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            Abstract
Stomata exert considerable effects on global carbon and water cycles by mediating gas exchange and water vapour1,2. Stomatal closure prevents water loss in response to dehydration and limits pathogen entry3,4. However, prolonged stomatal closure reduces photosynthesis and transpiration and creates aqueous apoplasts that promote colonization by pathogens. How plants dynamically regulate stomatal reopening in a changing climate is unclear. Here we show that the secreted peptides SMALL PHYTOCYTOKINES REGULATING DEFENSE AND WATER LOSS (SCREWs) and the cognate receptor kinase PLANT SCREW UNRESPONSIVE RECEPTOR (NUT) counter-regulate phytohormone abscisic acid (ABA)- and microbe-associated molecular pattern (MAMP)-induced stomatal closure. SCREWs sensed by NUT function as immunomodulatory phytocytokines and recruit SOMATIC EMBRYOGENESIS RECEPTOR-LIKE KINASE (SERK) co-receptors to relay immune signalling. SCREWs trigger the NUT-dependent phosphorylation of ABA INSENSITIVE 1 (ABI1) and ABI2, which leads to an increase in the activity of ABI phosphatases towards OPEN STOMATA 1 (OST1)â€”a key kinase that mediates ABA- and MAMP-induced stomatal closure5,6â€”and a reduction in the activity of S-type anion channels. After induction by dehydration and pathogen infection, SCREWâ€“NUT signalling promotes apoplastic water loss and disrupts microorganism-rich aqueous habitats to limit pathogen colonization. The SCREWâ€“NUT system is widely distributed across land plants, which suggests that it has an important role in preventing uncontrolled stomatal closure caused by abiotic and biotic stresses to optimize plant fitness.
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                    Fig. 1: SCREWs are phytocytokines.[image: ]


Fig. 2: SCREWs induce NUT-dependent immune responses.[image: ]


Fig. 3: NUT is the SCREW receptor.[image: ]


Fig. 4: SCREWâ€“NUT counter-regulates ABA- and MAMP-induced stomatal closure.[image: ]
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Extended data figures and tables

Extended Data Fig. 1 Identification of SCREWs in Arabidopsis.
a, Upregulation of Arabidopsis peptide genes by flg22 in an FLS2-dependent manner. The gene expression data were extracted from an RNA-Seq analysis17 and subjected to data adjustment by log2 transformation using TBtools for the heat map. b, Phylogenetic analysis of Arabidopsis SCREW homologs and schematic diagrams of different domains. The phylogenetic tree was constructed with MEGAX using neighbour-joining methods. The bootstrap values from 1,000 replications are indicated on the branches. c, SCREW orthologs are present in dicots and monocots. Protein sequences were blast-searched against the NCBI database, and wheat, rice, and maize genomes using Arabidopsis SCREW1 as a query. The phylogenetic tree was constructed as indicated in (b) and displayed with iTOL v5 online software (https://itol.embl.de/). The bootstrap values from 1,000 replications are shown on the branches. d, SCREWs are upregulated after elf18 treatments. Ten-day-old plate-grown seedlings were treated with 200â€‰nM elf18. The expression of SCREWs normalized to UBQ10 was analysed by RTâ€“qPCR. Means (nâ€‰=â€‰4, biologically independent samples) of fold induction shown as log2 values were used to construct heat map using TBtools. e, SCREWs are upregulated after Pep1 treatments. Ten-day-old plate-grown seedlings were treated with 200â€‰nM Pep1. The expression of SCREWs was detected and shown as in (d) (nâ€‰=â€‰4, biologically independent samples). f, SCREWs are upregulated after Pst DC3000 infections. Ten-day-old plate-grown seedlings were treated with Pst DC3000 at OD600â€‰nmâ€‰=â€‰0.01, and gene expression was analysed as in (d) (nâ€‰=â€‰3, biologically independent samples).
Source data


