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Supplementary Figures 

Supplementary Figure 1.  Schematic of two-step cloning method to establish double-targeting 

CRISPR gRNA1 and gRNA2 were separated with BsmBI cutting site and synthesized into one 

oligo to be cloned into BsmBI digested lentiCRISPR-v2 vector. Further gRNA1 and gRNA2 in 

plasmids were separated by BsmBI digestion. Oligo synthesized containing trcRNA and tRNA 

was further cloned in between the two gRNAs to form the double-targeting CRIPSR construct. 

   

                                      

 

 

 

 



Supplementary Figure 2. Data normalization. The background correction was performed by 

subtracting the median counts of double gRNAs targeting nontargeting controls (gCtrl-gCtrl) for each 

sample separately. 

 

 

                                

 

 

 

 

 

 

 

 

 

 



Supplementary Figure 3. Validation of selected no-synergistic genes with cell proliferation assayA-B. 

Selected 7 genes were targeted by relative sgRNAs with single CRISPR-Cas9 system in HEK293/H1299-

sgTAZ or HEK293/H1299-sgCtrl cell lines. Cells were plated in triplicate into 24-well plates. The next 

day (T0) and 14 days (T14) post plating, cells were harvested and cell numbers were counted by Flow 

Cytometry. The relative fold change between T14 and T0 of each cell line to that of 

sgCtrl cell line was calculated and presented as mean ±SD (n=3). 

    

 

 

 

 

 



Supplementary Figure S4. Validation of MCL1 and TAZ interactions with inhibitors 

A-B. H1299 or A549 cells were treated with MCL1 inhibitor S63845 alone or together with 

Verteporfin to target TAZ at relative concentrations mentioned in the figure for 3 days. Then cell 

viability was measured through CellTiter-Glo (Promega), the rate of inhibition or viability was 

further calculated based on the measured values of control (DMSO) and those treated with drugs. 

Results were presented as mean ± SD (n=3). “*” represents the differences between cells 

treated with DMSO and combinational drugs are significant with P < 0.05. 

 

 

 

 

 

 

 

 

 

 

 



Supplementary Figure 5. Full blots of cropped blots used in Figure 1B & 1C. Parts of the blots 

used in figure are highlighted in square. 
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