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            Abstract
A universal gain-of-function approach for selective and temporal control of protein activity in living systems is crucial to understanding dynamic cellular processes. Here we report development of a computationally aided and genetically encoded proximal decaging (hereafter,Â CAGE-prox) strategy that enables time-resolved activation of a broad range of proteins in living cells and mice. Temporal blockage of protein activity was computationally designed and realized by genetic incorporation of a photo-caged amino acid in proximity to the functional site of the protein, which can be rapidly removed upon decaging, resulting in protein re-activation. We demonstrate the wide applicability of our method on diverse protein families, which enabled orthogonal tuning of cell signalling and immune responses, temporal profiling of proteolytic substrates upon caspase activation as well as the development of protein-based pro-drug therapy. We envision that CAGE-prox will open opportunities for theÂ gain-of-function study of proteins and dynamic biological processes with high precision and temporal resolution.
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                    Fig. 1: Design and development of the CAGE-prox strategy.[image: ]


Fig. 2: Orthogonal and mutually exclusive kinase activation by CAGE-prox.[image: ]


Fig. 3: CAGE-prox-enabled temporal profiling of the proteolytic substrates upon caspase-3 activation.[image: ]


Fig. 4: CAGE-prox-enabled protein pro-drug activation in mice.[image: ]
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Extended data figures and tables

Extended Data Fig. 1 Computational analysis and validation of Tyr as an optimal anchor residue.
a, Surveying the mutational stability of each of the 20 amino acids. The mutationÂ stability of each residue was obtained by the in silico site-saturated mutagenesis of these 3,500 residues and energy calculation of each resulting mutant. Distribution of folding stability for each candidate amino acid is shown in the heat map. The blue and red colours represent the stable and deleterious mutations, respectively. b, Schematic of the validation workflow. According to our computational analysis and ranking, Tyr is a suitable anchor residue, whereas the introduced Lys mutations were more likely to affect the enzyme activity. To validate the computational results, a total of 30 randomly selected sites on each of the two model enzymesâ€”FLuc and Nlucâ€”was mutated to either Lys or Tyr, and the activities of the resulting mutants were systematically compared by measuring the resulting luminescence intensity. c, d, Results from tested mutations on FLuc and NLuc model proteins. Tyrosine mutations showed more stability in general than the lysine mutants. The randomly selected 30 mutation sites of FLuc: N84, F89, L194, N197, T214, R218, N229, H244, H245, F247, F250, Y255, S284, L286, E311, A313, Q338, Y340, I351, E354, V362, L411, L418, I434, R437, L441, Q448, T527, G528Â and L530. The randomly selected 30 mutation sites of NLuc: F8, Q14, L20, V23, L24, S31, F33, Q34, P42, Q44, I46, I56, I58, V60, I62, I78, F79, V92, L94, Y96, I109, Y111, F112, Y116, V129, L133, R143, L151, F153Â and I157. Results are the representative data of two biological replicates.

                          Source data
                        


Extended Data Fig. 2 Optimizing the experimental and computational procedures of CAGE-prox.
a, Optimization of the UV irradiation time for protein activation in living cells. HEK293T cells expressing FLuc-Y255-ONBY were irradiated by UV light for different times and were further tested for FLuc activity. nÂ =Â 3. b, Demonstration of the experimental variation from different batches. The expression level and photo-release efficiency are consistent in different batches of experiments. FLuc was used as an example. MeanÂ Â±Â s.d.; nÂ =Â 3. c, Verification of the cell viability under the condition of ONBY incorporation. MeanÂ Â±Â s.d.; nÂ =Â 3. d, e, The heterogeneity analysis of transient or stable transfection. FLuc-Y255-TAG was used as a model protein for evaluation and cells were stained using an anti-His tag antibody followed by an Alexa-Fluor-488-conjugated anti-mouse IgG. nÂ =Â 2. The high transfection and expression efficiency were observed in HEK293T, HeLa and Jurkat cells (d) as well as in \({{\rm{ONBY\mbox{--}RS-tRNA}}}_{{\rm{CUA}}}^{\mathrm{pyl}}\) pair stable-expressedÂ HEK293T cells expressing FLuc-Y255-TAG (e). f, Thermodynamic cycle of calculating protein stability (âˆ†Gf) and binding affinity (âˆ†âˆ†Gb) as introduced by single point mutation. g, Equations for calculating protein stability (âˆ†Gf) and binding affinity (âˆ†âˆ†Gb). The âˆ†Gf and âˆ†âˆ†Gb of a given protein are approximated by Rosetta energy scores. h, Relative activity of the positive variants of FLuc before and after photo-decaging. MeanÂ Â±Â s.d.; nÂ =Â 3; two-tailed t-test. i, Distribution of the distance (Ã…) and angular direction (degree) from the 60 anchor sites to the FLuc substrate. j, Distribution of the mutation stability (âˆ†Gf) and substrate binding energy change (âˆ†âˆ†Gb) of all the 60 variants calculated by Rosetta. All above-mentioned samples are biological replicates. P values are shown in the figure.