Extended Data Fig. 2 SCREWs activate PTI responses.
a, Recombinant His-SCREW1 induces MAPK activation. Ten-day-old plate-grown seedlings were treated with protein elution buffer (Ctrl) or 1â€‰Î¼M His-SCREW1. MAPK activation was analysed by immunoblotting with anti-pERK1/2 antibodies (top), and protein loading is shown by Ponceau S staining (Ponc.) for RBC (bottom). b, SCREW1 upregulates the expression of WRKY30, WRKY33, and WRKY53. Ten-day-old plate-grown seedlings were treated with 1â€‰ÂµM GST or GST-SCREW1 for 1â€‰h, and gene expression was analysed by RTâ€“qPCR. Means (nâ€‰=â€‰3, biologically independent samples) of fold induction shown as log2 values were used to construct heat map using TBtools. c, SCREWs induce FRK1 promoter activities. Protoplasts were co-transfected with pFRK1::LUC and pUBQ10::GUS followed by treatment with ddH2O (Ctrl), 100â€‰nM flg22, 1â€‰Î¼M GST, GST-SCREW1, GST-SCREW2, or GST-SCREW3 for 4â€‰h. The FRK1 promoter activity was presented as the ratio of luciferase to GUS values. Data were analysed by one-way ANOVA followed by Tukeyâ€™s test, and are shown as mean Â± s.d. (nâ€‰=â€‰12, biologically independent samples). P values are provided in the graph and Supplementary Table 3. d, Schematic diagrams of full-length (FL) and truncated SCREW1 variants. Domains of the signal peptide, variable region, and C-terminal conserved region are shown with aa positions labelled. e, SCREW1-induced MAPK activation requires its conserved C-terminus. Ten-day-old seedlings were treated with 1â€‰ÂµM GST or different GST-SCREW1 truncation proteins for 15â€‰min, and the MAPK activation was detected as in (a). f, Synthesized peptides corresponding to the conserved C-terminal domain in SCREW1 induce MAPK activation. Ten-day-old plate-grown seedlings were incubated with 100â€‰nM flg22, 100â€‰nM Pep1, or 100â€‰nM different SCREW1 variants, and the MAPK activation was detected as in (a). g, SCREW1 induces MAPK activation at a subnanomolar scale. Ten-day-old plate-grown seedlings were treated with synthesized peptides corresponding to SCREW139â€“69 with indicated concentrations for 15â€‰min, and MAPK activation was detected as in (a). h, SCREW1 induces a comparable MAPK activation with flg22. Ten-day-old plate-grown WT seedlings were treated with 500â€‰nM SCREW1 or 100â€‰nM flg22 for the indicated time. i, SCREW1 induces a weak ROS burst. Leaf discs from four-week-old soil-grown WT plants were treated with or without 100â€‰nM flg22, 100â€‰nM or 1â€‰Î¼M SCREW1, and ROS production was measured as relative light units (RLU) by a luminometer over 60â€‰min. Data are shown as mean Â± s.e.m. (nâ€‰=â€‰12, biologically independent samples). j, SCREW1 induces a moderate cytoplasmic Ca2+ increase relative to flg22. Protoplasts were transfected with p35S::mCherry-AEQ and incubated for 6â€‰h, followed by treatment with 1â€‰Î¼M SCREW1 or 200â€‰nM flg22. Cytoplasmic Ca2+ concentration was detected over 15â€‰min. Data are shown as mean Â± s.d. (nâ€‰=â€‰3, biologically independent samples). k, SCREW1 does not induce BIK1 phosphorylation. Protoplasts expressing BIK1-HA were treated with 100â€‰nM flg22, 100â€‰nM, or 1â€‰Î¼M SCREW1 for 10â€‰min. BIK1-HA proteins were detected by immunoblotting using anti-HA antibodies (top) with protein loading shown by Coomassie brilliant blue (CBB) staining for RBC (bottom). Experiments were repeated at least three times with similar results.
Source data


Extended Data Fig. 3 Two conserved cysteine residues are required for SCREW activities, and SCREW1 is not mobile.
a, Predicted structures of SCREW1 and SCREW2 C-terminal 23 aa. Structures were predicted using AlphaFold Protein Structure Database (https://www.alphafold.ebi.ac.uk/). Disulfide bonds are shown by yellow sticks. b, Two cysteine residues are required for SCREW2 activation of MAPKs. Ten-day-old plate-grown WT seedlings were treated with or without 100â€‰nM SCREW2, SCREW2(CC), SCREW2(CC/SS) and SCREW2(Î”C8). MAPK activation was analysed by immunoblots with anti-pERK1/2 antibodies (top), and the protein loading is shown by CBB staining for RBC (bottom). c, Two cysteine residues are required for SCREW2-induced seedling growth inhibition. Three-day-old plate-grown WT seedlings were transferred into liquid Â½MS medium without (Ctrl) or with 1â€‰Î¼M peptides. Images were taken (left), and fresh weights of seedlings (right) were measured seven days later. Data are shown as box plots with the interquartile range as the upper and lower confines, minima and maxima as whiskers, and the median as a solid line (nâ€‰=â€‰12, biologically independent samples). d, The biotin-SCREW1 peptide is not mobile. The third pair of true leaves of four-week-old plants were infiltrated with biotin-SCREW1, and both third (local) and fourth (systemic) pairs of true leaves were collected for the detection of biotin-SCREW1 by immunoblotting with HRP-labelled Streptavidin (top). The protein loading control is shown by CBB staining for RBC (bottom). e, Local application of SCREW1 does not induce PR1 expression in distal leaves. The third pair of true leaves from four-week-old plants were infiltrated with H2O, 500â€‰nM Pep1, or 500â€‰nM SCREW1, and both third (local) and fourth (systemic) pairs of true leaves were collected 24â€‰h later for RTâ€“qPCR using ACTIN2 as internal controls. Data of induction fold compared to H2O treatment are shown as mean Â± s.d. (nâ€‰=â€‰3, biologically independent samples). f, Local application of SCREW1 does not induce PR1 accumulation in distal leaves. The experiment was performed as in e, and PR1 proteins were detected by immunoblotting with anti-PR1 antibodies (top). The protein loading control is shown by CBB staining for RBC (bottom). g, Local application of SCREW1 does not induce disease resistance in distal leaves. The third pair of leaves were pre-infiltrated with 500â€‰nM SCREW1 followed by Pst DC3000 inoculation 24â€‰h later on both third and fourth pairs of leaves. Bacterial growth was detected at three days post-inoculation (dpi). Data are shown as the means Â± s.d. (nâ€‰=â€‰8, biologically independent samples). h, The biotin-SCREW1 and SCREW1-HA peptides have similar activities with SCREW1 for MAPK activation. Ten-day-old plate-grown WT seedlings were treated with or without 100â€‰nM SCREW1, biotin-SCREW1, and SCREW1-HA. MAPK activation was analysed by immunoblots using anti-pERK1/2 antibodies (top) with the protein loading shown by CBB staining for RBC (bottom). i, The biotin-SCREW1 and SCREW1-HA peptides have similar activities with SCREW1 for seedling growth inhibition. The experiment was performed as in (c). Data are shown as box plots with the interquartile range as the upper and lower confines, minima and maxima as whiskers, and the median as a solid line (nâ€‰=â€‰12, biologically independent samples). Experiments were repeated three times with similar results. Data were analysed by one-way (c, i), or two-way (e, g) ANOVA followed by Tukeyâ€™s test. Exact P values are provided in the graphs and Supplementary Table 3.
Source data


