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            Abstract
Forward genetic screens with CRISPR–Cas9 genome editing enable high-resolution detection of genetic vulnerabilities in cancer cells. We conducted genome-wide CRISPR–Cas9 screens in RNF43-mutant pancreatic ductal adenocarcinoma (PDAC) cells, which rely on Wnt signaling for proliferation. Through these screens, we discovered a unique requirement for a Wnt signaling circuit: engaging FZD5, one of the ten Frizzled receptors encoded in the human genome. Our results uncover an underappreciated level of context-dependent specificity at the Wnt receptor level. We further derived a panel of recombinant antibodies that reports the expression of nine FZD proteins and confirms that FZD5 functional specificity cannot be explained by protein expression patterns. Additionally, antibodies that specifically bind FZD5 and FZD8 robustly inhibited the growth of RNF43-mutant PDAC cells grown in vitro and as xenografts in vivo, providing orthogonal support for the functional specificity observed genetically. Proliferation of a patient-derived PDAC cell line harboring an RNF43 variant was also selectively inhibited by the FZD5 antibodies, further demonstrating their use as a potential targeted therapy. Tumor organoid cultures from colorectal carcinoma patients that carried RNF43 mutations were also sensitive to the FZD5 antibodies, highlighting the potential generalizability of these findings beyond PDAC. Our results show that CRIPSR-based genetic screens can be leveraged to identify and validate cell surface targets for antibody development and therapy.
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                    Figure 1: Genome-wide CRISPR–Cas9 screens identify genetic vulnerabilities of RNF43-mutant PDAC cells.[image: ]


Figure 2: FZD5 knockout inhibits proliferation of RNF43-mutant PDAC cell lines and Wnt target genes activation.[image: ]


Figure 3: Wnt and Frizzled expression patterns are not predictive of essentiality.[image: ]


Figure 4: Anti-FZD5 antibodies inhibit growth of RNF43-mutant PDAC through cell-cycle arrest.[image: ]


Figure 5: Anti-FZD5 antibodies inhibit growth of RNF43-mutant PDAC in in vivo xenograft models.[image: ]


Figure 6: Anti-FZD5 IgG inhibits survival of RNF43-mutant colorectal cancer (CRC) organoids.[image: ]
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