                          Source data
                        


Extended Data Fig. 3 Detailed workflow of the CAGE-prox strategy.
To prepare the initial structure for CAGE-prox calculation, an optimized proteinâ€“ligand complex structure was obtained from the PDB, and comparative modelling and/or ligand-docking were used when necessary. Geometry and energy parameters (D, A, âˆ†Gf and âˆ†âˆ†Gb) were calculated by Rosetta and used as filters to exclude undesired sites. The sites that successfully passed the filters are considered as the â€˜recommended sitesâ€™. In the next experimental validation step, ONBY was incorporated into the recommended sites followed by protein activity characterization with and without photo-activation.


Extended Data Fig. 4 CAGE-prox-enabled activation of KRAS and FTO.
a, Experimental validation of all the eight recommended anchor sites of KRAS by ERK phosphorylation upon photo-activation. nÂ =Â 2. b, Fluorescence imaging of the subcellular localization of wild-type KRAS and KRAS-Y32-ONBY before and after photo-activation, which confirmed correct membrane location for these variants inside cells.Â Scale bars for all frames,Â 10 Î¼m. nÂ =Â 2. c, Structural view of the eight computationally recommended anchor sites of KRAS by CAGE-prox. The five positive anchor sites are labelled in orange. d, Schematic of the workflow for dissecting KRAS-mediated intracellular signal transduction. Both the KRAS activation-triggered signal transduction and EGF stimulation-triggered signal transduction were compared by monitoring the downstream phosphorylation responses. e, Upon temporal activation of KRAS, the phosphorylation levels of MEK1, ERKÂ and JNK were analysed by immunoblotting. nÂ =Â 2. f, Upon temporal stimulation by EGF, the phosphorylation levels of MEK1, ERKÂ and JNK were analysed and compared by immunoblotting. Distinct patterns of downstream kinase phosphorylation were observed with CAGE-prox-enabled temporal KRAS activation as compared to EGF-stimulated samples. nÂ =Â 2. g, Structural view of the nine computationally recommended anchor sites on FTO by CAGE-prox. h, Incorporation efficiency of ONBY in each of the recommended anchor sites of FTO as measured by immunoblotting. As the incorporation efficiency at the P93 and N205 sites is extremely low, they were excluded from further experimental validations. nÂ =Â 2. i, The rest of seven FTO variants were validated by the LCâ€“MS/MS-based RNA demethylation assay. Four variants (Y106, Y108, D233Â and R322) exhibited desired demethylation activity on m6A upon photo-activation. nÂ =Â 3. j, The activities of three positive FTO variants (Y106, Y108, and D233) were measured by a substrate demethylation assay. MeanÂ Â±Â s.d.; nÂ =Â 3; two-tailed t-test. All above-mentioned samples are biological replicates. P values are shown in the figure.