Extended Data Fig. 4 SCREW1 and SCREW2 are involved in plant immunity.
a, Inducible overexpression of SCREW1 leads to leaf chlorosis. Four-week-old transgenic plants carrying pEst::SCREW1-HA in WT (L12 & L19) were sprayed with 0.05% DMSO (Ctrl) or 50â€‰Î¼M Î²-oestradiol (Est), and then imaged five days later (Scale bar, 1â€‰cm) with trypan blue staining (Scale bar, 0.5â€‰cm). SCREW1-HA proteins were detected by immunoblots with anti-HA antibodies (bottom). b, SCREW1 overexpression elevates PR1 expression. Four-week-old soil-grown pEst::SCREW1-HA transgenic plants were sprayed with 50â€‰Î¼M Î²-oestradiol. The PR1 expression normalized to ACTIN2 was analysed by RTâ€“qPCR. Data are shown as mean Â± s.d. (nâ€‰=â€‰3, biologically independent samples). c, Overexpression of SCREW1 or SCREW2 leads to plant growth retardation and leaf curling. Transgenic lines carrying p35S::SCREW1 or p35S::SCREW2 were grown on soil for five weeks before photography. Scale bar, 1â€‰cm. The expression of SCREWs normalized to ACTIN2 in ten-day-old plate-grown seedlings was analysed with RTâ€“qPCR. Data are shown as mean Â± s.d. (nâ€‰=â€‰3, biologically independent samples). d, Overexpression of SCREW1 or SCREW2 upregulates PR1 expression. Relative PR1 expression levels normalized to UBQ10 in four-week-old soil-grown plants were analysed with RTâ€“qPCR. Data are shown as mean Â± s.d. (nâ€‰=â€‰3, biologically independent samples). e, CRISPR/Cas9-mediated gene editing of SCREW1 and SCREW2. Mutations of SCREW1 and SCREW2 in screw1/2-1 and screw1/2-2 were detected by DNA sequencing and shown as chromatographs. Two homozygous lines, screw1/2-1 and screw1/2-2, carry the same nucleotide insertion in SCREW1 for both lines, and a nucleotide insertion and a sixteen-nucleotide deletion in SCREW2 for screw1/2-1 and screw1/2-2, respectively. f, The screw1/2 mutants are morphologically indistinguishable from WT plants. Plants were grown on soil for four weeks and photographed. Scale bar, 1â€‰cm. g, The screw1/2 mutants are more susceptible to Pst DC3000. Leaves of four-week-old WT and screw1/2 mutant lines (1 & 2) were hand-inoculated with Pst DC3000 at OD600â€‰nmâ€‰=â€‰5 Ã— 10âˆ’4. Bacterial numbers were measured at 0 and 3 dpi and shown as mean Â± s.d. (nâ€‰=â€‰8, biologically independent samples). h, The screw1/2 mutants show enhanced susceptibility to Pst DC3000 hrcCâ€‰âˆ’. Leaves of four-week-old soil-grown WT and screw1/2 mutant lines (1 & 2) were hand-inoculated with Pst DC3000 hrcCâ€‰âˆ’ at OD600â€‰nmâ€‰=â€‰0.005, and the bacterial number was measured at 3 dpi. Data are shown as mean Â± s.d. (nâ€‰=â€‰8, biologically independent samples). Experiments were repeated at least three times with similar results. Data were analysed by one-way (b-d, h) or two-way (g) ANOVA followed by Tukeyâ€™s test. Exact P values are provided in the graphs and Supplementary Table 3.
Source data


