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Figure S1. ShRNA screen identifies different dependencies of pancreatic cancer-relevant genes in vitro 
versus in vivo. Related to Figure 1. (A) Categories of genes targeted by shRNAs in the screen. (B) shRNAs hits 
in vitro and any associated enrichment or depletion in vivo (average log2 fold change of multiple shRNAs per gene). 
(C-F) Validation of gene expression knock-down following transduction with shRNAs targeting Msi2 (C), Mll3 (D), 
Pacs2 (E), and Zdhhc20 (F). (G) Western blot image of ZDHHC20 protein level in shRNA-treated cells. 

.CC-BY 4.0 International licenseperpetuity. It is made available under a
preprint (which was not certified by peer review) is the author/funder, who has granted bioRxiv a license to display the preprint in 

The copyright holder for thisthis version posted February 9, 2023. ; https://doi.org/10.1101/2023.02.08.527637doi: bioRxiv preprint 

https://doi.org/10.1101/2023.02.08.527637
http://creativecommons.org/licenses/by/4.0/


Tomic et al. 2023, bioRxiv 19 

 
 
Figure S2. Characterisation of Zdhhc20 KO cells. Related to Figure 2. (A-C) Gene expression of the Zdhhc 
family members in PDA530Met control cells (A), Zdhhc20 KO (B), and their log2 fold change in KO versus Ctrl cells 
(C). (D) Anchorage-independent growth of Zdhhc20 KO clones of PDA530Met cells in 3D culture. (E) Quantification 
of colonies of Zdhhc20 KO clones of PDA530Met cells in 3D Matrigel culture. (F) Migratory capacity of Zdhhc20 
KO cells in the scratch-wound assay (n=2). (G) Quantification of tumour area in the lungs of mice injected with 
parental cells, Zdhhc20 shRNA KD cells, and two independent Zdhhc20 KO clones. (I) Quantification of tumour 
area in the lungs at day 28 and 50 after i.v. injection of Zdhhc20 KO PDA530Met cells. (J) Anchorage-independent 
growth of FC1199 control and Zdhhc20 KO cells in 3D culture. (K) Analysis of colony frequency of FC1199 control 
and Zdhhc20 KO clones in 3D Matrigel culture. (L) Migration of FC1199 control and Zdhhc20 KO cells in the 
scratch-wound assay (n=2). Data are shown as mean + S.E.M. Ordinary one-way ANOVA with Tukey's multiple 
comparisons test was used.   
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Figure S3. Characterisation of NK cell depletion. Related to Figure 3. (A) FACS diagrams showing the gating 
strategy for quantifying the number of NK cells in mouse spleen. (B) Depletion of NK cells in wild type 129S mice 
following administration of the anti-asialo GM1 serum. 
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Figure S4. Characterisation of Zdhhc20 KO mouse model. Related to Figure 4. (A) Schematic of genotyping 
strategy to confirm successful Cre recombination. (B) Agarose gel electrophoresis images showing complete and 
pancreas-specific recombination of floxed Zdhhc20 allele. (C) Schematic of the KPCZ mouse model. (D) 
Representative images of H&E sections of primary tumours in KPCZ mice, Scale bar, 1000 µm. (E) Representative 
images of H&E sections and corresponding fluorescence images of selected microscopic lesions in the liver to 
validate the scored lesions are of pancreatic origin. Scale bar, 100 µm. 
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Figure S5. Validation of ZDHHC20 substrate profiling method. Related to Figure 4. (A) Schematic of Y181G 
ZDHHC20 mutant and chemical probe binding. (B) Loading assay of WT and Y181G ZDHHC20. (C) Overlap 
between ZDHHC20 substrates and differentially-palmitoylated proteins in shRNA cells. (D) Gene expression of 
Ncam1, Tigit, and Vamp7 in Ctrl and KO cells as determined by RNAseq. (E) Comparison of size and number of 
extracellular vesicles in Ctrl and KO cells. (F) Schematic of the palmitoylation assay used to generate the data in 
Fig5H. 
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