                          Source data
                        


Extended Data Fig. 5 CAGE-prox-enabled activation of NLuc, an enzyme with undefined active sites.
a, Structures of NLuc and its substrate. b, Energy distribution of NLuc complex models with the substrate docked. As NLuc does not have a defined active site, proteinâ€“ligand docking was performed to generate a total of 10,000 molecular docking models of the enzymeâ€“substrate complexes. The computed parameters were shown in a scatter plot. x axis represents the interface area of each docking model by calculating the difference in solvent accessible surface areas between the apo state and the holo state. y axis represents the total energy of the docking complex calculated by Rosetta. The five docking models with either the best total energy or the largest difference in solvent-accessible surface area (âˆ†SASA, plots labelled in orange) were selected for CAGE-prox calculation as potential anchor residues. câ€“g, Structural view of the five selected docking model with the substrate shown in purple sticks and the recommended CAGE-prox anchor residues in green sticks. h, Structural view of all the 15 recommended anchor sites (in green sticks) shown on the apo structure of NLuc. PDBÂ code 5B0U. i, Experimental validation of all the 15 recommended CAGE-prox variants of NLuc. Three variants (marked in orange labels) showed strong luciferase activity (x axis) and high activation ratio (y axis) after photo-decaging. j, Validation of the recommended anchor sites on NLuc. Three out of fifteen recommended sites (S29, Y94 and Y114) were efficiently blocked by ONBYÂ incorporation and rapidly rescued after photo-decaging. nÂ =Â 2. k, The luciferase activity of three positive NLuc variants before and after photo-decaging. MeanÂ Â±Â s.d.; nÂ =Â 3; two-tailed t-test. All above-mentioned samples are biological replicates. P values are shown in the figure.

                          Source data
                        


Extended Data Fig. 6 Orthogonal activation of the inhibitor-resistant MEK1 variants.
a, Structural view of the nine recommended anchor sites of MEK1 by CAGE-prox (PDBÂ code 1S9I). The three experimentally validated positive variants are labelled in orange. b, Experimental validation of the nine recommended MEK1 variants by monitoring downstream ERK phosphorylation. Three positive variants (I216, D217 and N221) were identified as efficient anchor sites. nÂ =Â 2. c, The screening strategy for identifying the inhibitor-resistance MEK1 mutant. The three identified CAGE-prox-activatable MEK1 variants were inspected which yielded four enzyme variantâ€“inhibitor â€˜resistant pairsâ€™. d, Dose-dependent inhibition of the MEK1(N221)-ONBY variant showed that this variant is not resistant to inhibitorÂ 5, with observable inhibition starting only at the 5Ã—Â IC50 concentration. nÂ =Â 2. e, Inhibitors screening of the MEK1(I216Y) variant identified two â€˜resistantâ€™ pairs. nÂ =Â 2. f, g, Dose-dependent inhibition of the MEK1(I216Y) variant by inhibitorÂ 2 (f) and inhibitorÂ 6 (g). nÂ =Â 3. h, Inhibitor screening on the MEK1(D217Y) variant yielded no â€˜resistantâ€™ pairs. nÂ =Â 2. i, Dose-dependent inhibition the MEK1(N221Y) variant by inhibitor 2. nÂ =Â 2. j, IC50 evaluation of all the four MEK1 mutantâ€“inhibitor pairs in comparison with that of the wild-type MEK1â€“inhibitor pair. MeanÂ Â±Â s.d.; nÂ =Â 3. k, The predicted binding affinities among the three mutants and eight inhibitors. The scores represent the relative binding energy of each inhibitorâ€“mutant complex: the higher the score, the weaker the binding. A total of five inhibitorâ€“mutant pairs (scoreÂ >Â 0.5, coloured in red) were calculated and predicted as â€˜resistant pairsâ€™. The four resistant pairs that were validated experimentally were shown in light blue background with the numbers underlined. l, The expression level of ONBY-incorporated MEK1 (MEK1(N221)-ONBY) and the corresponding endogenous MEK1 protein. nÂ =Â 2. All above-mentioned samples are biological replicates.