Extended Data Fig. 5 Identification of the SCREW receptor NUT.
a, Scheme to identify SCREW receptor candidates. Among 269 LRR-RKs in Arabidopsis, 26 members are upregulated by flg22 treatment, among which 11 members contain at least 18 LRRs in the extracellular domain. The cognate ligands of five of them remain unknown at the time of the study. b, NUT belongs to the XI subfamily of LRR-RK and is phylogenetically close to HAE and HSLs. Phylogenetic analysis of 52 LRR-RKs from the subfamily VII (orange curved line), X (purple curved line), XI (green curved line), and XII (grey curved line) is shown. Purple and red bars indicate the induction folds after elf18 and flg22 treatments, respectively. Olive green bars with numbers indicate the number of LRRs. Blue squares indicate cognate ligands of LRR-RKs. AT5G25930 (NUT) is highlighted in bold red font. The protein sequences were retrieved from NCBI (https://www.ncbi.nlm.nih.gov/) for MEGAX phylogenetic analysis using the neighbour-joining method with 1,000 bootstrap replicates. The phylogenetic tree was displayed by iTOL (https://itol.embl.de/). The expression data were from GENEVESTIGATOR V3. c, SCREWs and NUT are conserved in dicots and monocots. Protein sequences were blast-searched in NCBI using Arabidopsis SCREW1, NUT, or FLS2 as queries, and the phylogenetic analysis was performed as in (b). Red, purple, and olive curved lines indicate monocots, dicots, and other plant classes, respectively; Orange and teal bars indicate the percentage of homology of FLS2 and NUT in different plant species, respectively. Blue dots, olive stars, and red squares indicate FLS2, NUT, and SCREW homologs, respectively. Peach, lime green, grey, and brown fans denote different plant families. d, Diagram of AT5G25930 (NUT) with annotated T-DNA insertion sites in nut-1 (WiscDslox450B04) and nut-2 (SALK_207895). Solid bars indicate exons, lines for introns, and open boxes for UTRs. Arrows indicate primers used for genotyping. e, Genotyping of nut-1 and nut-2. The T-DNA insertions in the NUT coding region were PCR-amplified using genomic DNAs of WT, nut-1, or nut-2 as templates and primers shown in (d). f, RTâ€“qPCR analysis of NUT transcripts. NUT expression levels in ten-day-old plate-grown seedlings were analysed using RTâ€“qPCR with UBQ10 as an internal control. Data are shown as mean Â± s.d. (nâ€‰=â€‰3, biologically independent samples) with one-way ANOVA followed by Tukeyâ€™s test. Exact P values are provided in the graph and Supplementary Table 3. Experiments were repeated three times with similar results (e, f).
Source data


Extended Data Fig. 6 NUT is required for SCREW-triggered responses and resistance to B. cinerea and green peach aphids.
a, NUT-Flag restores SCREW1-induced MAPK activation in nut protoplasts. Protoplasts were transfected with an empty vector (Ctrl) or NUT-Flag followed by treatment with 100â€‰nM SCREW1 for 15â€‰min. MAPK activation and NUT-Flag proteins were detected with anti-pERK1/2 (top) and anti-Flag antibodies (middle), respectively. Protein loading is shown by Ponceau S staining (Ponc.) for RBC (bottom). b, Inducible overexpressing SCREW1-triggered leaf chlorosis is blocked in nut-2. Five-week-old pEst::SCREW1-HA transgenic plants in WT and nut-2 were sprayed with 50â€‰Î¼M Î²-oestradiol and photographed five days later. Scale bar, 1cm. c, The nut mutants are more susceptible to Pst DC3000 than WT. Leaves of four-week-old plants were hand-inoculated with Pst DC3000 at OD600â€‰nmâ€‰=â€‰5 Ã— 10âˆ’4. The bacterial numbers were measured at 0 and 3 dpi. Data are shown as mean Â± s.d. (nâ€‰=â€‰6, biologically independent samples). d, The nut and screw1/2 mutants are more susceptible to spray-inoculated Pst DC3000. Four-week-old plants were sprayed with Pst DC3000 at OD600â€‰nmâ€‰=â€‰0.2. The disease symptoms and bacterial numbers were determined at 72 hpi. Data are shown as mean Â± s.d. (nâ€‰=â€‰8, biologically independent samples). e, NUT is upregulated by MAMPs and pathogens. Data were retrieved from the Arabidopsis eFP browser (http://bar.utoronto.ca/efp/cgi-bin/efpWeb.cgi) and shown as histograms. Grey squares indicate no data available from eFP browser. Flg22, NLP, HrpZ, and lipopolysaccharide (LPS) are MAMPs. Pst DC3000, Pst DC3000 hrcC-, Pst DC3000 avrRpm1 and P. syringae pv. phaseolicola (Psp) are bacterial pathogens. Phytophthora infestans is an oomycete, and B. cinerea is a fungal pathogen. f, Flg22 upregulates NUT promoter activities. Two-week-old plate-grown pNUT::GUS/WT transgenic seedlings were treated without (Ctrl) or with 100â€‰nM flg22 for 2â€‰h, followed by GUS staining and microscopic imaging under a stereomicroscope. Scale bar, 2â€‰mm. g, The nut and screw1/2 mutants do not affect plant resistance to Pst DC3000 avrRpm1 (left) and Pst DC3000 avrRpt2 (right). Bacteria were infiltrated into four-week-old plant leaves at OD600â€‰nmâ€‰=â€‰0.001, and bacterial populations were determined at 2 dpi. Data are shown as mean Â± s.d. (nâ€‰=â€‰6, biologically independent samples). h, The nut and screw1/2 mutants do not affect plant HR to Pst DC3000 avrRpm1 (left) and Pst DC3000 avrRpt2 (right). Bacteria were infiltrated into four-week-old plant leaves at OD600â€‰nmâ€‰=â€‰0.08, and wilting leaves were counted at the indicated time points. At least 20 leaves were inoculated for each genotype and inoculum. The cell death rate was presented as the ratio of wilting leaves to total inoculated leaves. Data are shown as mean Â± s.d. (nâ€‰=â€‰3, biologically independent samples). i, The nut and screw1/2 mutants are more susceptible to B. cinerea. Detached leaves of four-week-old plants were drop-inoculated with B. cinerea at 107 spores/mL. Disease phenotype was recorded at 48 hpi. Data are shown as mean Â± s.d. (left to right: nâ€‰=â€‰30, 29, 27, 25, 28, biologically independent samples). j, The p35S::SCREW1 and p35S::SCREW2 plants show enhanced resistance to aphids. Six-age-synchronized second instar nymphs of Myzus persicae were inoculated onto leaves of four-week-old plants. The number of neonates per plant (n) was counted at 10 dpi. Data are shown as mean Â± s.d. (left to right: nâ€‰=â€‰19, 12, 12, 12, 8, biologically independent samples). k, The nut mutants are more susceptible to aphid infections than WT plants. The experiments and statistics were performed as in j (left to right: nâ€‰=â€‰10, 10, 10, 12, 12, biologically independent samples). l, The expression of SCREWs and NUT is induced by aphid infections. Leaves of two-week-old plants were inoculated with or without aphid nymphs for 24, 48, and 72â€‰h. The expression of SCREWs and NUT normalized to UBQ10 was analysed by RTâ€“qPCR. Means (nâ€‰=â€‰3, biologically independent samples) of fold induction compared to non-treatment are shown as log2 transformation to construct heat map using TBtools. m, The NUT promoter activity is induced by aphid infections. Two-week-old soil-grown transgenic plants carrying pNUT::GUS were inoculated with aphid nymphs and subjected to GUS staining at 1 and 3 dpi. The pictures were taken under a stereomicroscope. Scale bar, 2â€‰mm. Experiments except e were repeated three times with similar results. Data were analysed by one-way (d, i) or two-way (c, g) ANOVA followed by Tukeyâ€™s test, or one-way ANOVA followed by Dunnettâ€™s test (j, k). Exact P values are provided in the graphs and Supplementary Table 3.
Source data


