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Figure legends (Supplemental) 

Supplementary Figure S1 
Analysis of PDAC tumors from the ICGA and TCGA datasets suggests that lower 

KMT2C and KMT2D expression may correlate with improved patient survival. A, 

Percentile cut-off plots to determine the best threshold percentile for determining high 

and low expression groups. B, KM survival analysis to assess the prognostic value of 

combined KMT2C/D expression in the ICGC dataset. C, KM survival analysis to 

assess the prognostic value of KMT2D, KMT2C, and their combined expression in 

TCGA dataset. Numbers on the x-axis represent years. 

Supplementary Figure S2 

Expression of KMT2D and KMT2C, where KMT2C depletion by targeted siRNAs 

had a significant impact upon cell proliferation and cell cycle. A, KMT2D expression 

was detected by Western Blot across eight human cell lines derived from primary 

tumors (PANC-1, BxPC-3, Capan-2), metastatic tumors (SUIT-2, CFPAC-1, RWP-1, 

COLO 357) and an immortalized pancreatic ductal epithelium (HPDE). B, Fold 

changes in KMT2D (blue circles) and KMT2C (red squares) mRNA expression 

relative to 18S rRNA were detected by RT-qPCR across the eight cell lines. Data 

shown are mean values from technical triplicates. C, RT-qPCR analysis confirming 

reduced expression of KMT2C mRNA relative to 18S rRNA for the three KMT2C 

siRNAs at 72 hours post-transfection across three cell lines (PANC-1 (black circles), 

SUIT-2 (red triangles) and COLO 357 (blue squares)). Data shown are normalized 

mean values from technical triplicates. D, KMT2C mRNA depletion by targeted 

siRNAs negatively impacts upon cell proliferation, where the number of cells at 72 

hours post-transfection with the three KMT2C siRNAs was significantly reduced 

(One-way ANOVA with Dunnett’s post-hoc analysis, * p < 0.05, ** p < 0.01, *** p < 

0.001). Data shown are mean values for three replicate wells performed on the same 

day ± SD for control siRNA (gray), KMT2C siRNA1 (blue), KMT2C siRNA2 (red) 

and KMT2C siRNA3 (green). E, Cell-cycle profile analysis from the PANC-1 cells 

over 168 hours at 24-hour intervals following KMT2D knockdown showing that the 

cells retained in the G0/G1 fraction begin to undergo apoptosis. 
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Supplementary Figure S3  
Confirmation of KMT2C and KMT2D knockdown by siRNA at the exon level in 

RNA-seq data. Expression, normalized counts and exon usage data for KMT2D (A) 

and KMT2C (B) were derived from DEXseq R Bioconductor package following 

treatment with siRNAs that confirms reduced targeted gene expression. 

Supplementary Figure S4  

Correlations in RNA-seq data between the multiple siRNAs for each gene. All 

sufficiently quantified genes were used for the overall correlation between different 

siRNAs. 

Supplementary Figure S5  
Changes in RPKM expression for selected genes identified by RNA-seq, and global 

levels of H3K4 methylation, following depletion of KMT2D or KMT2C by siRNA. A, 

RNA-seq RPKM data for four of the 19 commonly DE genes, each increased 

following KMT2D or KMT2C siRNA treatment. B, RNA-seq RPKM data and 

Western blot analysis for the decrease in ABCB1 expression across the cell lines 

following treatment with KMT2D siRNAs. A third siRNA was cropped from the 

images. C, Western Blot analysis for H3K4 methylation at 48 and 120 hours 

following transfection with KMT2D, KMT2C, or control siRNAs in PANC-1 cells. 

Supplementary Figure S6  
Correlations of gene expression and patient survival. A, KM survival analysis from 

the ICGC (upper panel) and TCGA (lower panel) datasets to show significant 

negative correlations of patient survival with high and low expression of CDKL1 and 

EIF2AK4. B, Significant positive correlations between NCAPD3 and KMT2C/D 

combined expression levels in both ICGC and TCGA datasets. The Pearson’s 

correlation coefficient and associated p-values are shown for each set. C, KM survival 

analysis to show the gene expression with overall survival in two additional PDAC 

datasets, Stratford and BCI_Zhang_merged, for NCAPD3, CDKL1 and EIF2AK4. 

Note that NCAPD3 showed significant negative correlation between expression and 

overall survival in both sets.  

Supplementary Figure S7  
Depletion of Kmt2d and Kmt2c does not affect the viability of murine pancreatic 

cancer cells, and Kmt2c depletion does not affect sensitivity to 5FU. A, Cell viability 



Dawkins et al.,                 KMT2C and KMT2D in Pancreatic Ductal Adenocarcinoma 

3 

was examined by WST-1 at 72 hours post-transfection. Data shown are from mean 

OD values for 15 replicate wells performed across several days ± SD for 

untransfected (black), control siRNA (gray), Kmt2d siRNA1 (blue), and Kmt2d 

siRNA2 (red). B, RT-qPCR analysis showing that the two Kmt2c siRNAs reduce 

Kmt2c mRNA expression in three murine cell lines derived from KC (DT6585 (red 

triangles) and DT6606 (black circles)) and KPC (TB32043 (blue squares)) models of 

PDAC. C, Kmt2c siRNAs alone do not have an impact upon cell viability compared 

to cells not transfected. Data shown are from mean OD values for 15 replicate wells 

performed across several days  ± SD for untransfected (black), control siRNA (gray), 

Kmt2c siRNA1 (blue), and Kmt2c siRNA2 (red). D, Reduced Kmt2c expression by 

two siRNAs has no impact on the response of the cells to treatment with 5FU. 

Viability of the three transfected cell lines was examined by WST-1 after 72 hours of 

treatment with 5FU. Data shown are mean OD values from technical triplicate wells 

normalized to maximal OD for each of biological replicate (N = 2 for TB32043 and 

DT6606; N = 1 for DT6585) for control siRNA (gray), Kmt2c siRNA1 (blue), and 

Kmt2c siRNA2 (red). 

Tables in Supplemental 

Supplementary Table S1 
Details of the siRNAs used for cell transfections.  

Supplementary Table S2  
Details of the antibodies and conditions used for Western blots.  

Supplementary Table S3  

Details of TaqMan gene expression assays used to examine levels of gene mRNA 

expression by qPCR.  

Supplementary Table S4  

RNA-seq statistics for the three cell lines treated with different siRNAs. 

Supplementary Table S5  
124 common DE genes between two KMT2D siRNAs vs. control comparisons. 

Supplementary Table S6  

31 common genes among all three KMT2C siRNA vs control comparisons. 



Dawkins et al.,                 KMT2C and KMT2D in Pancreatic Ductal Adenocarcinoma 

4 

Supplementary Table S7  
Overrepresented biological pathways for genes with expression strongly correlated (p 

< 0.001) with that of KMT2C/D combined. 

Supplementary Table S8  
94 and 257 cell cycle genes significantly positively correlated with the combined 

KMT2C/D expression from the ICGC and TCGA datasets, respectively. 

Supplementary Table S9  
Three genes significantly positively correlated with the combined KMT2C/D 

expression, whose expression is also significantly downregulated in at least on 

KMT2C/D siRNA experiment. 

 