                          Source data
                        


Extended Data Fig. 7 Cell morphological changes and activity measurement of caspase family members after photo-activation of caspase-3.
a, Apoptosis of HEK293T cells after photoâ€“induced caspase-3 activation. Scale bars for all frames, 10Â Î¼m. nÂ =Â 2. b, Apoptosis of HeLa cells after caspase-3 activation. Scale bars of all frames, 5 Î¼m. In both cells, morphological changes upon apoptosis were observed as early as 30 min after photo-activation of caspase-3. nÂ =Â 2. c, Experimental validation revealed that incorporation of ONBY at M61 blocked caspase-3 activity, which can be efficiently rescued after photo-decaging. MeanÂ Â±Â s.d.; nÂ =Â 3; two-tailed t-test. d, Schematic of the experimental design showing that the activities of nine caspase family members were measured in HEK293T cells with either overexpression or temporal photo-activation of caspase-3. e, Normalized activity of each caspase from control cells (red), cells with transient overexpression of wild-type (WT) caspase-3 (blue), cells with overexpression of caspase-3-M61-ONBY before (green) and after (orange) photo-activation. Overexpression of the wild-type caspase-3 resulted in markedly increased activities for most of the other caspases, whereas direct photo-activation of the caspase-3 variant enabled by CAGE-prox only activated this specific enzyme without much influence on other caspases. It allows the temporal profiling of proteolytic substrates immediately after caspase-3 activation. Error bars represent meanÂ Â±Â s.d.; nÂ =Â 3; two-tailed t-test. f, Replotting of d with activities of all caspase members shown in the same scale. Error bars represent meanÂ Â±Â s.d.; nÂ =Â 3. All above-mentioned samples are biological replicates. P values are shown in the figure.
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Extended Data Fig. 8 Analysis and verification of the identified proteolytic substrates upon caspase-3 activation.
a, Schematic of the workflow for CAGE-prox-enabled temporal profiling of the proteolytic substrates immediately after caspase-3 activation. b, Venn diagram showing a summary of numbers of the proteolytic substrates identified from three independent temporal profiling experiments. A total of 544 proteins was commonly identified from all the three experiments. câ€“e, Sequence analysis of the cleavage sites in the identified proteolytic substrates. The logos were generated using Icelogo (https://iomics.ugent.be/icelogoserver/), with all the identified cleavage sequences aligned (the cleavage site is between the P1 and P1â€² position). The sequence logos of cleavage sites at all 20 amino acids (526), Asp only (79) and Glu only (29) are shown in c, d and e, respectively. Although Asp is the most abundant cleavage site, the background of other non-caspase sites is relatively high in our results, owing to the lack of N terminus enrichment. The typical DEVD/E motifs were not observed directly, but the amino acid pattern at the P1â€² position is similar to that found in previous studies41. f, Venn diagram comparing the substrates identified from this work with the proteolytic sites recorded in DegraBase (https://wellslab.ucsf.edu/degrabase/). A total of 773 overlapping substrates was found, including 544 substrates that were identified with Asp-containing peptides. g, The expression level of ONBY-incorporated caspase-3 (M61â€“ONBY) and the corresponding endogenous caspase-3. nÂ =Â 2. h, Verification of the in vitro cleavage assay using actin, caspase-3 and PARP as positive controls. nÂ =Â 2. i, Verification of the cleaved and secreted HMGB1 in the culture medium. HMGB1â€“Flag and wild-type caspase-3 were co-transfected into HEK293T cells, and the cell culture medium were concentrated before immunoblotting analysis. nÂ =Â 2. j, Alanine screening mapped the caspase-3â€™s cleavage site on HMGB1 as D139/D140. nÂ =Â 2. kâ€“v, Verification of the newly identified proteolytic substrates of caspase-3. Recombinant caspase-3 protein was added into cell lysate of HEK293T followed by immunoblotting analysis. nÂ =Â 2. w, Comparison of the cleavage kinetics of ATP6V1A versus ATP6V1B by caspase-3. After the recombinant wild-type caspase-3 was added into the cell lysate, the mixture was incubated at 37 Â°C for 0, 0.5, 1, 2, 3, 4 and 6 h, followed by immunoblotting analysis. nÂ =Â 2. All above-mentioned samples are biological replicates.