Extended Data Fig. 7 SPR assays of SCREW and SCREW derivatives binding to NUTECD, and bik1 does not affect SCREW1-induced inhibition of seedling growth.
a, NUT-GFP is localized on the plasma membrane. Transgenic seedlings carrying p35S::GFP or p35S::NUT-GFP were grown on Â½MS plates for seven days, and true leaves were imaged using a confocal laser scanning microscopy. Scale bar, 25â€‰Î¼m. b, NUT-GFP and SCREW2-GFP are localized on the plasma membrane in N. benthamiana. N. benthamiana leaves were infiltrated with A. tumefaciens GV3101 carrying p35S::NUT-GFP, p35S::SCREW2-GFP or p35S::GFP and imaged under a confocal microscope at 3 dpi. Scale bar, 25â€‰Î¼m. c, Sequence alignment of parts of cytosolic kinase domains of different RKs, including NUT, FLS2, BAK1, EFR, and BRI1. The sequences were aligned by MEGAX and visualized with ESPript 3.0 (http://espript.ibcp.fr/). The lysine (K) required for ATP-binding (blue asterisk) and the RD/non-RD motif (blue rectangle) were marked. The positions of amino acids in NUT were labelled on the top. d-g, SPR assays of SCREW1 (d), SCREW2 (e), SCREW1-HA (f), SCREW2CC/SS (g) binding to NUTECD under pH 5.7. NUTECD was immobilized on a sensor chip, and synthesized SCREW peptides were used as flow-through analytes. The top panel shows the SPR sensorgram profile of SCREW peptides at gradient concentrations flowing through the NUTECD-immobilized chip. The bottom panel shows the steady-state affinity (binding at equilibrium) with different Kd. h, The C-terminus of SCREW2 is essential for its binding to NUTECD. The SPR assays were performed as in Fig. 3f, g. i, BAK1 promotes the SCREW2-NUT binding affinity. (Left) SPR detection of BAK1ECD binding to NUTECD in the absence of SCREW peptides. BAK1ECD was used as flow-through analytes on a sensor chip immobilized with NUTECD. At the concentration tested, no binding between NUTECD and BAK1ECD was detected. (Right) SPR detection of SCREW2 binding to NUTECD in the presence of BAK1ECD. NUTECD was immobilized on a sensor chip, and SCREW2 peptides at gradient concentrations together with 0.1â€‰ÂµM BAK1ECD proteins were used as flow-through analytes. The Kd of SCREW2 binding to NUTECD in the presence of BAK1 is 0.38â€‰Â±â€‰0.074â€‰Î¼M. The SPR assays were performed at pH 5.7. j, NUT does not associate with BIK1. Protoplasts were co-transfected with BIK1-HA and NUT-Flag, PEPR1-Flag, or a control vector (Ctrl). Total proteins were immunoprecipitated with anti-Flag agarose beads and detected with anti-HA or anti-Flag antibodies (top two). Proteins before immunoprecipitation (IP) are shown as input controls (bottom two). k, SCREW1 inhibits seedling growth in the bik1 mutant. Three-day-old plate-grown seedlings were transferred into liquid Â½MS medium with or without 1â€‰Î¼M SCREW1 and grown for seven days. Fresh weights of seedlings are shown as as mean Â± s.d. (nâ€‰=â€‰8, biologically independent samples). Data were analysed by two-sided Studentâ€™s t-test and two-way ANOVA followed by Tukeyâ€™s test. P values are provided in the graph and Supplementary Table 3. Experiments were repeated twice (a, b, dâ€“i) or three times (j, k) with similar results.
Source data


