-monolayer, HCC1954 or SKBR3 cells treated with CQ or 5-MA 

relative to control vehicle (DMSO) treated cells.  

Figure S5.  Representative images of HCC1954 and SKBR3 HER2+ BC cells transduced with 

indicated lenti-shRNA against human Tbk1 or lenti-GFP. Original magnification 100x. 

Figure S6.  IC50 of indicated drugs on Her2/Neu-monolayer, SKBR3, HCC1954 or JIMT1 cells 

A, IC50 values. B, Graphic presentation of IC50 for indicated cell lines (n=4). 

Figure S7. Pharmacokinetic analysis of TBK1-II. Top, structure of TBK1-II. Bottom, indicated 

amounts of TBK1-II were injected intravenously (IV) or intraperitoneally (IP) into NOD/SCID mice 

and serum TBK1-II levels were determined in triplicate by HPLC at the indicated time points. The half 

time for TBK1-II by IV was 113 minutes, bioavailability was 38% by IP (corrected for dose), and 

plasma concentration was ~1 µM up to 3 h after 30 mg/kg IP dose. 

 

SUPPLEMENTARY TABLES 

Table S1. List of hits on tumorspheres only.  

Tables S2a-b. List of hits on both tumorsphere and monolayer.  

Table S3. List of hits on monolayer only.  

Table S4. Genes/pathways that are upregulated in TBK1-II treated cells (A) or upregulated in 

untreated cells (B).   