Extended Data Fig. 9 CAGE-prox-enabled protein activation as a pro-drug therapy in living mice.
a, The traditional pro-drug strategy on small-molecule drugs can be extended to proteins by adopting the CAGE-prox-enabled in situ activation of therapeutic proteins. b, Schematic of the CAGE-prox-activated LF as a potential pro-drug therapy. MEK1-dependent A375 human melanoma cells were planted into mice as a xenograft model; activated LF will cause the death of MAPK-dependent tumour cells by rapid cleavage on MEK kinases. c, Experimental validation of the CAGE-prox-activatable LF variants, with the activity evaluated by cleavage efficiency on MEK3 in HEK293T cells. Incorporation of ONBY at Y659 or Y728 blocked LFâ€™s activity, which can be efficiently rescued by photo-decaging. nÂ =Â 2. d, e, Delivery and activation of LF(Y659)-ONBY was demonstrated in HeLa cells and HEK293T cells. LF(Y659)-ONBY was expressed and purified in Esherichia coli and delivered into the target cell lines by PA. nÂ =Â 2. f, The growth curves of HEK293T or HeLa cells treated with LF(Y659)-ONBY/PA. Activated LF had negligible influence on the proliferation of MEK-independent HEK293T and HeLa cells. The red arrows represent the time point at which the medium was exchanged and LFâ€“PA treatments were performed. MeanÂ Â±Â s.d.; nÂ =Â 3. g, Photo-activation of the CAGE-prox variant of FLuc in BALB/c nude mice and optimization of the UV irradiation protocol. Increased FLuc activity were observed after UV irradiation (bottom image). nÂ =Â 2. h, The caged LF-ONBY was safer than the wild-type LF (LF-WT) as determined by a dose escalation protocol. Intraperitoneal injection of wild-type LF into healthy mice every 2 days for a 2-week period caused about 50% of animal death. By contrast, injection of LF(Y659)-ONBY with a fourfold-higher dosage during the same period had negligible adverse effects on mice (nÂ =Â 4). i, Photo-activation of the LF-ONBY variant has negligible influence on mouse body weight in a two-week period treatment. MeanÂ Â±Â s.d.; nÂ =Â 8. j, Photo-activation of the LF-ONBY variant markedly reduced the tumour weight in the xenograft model. MeanÂ Â±Â s.d.; nÂ =Â 8; two-tailed t-test. k, Evaluation of UV light penetration in vitro. UV light was irradiated through the skin and re-activation of FLuc was used to evaluate the penetration ability. MeanÂ Â±Â s.d.; nÂ =Â 3. l, Evaluation of UV light penetration in vivo. A cagedÂ fluorescent dye was intra-tumourally injected into mice followed by UV irradiation for 5 min. The tumour was then excised and the depth of light penetration was examined. nÂ =Â 2. m, n, Bio-distribution of the injected cagedÂ LF in mice. The Cy5-labelled LF protein was injected into mice, followed by imaging the whole mouse body. MeanÂ Â±Â s.d.; nÂ =Â 3. o, The immunogenicity of LFâ€“PA can be reduced by fusing cell-surface-targeting elements. EGF, epidermal growth factor that can target its cell-surface receptor EGFR; ZHer, an affibody that can target its receptor HER2. MeanÂ Â±Â s.d.; nÂ =Â 3. p, The immunogenicity of LFâ€“PA can be reduced by the addition of immunosuppressors (pentostatin combined with cyclophosphamide). MeanÂ Â±Â s.d.; nÂ =Â 3. All above-mentioned samples are biological replicates. P values are shown in the figure.

                          Source data
                        


Extended Data Fig. 10 A retrospective analysis of â€˜failedâ€™ CAGE-prox predictions and other potential expanded applications of CAGE-prox.
a, The CAGE-prox predicted mutations that have been experimentally evaluated as failed can be classified into two categories: â€˜leakyâ€™ (fail to block the protein activity with the inserted caged ONBY) and â€˜deadâ€™ (fail to restore the protein activity after photo-decaging). We calculated the frequency fold change (FC) of each native amino acid in each category. The fold change was defined as the frequency of a residue in a certain category/frequency in all predicted residues. x axis represents the fold change (expressed inÂ log2) and y axis represents the log(P value). As shown in the plot, ONBY insertions at native Gly and Ser positions are more likely to result in leaky mutants (left) whereas insertion at native Arg positions is more likely to result in dead mutants (right). As expected, a native Tyr position is less likely to fail. A total of 56 anchor residues from 7 different proteins was analysed using hypergeometric test. b, CAGE-prox-enabled control of auto-phosphorylation of Src kinase. HEK293T cells were co-transfected with Src-TAG mutants andÂ the \({{\rm{ONBY\mbox{--}RS-tRNA}}}_{{\rm{CUA}}}^{\mathrm{pyl}}\) pair, and cultured for 24 h in the presence of ONBY. After UV-triggered decaging of the Src-OBNY variants, cells were cultured at 37 Â°C for another 3 h before the auto-phosphorylation level of each Src mutant was detected by immunoblotting. nÂ =Â 2. c, Cell-specific targeting of a POI by CAGE-prox by adding the cancer-cell-targeting ligand to PA and the N-terminal domain of LF (LFn) to a POI, respectively. All above-mentioned samples are biological replicates.
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