Extended Data Fig. 8 SCREWâ€“NUT does not affect flg22-triggered early signalling events but partially requires MIN7.
a, SCREW1 suppresses flg22- or ABA-induced stomatal closure. The stomatal apertures were measured after treatment without or with 1â€‰Î¼M SCREW1, 1â€‰Î¼M flg22, 10â€‰Î¼M ABA, or a combination of SCREW1 with flg22 or ABA for 2â€‰h under the light. Data are shown as box plots with the interquartile range as the upper and lower confines, minima and maxima as whiskers, and the median as a solid line. Different letters denote a statistically significant difference (P < 0.05). n = number of stomata in the graph. b, SCREW1 does not affect the flg22-induced FLS2-BAK1 association. Four-day-old plate-grown WT seedlings were transferred into liquid Â½MS for six days, followed by 100â€‰nM flg22, 100â€‰nM SCREW, or a combination of 100â€‰nM flg22 and 100â€‰nM SCREW for 10â€‰min. Proteins were subjected for IP assays using anti-FLS2 antibodies and followed by immunoblotting using anti-BAK1 or anti-FLS2 antibodies. Top two panels show the IPed products, and bottom two panels show protein inputs. c, The nut and screw mutants do not affect the flg22-induced FLS2-BAK1 association. Four-day-old plate-grown seedlings were transferred into liquid Â½MS for six days, followed by 100â€‰nM flg22 for 10â€‰min. Co-IP analysis was similar to the above in b. d, SCREW1 and NUT do not affect flg22-induced MAPK activation. Ten-day-old seedlings were treated with 100â€‰nM flg22, 100â€‰nM SCREW1, or a combination of 100â€‰nM flg22 and 100â€‰nM SCREW1. MAPK activation was analysed by immunoblotting with anti-pERK1/2 antibodies (top), and protein loading is shown by Ponceau S staining (Ponc.) for RBC (bottom). e, SCREW1-triggered resistance to Pst DC3000 is partially abolished in min7. Four-week-old plants were pre-infiltrated with 0.5â€‰ÂµM SCREW1, or H2O as a control. After 24â€‰h, Pst DC3000 was infiltrated at a concentration of OD600â€‰nmâ€‰=â€‰0.02 or 0.002, and bacterial counting was performed at 1 dpi for OD600â€‰nmâ€‰=â€‰0.02, and 2 dpi for OD600â€‰nmâ€‰=â€‰0.002. Data are shown as means Â± s.d. (nâ€‰=â€‰3, biologically independent samples) (left). The picture was taken at 3 dpi with OD600â€‰nmâ€‰=â€‰0.002 (right). f, MIN7 is not required for SCREW1 activation of MAPKs. Ten-day-old plate-grown seedlings were treated with 100â€‰nM SCREW1. MAPK activation was analysed by immunoblots with anti-pERK1/2 antibodies (top), and the protein loading is shown by CBB staining for RBC (bottom). g, MIN7 is not required for SCREW1 suppression of seedling growth. Three-day-old plate-grown seedlings were transferred into liquid Â½MS medium with or without 1â€‰Î¼M SCREW1. Seedlings were imaged (left) and weighed (right) seven days post-treatment. Scale bar, 1â€‰cm. Fresh weights of seedlings are shown as box plots with the interquartile range as the upper and lower confines, minima and maxima as whiskers, and the median as a solid line (nâ€‰=â€‰12, biologically independent samples). h, The susceptibility of nut and screw1/2 mutants to Pst DC3000 is comparable to WT plants under high humidity with transient apoplast water supplementation. Leaves of four-week-old plants were inoculated with Pst DC3000 at OD600â€‰nmâ€‰=â€‰1 Ã— 10âˆ’4 and kept under 85â€“98% humidity for three days before bacterial counting. Transient water supplementation (+H2O) was performed by keeping plants under high humidity after syringe-infiltration without air-drying inoculated leaves as described previously32. Data are shown as means Â± s.d. (nâ€‰=â€‰8, biologically independent samples). i, SCREW1-triggered plant resistance to Pst DC3000 is compromised under high humidity with transient apoplast water supplementation. Leaves of four-week-old WT plants were pre-infiltrated with H2O (Ctrl) or 1â€‰ÂµM SCREW1 for 24â€‰h followed by Pst DC3000 inoculation. Plants were kept under 50% or 85â€“98% humidity for three days before bacterial counting. Data are shown as means Â± s.d. (nâ€‰=â€‰8, biologically independent samples). Experiments were repeated three times with similar results. Data were analysed by two-sided Studentâ€™s t-test (e, g), one-way (a) or two-way (h, i) ANOVA followed by Tukeyâ€™s test. Exact P values are provided in the graphs and Supplementary Table 3.
Source data


Extended Data Fig. 9 SCREWâ€“NUT regulates leaf water loss and ABA responses.
a, Transgenic plants carrying p35S::SCREW1 or p35S::SCREW2 exhibit curled leaves and increased sensitivity to dehydration stress. Leaves of five-week-old soil-grown plants were detached and imaged at 0 and 6â€‰h after detachment. Scale bar, 1â€‰cm. b, Increased water-loss rate in transgenic plants carrying p35S::SCREW1 or p35S::SCREW2. The rates of cumulative water loss from rosette leaves of five-week-old plants were measured at 6â€‰h post-detachment. Data are shown as means Â± s.d. (nâ€‰=â€‰6, biologically independent samples). c, Reduced water-loss rate in nut and screw1/2. The rate of cumulative water loss from detached leaves of four-week-old plants was measured at the indicated time points after detachment. Data are shown as means Â± s.d. (nâ€‰=â€‰6, biologically independent samples). d, Enhanced resistance to mannitol treatment in nut mutants. Seedlings were grown on 1/2MS plates with 0, 50, 100, 150, or 200â€‰mM mannitol for 15 days. Scale bar, 2â€‰mm. e, Cuticle permeability of nut and screw1/2 seedlings is similar to that of WT. Three-week-old plate-grown plants were soaked with 0.05% toluidine blue for 15â€‰min and washed with ddH2O before imaging. Scale bar, 1â€‰cm. At least six seedlings for each genotype were analysed for the presence of the blue-coloured patches, which indicate an increased permeability of the stain into the leaf through the cuticle. No apparent differences were observed between WT and mutants. f, Leaf cuticle permeability of nut and screw1/2 is similar to that of WT. Leaves of four-week-old soil-grown plants were drop-stained with 0.05% toluidine blue on the adaxial surface for the indicated time. The red circles and rectangles indicate the sites of inoculation. Inserts show zoomed-in areas. No blue-coloured patches were observed, indicating the intact cuticle for each genotype. Scale bar, 20â€‰Âµm. Scale bar, 1â€‰cm. Ten leaves for each genotype were analysed. g, Leaf cuticle layers of nut and screw1/2 are similar to those of WT. Three-week-old plate-grown plant leaves were examined by transmission electron microscopy from the adaxial side. Red arrows indicate cuticles observed as a thin (~80â€“100â€‰nm) electron-dense layer on the surface of the cell wall. Scale bar, 1â€‰ÂµM. Four leaves of each genotype were analysed. No apparent differences in thickness were detected among different genotypes. h, The nut and screw1/2 mutants are more sensitive to ABA treatment than WT plants. Seedlings were grown on 1/2MS plates without (Ctrl) or with 1â€‰Î¼M ABA for seven days (left). Cotyledon greening rates are shown as means Â± s.d. (right, nâ€‰=â€‰4, biologically independent repeats). i, SCREW1 and SCREW2 suppress ABA-induced expression of RAB18 and RD29A in plants. Ten-day-old plate-grown WT seedlings were treated with H2O, 10â€‰ÂµM ABA, or combinations of 10â€‰Î¼M ABA and 1â€‰Î¼M SCREW1 or SCREW2 for 3â€‰h. Transcript levels of RAB18 and RD29A normalized to UBQ10 were determined via RTâ€“qPCR. Data are shown as mean Â± s.d. (nâ€‰=â€‰4, biologically independent samples). j, NUT is upregulated by ABA, mannitol, and drought treatments. The expression data were extracted from Genevestigator V3 and shown as histograms. Grey squares indicate no data available. k, SCREWs and NUT are up-regulated after ABA treatments. Ten-day-old plate-grown WT seedlings were treated with 100â€‰Î¼M ABA for 0, 3, and 6â€‰h. Transcript levels of SCREWs and NUT normalized to UBQ10 were determined via RTâ€“qPCR. Data are shown as mean Â± s.d. (nâ€‰=â€‰3, biologically independent samples). Experiments were repeated three times with similar results. Data were analysed by one-way (b) or two-way (c, h, i, k) ANOVA followed by Tukeyâ€™s test. Exact P values are provided in the graphs and Supplementary Table 3.
Source data


Extended Data Fig. 10 SCREW1 induces NUT-dependent ABI phosphorylation.
a, SCREW1 induces ABI2 phosphorylation. Protoplasts were transfected with ABI2-HA followed by treatment with 1â€‰ÂµM SCREW1 for the indicated time. Proteins were separated with Mn2+-Phos-tag (top two) or regular SDS-PAGE (middle two) and detected with anti-HA antibodies. The protein loading is shown by CBB staining for RBC. Signal intensities of the top two bands corresponding to the phosphorylated ABI2 (pABI2) normalized to the input ABI2 in the regular SDS-PAGE from six independent immunoblots were quantified by ImageJ (bottom). The phosphorylation of ABI2 without SCREW1 treatment was set as 1. Data are shown as mean Â± s.d. (nâ€‰=â€‰6, biologically independent repeats). b, SCREW1 does not induce OST1 phosphorylation. Protoplasts were transfected with OST1-Flag, followed by treatment with 1â€‰ÂµM SCREW1 for the indicated time. Proteins were separated with Mn2+-Phos-tag (top two) or regular SDS-PAGE (middle two) and detected with anti-Flag antibodies. The protein loading is shown by CBB staining for RBC. Signal intensities of bands from three independent immunoblots were analysed by ImageJ (bottom). The relative phosphorylation of OST1 represents the ratio of phosphorylated to unphosphorylated OST1. Data are shown as mean Â± s.d. (nâ€‰=â€‰3, biologically independent repeats). c, SCREW1 induces NUT-dependent ABI1 phosphorylation. Protoplasts were co-transfected with ABI1-HA and NUT-Flag or a control vector followed by treatment with 1â€‰ÂµM SCREW1 for the indicated time. Proteins were separated by SDS-PAGE with (top two) or without Mn2+-Phos-tag (middle four) and detected with anti-HA or anti-pERK1/2 antibodies. The protein loading is shown by CBB staining for RBC. Signal intensities of bands corresponding to phosphorylated ABI1 (pABI1) normalized to the input ABI1 in the regular SDS-PAGE from four independent immunoblots were quantified by ImageJ (bottom). The phosphorylation of ABI1 without SCREW1 treatment was set as 1. Data are shown as mean Â± s.d. (nâ€‰=â€‰4, biologically independent repeats). Experiments were repeated three times with similar results. Data were analysed by one-way (a, b) or two-way (c) ANOVA followed by Tukeyâ€™s test. Exact P values are provided in graphs and Supplementary Table 3.
Source data


Extended Data Fig. 11 SCREW1 and ABI suppress ABA-induced OST1 phosphorylation.
a, ABI1 suppresses ABA-induced OST1 phosphorylation. Protoplasts were co-transfected with OST1-Flag and ABI1-HA with the indicated ratio of DNAs, followed by treatment with 1â€‰ÂµM SCREW1 for 5â€‰min before adding 1â€‰ÂµM ABA for an additional 5â€‰min. Proteins were separated with Mn2+-Phos-tag (top three) or regular SDS-PAGE (middle two) and detected with anti-HA or anti-Flag antibodies. The protein loading is shown by CBB staining for RBC. Signal intensities of bands corresponding to phosphorylated ABI1 (pABI1) and OST1 (pOST1) from four independent immunoblots were quantified by ImageJ (bottom two). The relative phosphorylation of OST1 represents the ratio of phosphorylated to unphosphorylated OST1. The phosphorylation of ABI1 without treatment was set as 1. Data are shown as mean Â± s.d. (nâ€‰=â€‰4, biologically independent repeats). b, ABI2 suppresses ABA-induced OST1 phosphorylation. Protoplasts were co-transfected with ABI2-HA and OST1-Flag followed by treatment with 1â€‰ÂµM SCREW1 before adding 1â€‰ÂµM ABA. Proteins were separated with Mn2+-Phos-tag (top two) or regular SDS-PAGE (bottom three) and detected with anti-HA or anti-Flag antibodies. The protein loading is shown by CBB staining for RBC. Signal intensities of bands from four independent immunoblots were analysed by ImageJ (bottom). The relative phosphorylation of OST1 represents the ratio of phosphorylated to unphosphorylated OST1. Data are shown as mean Â± s.d. (nâ€‰=â€‰4, biologically independent repeats). c, SCREW1 suppresses ABA-induced OST1 phosphorylation in a dosage-dependent manner. Protoplasts were transfected with OST1-Flag followed by treatments with 0, 10, 100 or 1,000â€‰nM SCREW1 for 5â€‰min before adding 1â€‰ÂµM ABA for another 5â€‰min. Proteins were separated with Mn2+-Phos-tag (top two) and regular SDS-PAGE (middle two) and detected with anti-Flag antibodies. The protein loading is shown by CBB staining for RBC. Signal intensities of bands from four independent immunoblots were analysed by ImageJ. The relative phosphorylation of OST1 represents the ratio of phosphorylated to unphosphorylated OST1. Data are shown as mean Â± s.d. (nâ€‰=â€‰4, biologically independent repeats). d, NUT interacts with ABI1 in protoplasts. Protoplasts were co-transfected with ABI1-HA and NUT-Flag or a control vector. Proteins were immunoprecipitated with anti-Flag agarose beads and detected with anti-HA or anti-Flag antibodies (top two). Proteins before IP are shown as input controls (bottom two). e, GST-NUTCD interacts with ABI1 in vitro. GST or GST-NUTCD proteins were immobilized on glutathione sepharose beads and incubated with His-ABI1-HA followed by immunoblotting with anti-HA antibodies (top). The protein loading is shown by CBB (bottom). Experiments were repeated three times with similar results. Data were analysed by one-way (b, c) or two-way (a) ANOVA followed by Tukeyâ€™s test. Exact P values are provided in the graphs and Supplementary Table 3.
Source data


Extended Data Fig. 12 SCREW1 suppresses flg22-induced stomatal closure through the ABIâ€“OST1 module.
a, ABI1 and ABI2 are required for SCREW1 suppression of flg22-induced stomatal closure. The stomatal apertures from epidermal peels of WT and abi1-2/abi2-2 were measured after treatment without or with 1 Î¼M SCREW1, 1â€‰ÂµM flg22, or a combination of SCREW1 and flg22 for 2â€‰h. Data are shown as the box plots with the interquartile range as the upper and lower confines, minima and maxima as whiskers, and the median as a solid line (nâ€‰=â€‰202, the number of stomata). The different letters denote a statistically significant difference (P < 0.05, two-way ANOVA followed by the Tukeyâ€™s test). The effect of SCREW1 on flg22-induced stomatal closure in WT and abi1-2/abi2-2 was compared by a two-sided Studentâ€™s t-test. The experiment was repeated three times with similar results. Exact P values are provided in the graph and Supplementary Table 3. b, A model of SCREWâ€“NUT in protecting plants against infections via promoting stomatal reopening and reducing apoplastic water levels. MAMP perception by PRRs induces stomatal closure to limit pathogen entry. Inevitably, stomatal closure increases the apoplastic water levels and creates aqueous habitats favourable for pathogen multiplication. To counteract, MAMPâ€“PRR signalling induces the expression of SCREWs and NUT. Upon SCREW perception, NUT complexes with BAK1 and promotes stomatal reopening via regulating the ABIâ€“OST1â€“SLAC1 phosphorylation module, thereby increasing water loss and reducing apoplastic water levels to prevent the pathogen colonization. To invade hosts, pathogens deliver effectors or toxins, some of which can open stomata. The blue lines indicate SCREWâ€“NUT induction and function in plant immunity revealed in this study.
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